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Abstract

Background: Nitric compounds are highly controversial components in human
nutrition and have been disputed for years as to their effects on CVD and cancer, the
two main causes of mortality worldwide. Specific Acceptable Daily Intake (ADI)
levels have been formulated based on current evidence; however, the evolving
nutrition transition has increased processed meat consumption and thus nitric
compound intake, as they are the main additives used in the meat industry, raising the
risk of exceeding the ADIs set. Numerous studies have been conducted to estimate
dietary nitrite and nitrate intakes and assess the relevant risk for consumers in other
countries, but to our knowledge, to date, no exposure or risk assessment has been
conducted in Greece. Furthermore, although many studies have explored the
association of dietary nitrite and nitrate with various types of cancer as well as the
association of processed meat with CVD, the relationship of processed meat
constituents with significant risk factors for CVD, such as blood pressure (BP),
remains unclear.

Objectives: The primary objective of this thesis was to investigate health risks and
benefits linked with dietary nitrite and nitrate in order to address the data underlying
the existing conundrum of being considered both healthy and unhealthy. The second
objective was to estimate exposure to dietary nitrite and nitrate when used as
additives, as well as to identify major food contributors, evaluate the relevant
potential risk in the Greek population, and determine the population groups that may
be at higher risk. The third objective was to examine the relationship between dietary
nitrite and nitrate intake from processed meat and BP while controlling for major
confounding factors that may play a role in CVD etiology. Ultimately, this thesis was
set out to address the public and authority concerns based on estimated associations
between dietary exposures and human health, to help raise public awareness of the
potential adverse health effects and support competent authorities in formulating
public health recommendations, if and where necessary.

Methods: A comprehensive review was conducted to provide an in-depth look at the
current literature on the relationship between dietary nitrite and nitrate intake with
health risks and benefits, with a focus on plant versus animal sources and drinking
water. Based on the outcomes of our literature review, it was decided to proceed with
the evaluation of the dietary exposure to nitrite and nitrate from processed meat
products, as well as to investigate their relation to Blood Pressure (BP). To do so,
individual consumption data from 2152 participant meat consumers (46.7% males) in
the Hellenic National Nutrition and Health Survey (HNNHS) were linked with current
Maximum Permitted Levels (MPLs) of nitric compounds content. Processed meat
intakes were determined by combining data from 24h recalls and frequency of
consumption reported in Food Propensity Questionnaires (FPQs) and the results were
compared to ADI of nitrite (0.07 mg/kg bw/day) to assess the risk. Finally, data from
1774 adult processed meat consumers (=18 years, 55.1% females) were used to
evaluate the association of dietary nitrite and nitrate intake from processed meat,
assessed as nitrite equivalent, with BP. To avoid selection and reverse causality bias,



associations with measured diastolic BP (DBP) and systolic BP (SBP) were
considered instead of self-reported data of hypertension presence. Participants were
divided by tertile of dietary nitrite intake and by level of dietary guideline adherence
for sodium (<1500; 1500-2300; >2300 mg/day). Multiple regression models were
used to examine associations with SBP and DBP, including an interaction term of
nitrite with dietary sodium intake, for potential synergy.

Results: The results of the narrative review on dietary nitrite and nitrate and human
health by intake source, highlighted the beneficial effects of nitrate and nitrite
consumption from plant origin on CVD and, to date, no positive correlation has been
reported with cancer. On the contrary, high intake of these compounds from processed
animal-based foods is related to an increased risk of gastro-intestinal cancer, however
no studies conducted to assess the association of nitrite and nitrate from processed
meat with CVD were found. Nitrate in drinking water also raises some concern.
Median exposure to dietary nitrite and nitrate (assessed as equivalent nitrite) ingested
from processed meat products was estimated to be within safe levels for all population
groups. However, 6.6% (N=143) of the consumers exceeded the Acceptable Daily
Intake (ADI) of nitrite (0.07 mg/kg bw/day), of which 20.3% were children aged 0—
9years (N=29) (15.3% of all children participants in the study, N=190). In total, pork
meat was the major contributor (41.5%), followed by turkey meat (32.7%) and
sausages (23.8%), although contribution variations were found among age groups.
Finally, DBP increased by 3.05 mmHg (95% CI:0, 6.06), per tertile increase in nitrite
intake and 4.41 mmHg (95% CI: 0.17, 8.66) per level increase in sodium intake, when
the interaction effect between nitrite and total sodium intakes was accounted for. By
considering the significant synergistic effect of the two factors, DBP finally increased
by 0.94 mmHg overall and 2.24 mmHg for subjects in the third tertile compared to
those in the first. Also, a rise in total sodium intake of approximately 800 mg, above
1500 mg, caused a 2.30 mmHg increase in DBP. No significant correlations were
found with SBP.

Conclusions: The outcome of the risk assessment of nitrite and nitrate intake from
processed meat and meat products if of important public health concern Especially,
exposure among children needs to attract special attention and should be accounted
for in public health campaigns. Finally, higher nitrite and nitrate intake from
processed meats contributed to the increase of DBP, but the interaction effect with
total sodium intake levels should have been accounted for to properly interpret the
findings. The up-to-date debate on the role of nitrate and nitrite in human nutrition
seems to be justified and more research is required to verify safe consumption. Future
research is warranted to evaluate possible associations with health effects by using
more refined occurrence data, if available. The concerns raised in this thesis are in
line with the concerns of the European Commision, which has recently made the
decision to modify the current use conditions of nitrite and nitrate as food additives by
reducing their Maximum Permitted Limits in Regulation (EC) 2023/2108 of 6
October 2023.

Scientific area: Human Nutrition/Public Health Nutrition/Nutritional Epidemiology

Keywords: Cardiovascular disease; CVD; cancer; dietary exposure; dietary intake;
nitric compounds; food additives; MPLs; risk; processed meat consumption; Greece;
dietary nitrite; health benefit; health risk; hypertension; Systolic Blood Pressure; SBP;
Diastolic Blood Pressure; DBP.



A&LoAoyN oM KIVOUVOL TG LU TPOPIKIG TPOGANYIIG VITPMOMV KUl VITPIK®OV UAITOV GE
UVTUTPOOCMOTEVTIKO deiypa eAAnvikoy TAn0vopoed kol cvoyeTicelg pe mapayovrtes vyeiog

Epyaotipio Aiairoroyiag kar Ioiotntag Zwng
Tunuo Emaoriunc Tpopinwy kot Arozpopng tov AvBpamov

Iepidnyn

I'evual emokonnon: Ta vitpddn Kot Vitpikd dAato eivor 1011TEPWOS AUMIAEYOLEVA
GLOTATIKA OTN dlTpoP Tov avBpmmov. H dwaypoviky Sopdyn vreép Kot Kot g
TPOCANYNG TOVG HECH TNG STPOPNG OPEIAETAL 0T BETIKY £ TOPA CLGYETION TOVG
TOVG HE KOPOayYEWKEG TAONGELS KOl GTNV 0pVNTIKY HE Kapkivo, Tig S0 khpleg artieg
Bvnowotrog maykoopiog. Emmiéov, m dwpkdg eEgMooduevn HETAPOA OTIS
dotpoikéc cvvnbeleg €xel odnynoel e aéNon ™G KATAVAA®ONG EXEEEPYOGUEVOL
KPEOTOG KOl CUVETMG 6€ OENUEVT TPOGANYN Kal TV OAATOV aVT®V, KaBOC sivorl Ta
KOpLoL TPOGOETO TTOL YPNGYLOTOIOVVTOL 0T Propnyoviog KpENTog. ENUOVTIKY EpEvva
&xel dteayBel yroo NV exTipnomn g STPOPIKNG TPOCANYNG VITPOIDY KOl VITPIK®V
Kol TV a&loAdYNnon TOV GYETIKOD KIVOUVOL Y10l TOVE KOTAVOAMTEG GE GAAEG YMPES,
oAAG avTioTouym pelét extipmong ékBeonc N kKivdvvov dev gixe dieEaybel otn yopa
pog. Emumléov, av kot ToAAEG PLEAETEG £XOVV JIEPEVVIGEL T GLGYETIOT TV VITPOOIMV
KOl VITPIKOV 0AGTOV LEGH TNG SLOTPOPNG LE S1APOopovg THTOVG KapKivoy, Kabmg Kot
TN GLOYETION TOV ENEEEPYOOUEVOL KPEUTOG LE TIG KOpOloyyElokEG mabNoeLg, 1 oyéon
TOV CLUGTATIK®V TOV ENEEEPYUCUEVOL KPEATOG LE CTUOVTIKODE TOPAYOVTES KIVOUVOU
Yo KopdlayyelokEg Tanoels dev eiye pedetn el ETOPKMG KOl TAPEUEVE OCAPHC.
X1éyo1: O TPOTOPYIKOS GTOYOG NG TOPOVCAG EPELVOG NTAV VO OIEPEVVIGEL TOVG
KWvOUVOUG KOl To. OPEAT Yo TNV VYELD TOV GUVOEOVTAL LE TNV TPOCANYN VITPOOI®OV KOl
VITPIK®V OAIT®V, GE GYECT LE TNV TTNYN TPOEAEVLONG TOVG, TPOKEEVOD va 00BEl, €1
Suvatov, TEKUNPIOUEVT] ATEVTNOT] OTO EPATNLN CYETIKA LE TO OV 1] KOTAVAANOGT TOVG
glvar teEMkd oeéaun 1N emkivovvn. O devtepog otdYog NTav Vo ekTiundel 1
StaTpoikn £kBeon oe ViTp®OT Kol VITPIKA GAOTO TOV YPTOLUOTOI0VVTOL G TPOGHETA
oTNV Tapay®yn enegepyacpuévov Tpoidvimv KPENTOS, KaOMG Kol Vo TPOGIopIoTOHV
0l TUTTOL TV TPOIOVIMV EMEEEPYACUEVOL KPEATOG OV OMOTELOVV TIG KUPLEG TNYEC
€xBeong, va agorloynbei o oyeTikdg SuvnTiKOG Kivovvog Yo TOV EAANVIKO TANOLGHO
Kol Vo, TPoGd10p1oTodV 01 OUAdEG TOV TANBVGHOD oV SlaTpEyovy TOAVA HEYAADTEPO
kivduvo. O tpitog otdoc NTav vo, afloloyndel n oyxéon petal&d g TPOSANYNG
VITPOIMV KoL VITPIKOV OAATOV 00 ETEEEPYAGUEVO KPENS KAl TNG OPTNPLOKNG THEOT|G,
AapBavovtag VTOYT CLYYLTIKOVS TaPAYoVTES TOL eVOEYETAL VO dtadpapatilovv poro
oV ortoloyic G Kapdlayyelwokng vocov. Telkd, m  moapovca  darpipi,
Aappavovtag VoY TIG YPOVIEC AVNGVYIEC TOV KOO Kol T®V apY®V, ixe ®g otdyo
va SlEPEVVNGEL TIG CLGYETIGE UETAED NG EKTIUOUEVNC OTPOPIKNG €kBeomng o€
VITPIKG Kol vITpddn  GAote Kol TG ovOpdmivng  vysiog, TPOKEWEVOL  va
gvaioOnTomomBel 10 KOO oyeTIKG pE TIC MOAVEC OVGUEVEIS EMMTMOGELC OTNV VYEIN
Kol voL bTooTn P00V ot appOdIeg apyES 6T SUTOTMOOT GVOTACEMY Y10 TN OMUOCL
vyeia, edv kot 6mov eivan amapaitnto.

Mé0odot: 'Elafe ydpa avaokonnon g tpéxovoag PiAtoypapiag yia va diepguvnOet
1 CLGYETION TNG TPOCANYNG VITPMOIADV KOl VITPIKOV OAATOV LE TNV VYELR, avdAoya e
TNV TNy TPOEALELONG, NTOL OO TPOPILO. PUTIKNG (PVOIKG GLGTUTIKG) TPOEAEVOT|S,
Cowng mpoéhevong Kot Kupimg emeepyacuévo kpéag (tpdcbeta) Kot amd to TGO
vepd (empoivvtéc). Me PBdon ta amoteléopato g PAIOYPAQIKNG 0VACKOTNOTG,
OTOPOGIoTNKE 0 TPOGOIOPIGHOG TNG OTPOPIKNG €kBeong oe ViTpmOT KOl VITPIKA



dloto amd emeepyacuévo mPoiovTa KpEATog kol 1 a&loAOYNoN TOL GYETIKOV
duvnTiKov KvoHvov yio Tov eAANVIKO mAnBuopd. o 1o okomd avtod, avakTHOnKov
ond v [aveladuy Merémn Awtpoonc ko Yyeiog (ITAMEAY) odedopéva
Katovélwong oamd 2152 CLUUETEXOVTEG KOATAVOAWMTEG €mMeEEPYUSUEVOD  KPEUTOG
(46,7% 6Gvopeg), To omoiol Kot GLVOLACTNKAY UE TO TPEXOVTO AVATATO ETLTPENTE OpLoL
(MPL) meprextikomntog oe Vitpddn kot vitpikd diato. H mpoécinyn eneéepyoaspévou
Kpéatog mpoodiopionke cvvdvdlovrog dedopéva and avokAnocels 24 opav pe T
oLYVOTNTO  KOTOVOA®MONG 7ov  OnAdbnke omd tovg ovuppetéyovieg Pdoet
gpotnuatoloyiov  ouyxvotntog  Katavdiwong  tpogipmv  (Food  Propensity
Questionnaires, FPQs). H mpdoAnym mpocdiopictnke ¢ 160dVVOUO VITPOIDV
oAdTeV Ko To0 omoTélecpa cvykpibnke pe o avtictoryo ADI (0.07 mg/kg bw/day)
vy v a&loAdyNon Tov KvdUVOoL. XTN CULVEXEW OlEPELVIONKE 1 GLOYETION TNG
TPOCANYNG VITPOODV KOl VITPIK®V (MG 1606VVOLO VITPOOMVY) LE TNV OPTNPLOKT TLECT
(ATII). T'a 10 okomd avtod, a&lomomdniay dedopéva KoTavaimong amd 1774 eviAikeg
Katavolmtés  emeepyaocpévov  kpéatog (=18 etmv, 55,1% yovaikeg). Toa va
amo@evyBel M peponyia emAoyNg kol aviioTpopng aitiotnTog, €&ETdoTNKAY Ol
ovoyetioelg pe ) petpovpevn DBP kot SBP. Ot cuppetéyovteg ta&vounnkay facet
TOV TPITNUOPIOV NG TPOSANYNG VITPOO®OV KOl AVAAOYO LE TO EMIMESO THPNONG TOV
STPOPIKAOV KATELVOVVTPIOV YPaUU®V Yo To vaTplo (<1500-, 1500-2300, >2300
mg/Muépa). Xpnooromdnkoy HoviéEAa TOAAATANG TAAVOPOUNoNG Yia TNV e&€Taom
tov ovoyeticewv pe m SBP xor ™ DBP, cvumeptiopfavopévov evog dpov
OAANAETIOpAONG TOV VITPOO®V HE TN OTPOQIKY] TPOGANYN Vvatpiov, Yo TNV
g&étaong mbavig cuvEpyELag.

Amoteréopata: H apnynpatikn avackomnor avESElEe TNV EVEPYETIKT EMLOPOOT] TNG
KOTOVOA®ONG  VITP®MODV KOl  VITPIKOV  OAATOV  QUTIKAG TPOEAELONG  OTNV
KapdlOyYELOKN VOCO Ko1, HEXPL ONUEPa, Oev £xel avapepBel cvoyétion pe Kapkivo.
Avtifeta, n vynmAn TPOGANYT OVTOV TOV EVOCEOV OO ENeEEPYOCSUEVO TPOPLLOL
Lowng mpoéhevong oyxetiletoar pe ovuEnUEVO KIVOUVO EUOAVIONG KOPKIVOL TOL
YOOTPEVTIEPIKOV GUGTNHOTOG, WOTOGO dgv Ppédnkav peréteg mov va €yovv deloybel
yio v a&loAdynon G OLoYETIONG TV VITPOOMV KOl TOV VITPIKOV ond
eneepyacévo kpéag pe ™ kapdiayyelokn voco. Ta vitpikd kot vitpmorn dAoto amd
T0 OGO vEPO TPOKAAOVV emiong Kamoto, avnovyio. H didpeon dwatpopikn €kbeon
€ VITPOON Ko VITPIKE GAATH (EKTILOUEVT] OG 1GOSVVOUO VITPOOIDOV OANTOV) Omd
KATOVAA®GOT ENEEEPYACIEVOL KPENTOG EKTIUNONKE OTL €lVOL EVIOG OCQPOADY EMTES®V
vy Okec TG opddeg mAnBucuov. Qotdéco, 10 6.6% (N=143) t0v KaTOVIADTOV
vrepéfn v Amodexty Hpepnown Tlpéocinym (ADI) wvitpwdav (0.07 mg/kg
ocopoTikoy Bapovg/muépa), ek Tov omoiwv to 20.3% Mrav madid nikiog 0-9 etmv
(N=29) (15.3% 6Lov TeV Tad1dV ToL cvupeteiyov ot perétn, N= 90). Zvvoiikd, 10
YOPvo Kpéog NTov 1 Kupla nyn €xbeong (41.5%), axorovBoduevo amd o KpEag
yoromovrag (32.7%) kot o Aovkdvika (23.8%), av kot dramictddnkav Sopopég 6t
GUVEICEOPA HETOED TOV MAKIOKOV OUAd®V. AvVOQOpPIKA HE TNV €midpoorm ToV
VITPOOMV KOl VITPIKOV OAATOV amd emeepyacpévo KpENG OTNV aptnplokn Tieomn,
npocdopictnke nwg n DBP avéndnke koatd 3.05 mmHg (95% CI: 0, 6.06), avd
Tpunpoplo avénong g mpodcAnyng vitpmdéov kot 4.41 mmHg (95% CI: 0.17, 8.66)
avé enimedo avénong tng mpocAnyng vorpiov. AopPavoviag vToyn Tn CNUAVTIKY
GUVEPYIOTIKN EMdPaAON TV 600 TapaydvVImV, VITP®mOOV aAdtov Kot vatpiov, 1 DBP
avénbnke tehid katd 0.94 mm Hg cuvoiikd ko katd 2.24 mm Hg yio ta dropa oto
Tpito TPUINUOPLO GE CVYKPLON LE eKElva 6To TpdTo. ETiong, n adénon g cuvolkng
TpoOcANYNG vatpiov kotd nepitov 800 mg, méve and ta 1500 mg, mpokdiece avénon
g DBP xatd 2.30 mm Hg. Agv Bpédnkoav onpavtikég cuoyetioelg pe tn SBP.



Yopnepaopoto: To amoteléopata NG EKTIUNONG TOV KWOHVOL TNnG TPOCANYNG
VITPOOMV KOl VITPIK®OV 0nd ENEEEPYOOUEVO KPEASG KOl TPOIOVTH KPEUTOG TPOKAAOVY
avnovyio yo tn onpoocia vyeio. Ewdwodtepa, 101aitepn mpocoyn ota mpoyplppoTo
dnuoctlog vyelag mpéner va dobel ota modd Ewg 9 etwv. Emiong, vymidtepm
TPOCANYT VITPOOIMV KOl VITPIKGV 0t emeEepyacpévo Kpéata cLVEROAE otnv avénon
g DBP, oALd m emidpaon aAdnAemidpaons pe To emimedo GUVOMKNAG TPOGANYNG
vatpiov mpémel va AApPAvVETAL VITOYN Yo TN GMOTH eppnveia tov gupnudtov. H
Stypoviky] ou{nTnon OYETIKA pHe TO POAO TOV VITPIKOV Kol TMV VITPOIMV OTN
Sl0TpoPN TOL EVOL SIKOOAOYNUEVYT] KO TEPOITEP® £PELVA, LE TEPICCOTEPO. KO
avaAvtikotepa dedopéva, omarteital. Ot avnovyieg TOV SOTLIIOVOVTOL GTIV TOPOVGA
dwtpifny cvvadovv pe Tic avnovyieg g Evpomaikng Emtpomnig, n omoia €loPe
TPOCPUTA TNV ATOPAGT] VO TPOTOTOMGEL TOVG 1OYVOVTEG OPOVE YPNONG TOV VITPMOIDV
KOl TOV VITPIKOV OAATOV ©¢ TPOGHETOV TPOPIUOY, UEIOVOVTOG TO OVOTOTO
emtpenopeva opo otov kavoviopo (EK) 2023/2108 g 6ng Oktoppiov 2023.

Emotnpoviki) neproyi): Awotpopn avBpaTov/Alatpoen Anuodciog
Yyeiag/Awotpoikn Emdnuoroyia

AéEarg khewwa: Kopdiayysiaxd voonupata, CVD, kapkivog, dwotpopikn €kbeon,
SlTpoPIKn TPOCANYT, VITPIKEG EVAOGELS, Tpocbeta Tpopipnmv, MPLs, xivévvog,
Katavéiwon enegepyacpuévon kpéotog, EALASA, vitpdon amd N deTpopr], OPEAOG
vy TV vyeia, Kivduvog yio v vyeio, VTEPTAOT], GUGTOAIKN apTNplokn Tieorn, SBP,
dtaoTolkn aptnprakn wieon, DBP.
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Terminology
This section aims to provide a clear definition of the terminology used in this thesis,
based on dictionaries from the Centers for Disease Control and Prevention (CDC) [1]

and the European Food Safety Authority (EFSA) )[2], as the use of various terms in the

fields of toxicity, microbiology, and nutrition may cause confusion.

TERM

DEFINITION

ACCEPTABLE-
DAILY-INTAKE (ADI)

ADVERSE-EFFECT

AGENT

ASSOCIATION

BENCHMARK-DOSE
(BMD)

BIAS

BODY-MASS-INDEX
(BMI)

BURDEN OF DISEASE

CASE

CARCINOGENICITY

CASE-CONTROL
STUDY

An estimate of the quantity of a substance in food or drinking
water (such as food additives, pesticide residues and
veterinary drugs) that can be consumed daily over a lifetime
without posing a significant risk to health (in milligrams of
the substance per kilogram of body weight).

A change in the health, growth, behavior or development of
an organism that impairs its ability to develop or survive

A factor, such as a microorganism, chemical substance, or
form of radiation, whose presence, excessive presence, or (in
deficiency diseases) relative absence is essential for the
occurrence of a disease.

Statistical relationship between two or more events,
characteristics, or other variables.

The minimum dose of a substance that produces a clear, low
level health risk, usually in the range of a 1-10% change in a
specific toxic effect such as cancer induction.

Deviation of results or inferences from the truth, or processes
leading to such systematic deviation. Any trend in the
collection, analysis, interpretation, publication, or review of
data that can lead to conclusions that are systematically
different from the truth.

A measurement that expresses the relationship between an
individual’s weight and height. BMI is calculated by dividing
weight in kilograms by height in metres squared (i.e. height x
height). Used to assess whether someone’s weight is
appropriate.

How a disease affects a population in terms of ill-health, risk
of death, financial cost of treatment or other recognised
indicators.

In epidemiology, a countable instance in the population or
study group of a particular disease, health disorder, or
condition under investigation. Sometimes, an individual with
the particular disease.

Cancer-causing property of a substance when an animal or
human is exposed to it.

A type of observational analytic study. Enrollment into the
study is based on presence (“case”) or absence (“control”) of
disease. Characteristics such as previous exposure are then
compared between cases and controls.
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https://www.efsa.europa.eu/en/glossary/burden-disease
https://www.efsa.europa.eu/en/glossary/carcinogenicity

TERM

DEFINITION

CAUSE OF DISEASE

CHEMICAL HAZARD

CHRONIC EXPOSURE

COHORT

COHORT STUDY

CONFIDENCE
INTERVAL (CI)

CONSERVATIVE
ASSUMPTION

CONTROL

CORRELATION

CUMULATIVE-
EFFECT

CUMULATIVE RISK
ASSESSMENT

DEMOGRAPHIC
INFORMATION

DEPENDENT
VARIABLE

DIETARY EXPOSURE

A factor (characteristic, behavior, event, etc.) that directly
influences the occurrence of disease. A reduction of the factor
in the population should lead to a reduction in the occurrence
of disease.

Health hazard resulting from exposure to a chemical; for
example, irritation, burns, carcinogenicity.

A long-term constant or intermittent exposure to a substance
which may have an impact on health over time.

A well-defined group of people who have had a common
experience or exposure, who are then followed up for the
incidence of new diseases or events, as in a cohort or
prospective study. A group of people born during a particular
period or year is called a birth cohort.

A type of observational analytic study. Enrollment into the
study is based on exposure characteristics or membership in
a group. Disease, death, or other health-related outcomes are
then ascertained and compared.

A statistical term to describe a range within a distribution
where you would expect most of the data to lie; for example,
expecting that 95% of adults will be between 1.4m and 1.9m
tall. The specified probability is called the confidence level,
and the end points of the confidence interval are called the
confidence limits.

An estimate that tends to err on the side of caution or gives a
'worst case scenario'. Often used in risk assessment to ensure
that as much risk as possible is taken into account.

In a case-control study, comparison group of persons without
disease.

A statistical term to describe the relationship between two
variables (e.g. calcium intake and bone growth).

A term used to describe how exposure to more than one
chemical might affect the body. Used to explain long-term
exposure to mixtures of chemicals, such as pesticides or
additives.

A method of assessing risks to health or the environment
posed by multiple substances such as chemicals.

The personal characteristics— e.g. age, sex, race, and
occupation—of  descriptive  epidemiology used to
characterize the populations at risk.

In a statistical analysis, the outcome variable(s) or the
Variable(s) whose values are a function of other variable(s)
(called independent variable(s) in the relationship under
study).

Measurement of the amount of a substance consumed by a
person or animal in their diet that is intentionally added or
unintentionally present (e.g. a nutrient, additive or pesticide).
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https://www.efsa.europa.eu/en/glossary/chemical-hazard
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https://www.efsa.europa.eu/en/glossary/confidence-interval
https://www.efsa.europa.eu/en/glossary/conservative-assumption
https://www.efsa.europa.eu/en/glossary/conservative-assumption
https://www.efsa.europa.eu/en/glossary/correlation
https://www.efsa.europa.eu/en/glossary/cumulative-risk-assessment
https://www.efsa.europa.eu/en/glossary/cumulative-risk-assessment
https://www.efsa.europa.eu/en/glossary/dietary-exposure

TERM

DEFINITION

DISTRIBUTION

DOSE RESPONSE

EPIDEMIC

E-NUMBER

ENDPOINT

EPIDEMIOLOGY

EVALUATION

NUTRIENT

EXOGENOUS

EXPOSURE

EXPOSURE

ASSESSMENT

FREQUENCY
DISTRIBUTION

FOOD-ADDITIVE

FOOD SUPPLEMENT

In epidemiology, the frequency and pattern of health-related
characteristics and events in a population. In statistics, the
observed or theoretical frequency of values of a variable.

The relationship between the amount of a substance to which
an individual organism, population or ecosystem is exposed
and the way in which it responds (e.g. in terms of toxicity).

The occurrence of more cases of disease than expected in a
given area or among a specific group of people over a
particular period of time.

A number used in the European Union to identify permitted
food additives. An E number means that an additive has
passed safety tests and has been approved for use.

A physical or chemical outcome that can be assessed by a test;
for example, blood pressure or levels of a potential toxin in
the body.

The study of the distribution and determinants of health-
related states or events in specified populations, and the
application of this study to the control of health problems.

A process that attempts to determine as systematically and
objectively as possible the relevance, effectiveness, and
impact of activities in the light of their objectives.

Any substance which a living organism must consume from
the diet in order to support normal health, development and
growth.

Describes substances within the human body which have
arisen from an external source in the diet or environment; for
example, veterinary medicine residues.

Concentration or amount of a particular substance that is
taken in by an individual, population or ecosystem in a
specific frequency over a certain amount of time.

One of the key steps in risk assessment, this relates to a
thorough evaluation of who, or what, has been exposed to a
hazard and a quantification of the amounts involved.

A complete summary of the frequencies of the values or
categories of a variable; often displayed in a two column
table: the left column lists the individual values or categories,
the right column indicates the number of observations in each
category.

A substance deliberately added to foods or beverages for
beneficial technological reasons (e.g. to preserve, flavour,
colour or ensure a particular texture). Food additives are not
normally consumed by themselves nor used as typical
ingredients in food.

Foodstuff containing concentrated amounts of nutrients or
other substances that are intended to supplement the normal
diet.
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TERM

DEFINITION

FOODBORNE
DISEASE

GENOTOXICITY
HAZARD

HEALTH

HEALTH-BASED
GUIDANCE VALUE

INDEPENDENT
VARIABLE

INDIVIDUAL DATA

INTERQUARTILE
RANGE

IN VITRO

IN VIVO

INCIDENCE

INGREDIENT

INTAKE

MARGIN OF
EXPOSURE (MOE)

MARGIN OF SAFETY

MAXIMUM
PERMITTED LEVEL

MEAN

MEDIAN

An illness caused by foods or drinks which have been
contaminated by toxins or harmful microbes (e.g. bacteria,
viruses).

When a substance is capable of damaging the DNA in cells.

A substance or activity which has the potential to cause
adverse effects to living organisms or environments.

A state of complete physical, mental, and social well-being
and not merely the absence of disease or infirmity.

Guidance on safe consumption of substances that takes into
account current safety data, uncertainties in these data, and
the likely duration of consumption.

An exposure, risk factor, or other characteristic being
observed or measured that is hypothesized to influence an
event or manifestation (the dependent variable).

Data that have not been put into a frequency distribution or
rank ordered.

The central portion of a distribution, calculated as the
difference between the third quartile and the first quartile; this
range includes about one-half of the observations in the set,
leaving one-quarter of the observations on each side.

Research method which involves testing cells or tissues
extracted from living organisms.

Research method which involves testing individual live
animals or populations of live animals.

The number of new events occurring within a specified time
period within a defined geographical area; for example, the
number of flu cases per year in Europe.

Any substance deliberately added to a foodstuff which will
remain in the finished product, even in an altered form.

The amount of a substance (e.g. nutrient or chemical) that is
ingested by a person or animal via the diet.

A tool used in risk assessment to explore safety concerns
arising from the presence of a potentially toxic substance in
food or animal feed.

The gap between the actual intake of a substance by a given
population and the estimated daily dose over a lifetime that
experts consider to be safe.

The maximum amount of a contaminant, naturally occurring
toxin or nutrient allowed in foods or animal feeds.

The measure of central location commonly called the average.
It is calculated by adding together all the individual values in
a group of measurements and dividing by the number of
values in the group.

The measure of central location which divides a set of data
into two equal parts.
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TERM

DEFINITION

MORBIDITY

MORTALITY RATE

NO OBSERVED
ADVERSE EFFECT
LEVEL (NOAEL)

NORMAL
DISTRIBUTION

NUTRIENT

OBSERVATIONAL
STUDY

ODDS RATIO

OCCURRENCE

PERCENTILE

POPULATION

PREVALENCE
PROPORTION

RANGE

Any departure, subjective or objective, from a state of
physiological or psychological well-being.

A measure of the frequency of occurrence of death in a
defined population during a specified interval of time.

The greatest concentration or amount of a substance at which
no detectable adverse effects occur in an exposed population.

The symmetrical clustering of values around a central
location. The properties of a normal distribution include the
following: (1) It is a continuous, symmetrical distribution;
both tails extend to infinity; (2) the arithmetic mean, mode,
and median are identical; and, (3) its shape is completely
determined by the mean and standard deviation.

An element or compound needed for normal growth,
development and health maintenance. Essential nutrients
cannot be made by the body and must, therefore, be consumed
from food.

Epidemiological study in situations where nature is allowed
to take its course. Changes or differences in one characteristic
are studied in relation to changes or differences in others,
without the intervention of the investigator.

A measure of association which quantifies the relationship
between an exposure and health outcome from a comparative
study; also known as the cross-product ratio.

The fact or frequency of something (e.g. a disease or
deficiency in a population) happening.

A way of visualising the low, medium and high occurrences
of a measurement (e.g. vitamin C intake) by splitting the
whole distribution into one hundred equal parts. The set of
numbers from 0 to 100 that divide a distribution into 100 parts
of equal area, or divide a set of ranked data into 100 class
intervals with each interval containing 1/100 of the
observations. A particular percentile, say the Sth percentile, is
a cut point with 5 percent of the observations below it and the
remaining 95% of the observations above it.

The total number of inhabitants of a given area or country. In
sampling, the population may refer to the units from which
the sample is drawn, not necessarily the total population of
people.

The proportion of a population found to have a condition.

A type of ratio in which the numerator is included in the
denominator. The ratio of a part to the whole, expressed as a
“decimal fraction” (e.g., 0.2), as a fraction (1/5), or, loosely,
as a percentage (20%).

In statistics, the difference between the largest and smallest
values in a distribution. In common use, the span of values
from smallest to largest.
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DEFINITION

RATE

RELATIVE RISK

REPRESENTATIVE
SAMPLE

RISK

RISK FACTOR

SAMPLE

SENSITIVITY

STANDARD
DEVIATION

STANDARD ERROR
(OF THE MEAN)

STATISTICAL
SIGNIFICANCE

SUB-POPULATION,
SUB-GROUP
TOXICITY

TREND

UNCERTAINTY

UNCERTAINTY
ANALYSIS

VALIDITY

VARIABLE
VARIANCE
VULNERABLE

An expression of the frequency with which an event occurs in
a defined population.

A comparison of the risk of some health-related event such as
disease or death in two groups.

A sample whose characteristics correspond to those of the
original population or reference population.

The probability that an event will occur, e.g. that an individual
will become ill or die within a stated period of time or age.

An aspect of personal behavior or lifestyle, an environmental
exposure, or an inborn or inherited characteristic that is
associated with an increased occurrence of disease or other
health-related event or condition.

A selected subset of a population. A sample may be random
or non-random and it may be representative or non-
representative

The ability of a system to detect epidemics and other changes
in disease occurrence. The proportion of persons with disease
who are correctly identified by a screening test or case
definition as having disease.

The most widely used measure of dispersion of a frequency
distribution, equal to the positive square root of the variance.

The standard deviation of a theoretical distribution of sample
means about the true population mean.

A measure of the likelihood that a result occurred based on
statistics.

An identifiable subdivision of a population; for example,
infants.

The potential of a substance to cause harm to a living
organism.

A long-term movement or change in frequency, usually
upwards or downwards.

Scientific concept used in risk assessment to describe all types
of limitations in available knowledge at the time an
assessment is conducted, with the agreed resources, that
affect the probability of possible outcomes to the assessment.

A method of identifying the sources of uncertainty in a risk
assessment calculation and estimating their size and direction
so that errors can be taken into account.

The degree to which a measurement actually measures or
detects what it is supposed to measure.

Any characteristic or attribute that can be measured.
A measurement of the spread between numbers in a data set.

Group of people needing specific consideration when
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TERM

DEFINITION

GROUP

assessing the nutritional needs or health effects of substances;
for example, pregnant women, infants and people exposed to
higher doses of substances through their environment.
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1. GENERAL INTRODUCTION

1.1. NITRIC COMPOUND IN HUMAN DIET: A CONUNDRUM

Nitrate (NO3-) and nitrite (NO2-) are organic chemicals formed naturally in plants, soil,
and water by the microbial oxidation of nitrogen [3]. Nitrate is the most prevalent
source of nitrogen (N) in soils [4] and thus a common source of amino acid synthesis
in plants and a crucial nutrient for proper plant growth and development [5]. Food and
water are the principal sources of human exposure [6], as dietary nitrite and nitrate can
be present (a) naturally in plant foods, (b) as additives in processed products, mainly as
salts in meats, and (c) as contaminants in drinking water [7,8]. Nitrate is converted to
nitrite through the process of nitric oxide (NO) oxidation facilitated by the presence of

naturally occurring bacteria in both the oral cavity and the gastrointestinal tract [9].

Human activities » Drinking
water

- Bioaccumulation via soil and
[ water P> Plants

Nitrates
— \\ Food additives

Sodium nitrate > E251
Potassium nitrate » E252

HEALTH Nitroso
compounds
Nitrites \_/
|
. Formation from Food additives
nitrates Potassium nitrite » E249
Sodium nitrite » E250

Figure 1. Compounds of interest in the perspective of human consumption /70].

The effects of nitrite and nitrate ingestion through diet on human health and relevant
controversies have been debated for years [11,12] with dietary nitrate being related to
both numerous health benefits and risks [13—15]. In particular, extensive research has

been conducted to investigate the therapeutic potential of nitrate in treating CVDs,
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especially hypertension [16—18]. This research has focused on the nitrate derived from
fruits, vegetables, and their combinations, which are nevertheless widely recognized as
integral components of a healthy diet [19]. The findings have suggested that inorganic
nitrate might be a simple and cost-effective approach for mitigating the CVD risk [20],
by lowering BP and platelet aggregation [21]. In addition to favorable effects on
vascular and metabolic health [22], there is evidence to suggest that the presence of
nitrite and nitrate compounds consumed from fruits and vegetables may confer

protective benefits against the development of cancer [23,24]

On the other hand, nitric compounds added in foods and those found in water, in
comparison to inorganic nitrates, may have health risks [14,25]. There have been
significant concerns regarding the potential health risks associated with the
consumption of nitric compounds found in processed meat and have been found to be
associated with the development of various types of cancer. Additionally, the presence
of nitric compounds in drinking water can have acute effects on the human body, such
as methemoglobinemia, as well as chronic effects, primarily manifested as an increased
risk of cancer due to the formation of nitrosocompounds (NOCs) [26]. The
physiological processes that may lead to the synthesis of NOCs endogenously have
been exhaustively described previously [9,26—29]. In short, the human gastrointestinal
tract easily absorbs nitrate and nitrite in food and drinking water, which is concentrated
in the salivary glands and released in saliva, where oral bacteria convert it to nitrite.
Nitrite causes the formation of methaemoglobin. Cytochrome b5 reductase converts
methaemoglobin to haemoglobin, preventing oxygen delivery. High met-haemoglobin
concentrations can impair cytochrome b5 reductase's regenerative ability. High
methaemoglobin concentrations limit tissue oxygen delivery and may cause hypoxia.
Furthermore, in the stomach's acidic environment, nitrite and protein secondary amines
generate nitrosamines, including volatile N-nitrosodimethylamine (NDMA) and
Nnitrosodiethylamine (NDEA), which are probable or highly likely carcinogenic to
humans (IARC 2A; IARC 1987; EPA 2015). Such nitrosamines can also be generated
in processed cured meat products during high-temperature [7]. Heme uses nitrate and
nitrite ingested to promote the endogenous formation of nitroso compounds (NOCs) in
red meat. However, the presence of nitrosation inhibitors, such as diverse polyphenols,
as well as vitamins E and C, commonly present in fruits and vegetables, seem to

mitigate this process [30,31].
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1.2. REGULATORY FRAMEWORK FOR NITRITE AND NITRATE
INTENDED FOR HUMAN CONSUMPTION

The association of nitrite and nitrate with adverse health effects has led to regulatory
measures being enforced to regulate the concentrations of nitrate and nitrite by source

of intake.

Member states should ensure that nitrate and nitrite quantities in the mains-supplied
drinking water, spring water, and treated water comply with the parametric maximum
values of 50 mg/l and 0.5 mg/1 respectively, according to the Directive (EU) 2020/2184
of the European Parliament and of the Council of 16 December 2020 on the quality of
water intended for human consumption [32]. The natural mineral waters are regulated
by Directives 2003/40/EC19 [33] and 2009/54/EC20 [34]. These directives establish
the maximum allowable concentrations of nitrate and nitrite in natural mineral waters

at 50 mg/1 and 0.10 mg/l, respectively.

While nitrate is a naturally occurring compound in plants and non-toxic, its metabolites,
nitrite, nitric oxide, and N-nitroso compounds, may pose health risks [35]. Due to the
high levels of nitrate in plant foods, especially leafy vegetables like rucola, lettuce, and
spinach, which may increase when grown in glass houses or in low-light conditions,
regulatory thresholds for nitrate in plant-based foods have been set with Regulation
(EU) No 1258/2011, amending previous Regulation (EC) No 1881/2006 [36]. The
existing restrictions pertain to six distinct categories of plant products that are deemed
to pose the highest risk in terms of nitrate consumption. These categories include fresh
or preserved spinach, deep-frozen or frozen spinach, lettuce, iceberg lettuce, rucola
(commonly known as rocket), as well as processed cereal-based foods and baby foods
intended for infants and young children. Maximum levels range from 200 mg/kg in
processed-cereal based foods and baby foods for infant and young children to 7000
mg/kg in Rucol harvested 1 October to 31 March. In contrast, there are no regulation

limits for nitrites in the EU Regulation on Food Contaminants.

Regarding the use of nitrate and nitrite as additives in food, potassium or sodium nitrite
(E249 or E250 respectively) and sodium or potassium nitrate (E251 or E252
respectively) are categorized within the "preservatives" class as defined in Regulation

(EC) No 1333/2008 of the European Parliament and of the Council [8]. This class
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encompasses substances that extend the shelf-life of food products by safeguarding
them against deterioration caused by micro-organisms and/or inhibiting the growth of
pathogenic micro-organisms. According to the EU regulation, nitrite salts are
authorized for use in specific meat preparations as defined in Regulation (EC) No
853/200424 [37], as well as in both heat-treated and non-heat-treated meat products.
Similarly, nitrate salts are allowed in certain fish varieties such as pickled herring and
sprats, specific categories of cheese, and non-heat-treated meat products. Nitrate and
nitrite compounds are permissible in certain traditional immersion-cured or dry-cured
products as well, such as jellied veal and brisket, selsky saldm, saucissons etc.
Regulation (EC) No 1333/2008 establishes prescribed limits, both for utilization and as
remaining quantities, of nitrate and nitrite salts within the various authorized product
classifications. Regarding processed meat products, Maximum Permitted Levels
(MPLs) of nitrate and nitrite content up to 150 mg/kg have been established to ensure
that the desired effect is accomplished without exceeding the levels that are safe for
human health [8]. A maximum residual content of 250 mg/kg is allowed in traditional
products, since they are produced in smaller quantities, resulting in lower consumer
exposure. The residual content is influenced by various processing procedure
parameters, such as temperature, pH, ascorbic acid, and other factors [10]. These limits
were used to re-evaluate nitric compounds used as food additives in 2017, based on
national food consumption data from 33 different dietary surveys carried out in 19
European countries; no need to change the current ADIs was identified [14,15]. The
consumption of processed and packaged foods, however, has witnessed an uptrend due
to shifting lifestyle patterns and dietary preferences [38]. This trend is particularly
notable in the production and consumption of processed meat, which have experienced
a significant rise over the past decades, with projections indicating a further 50%
increase by the year 2050 [39]. The aforementioned trend, also referred to as nutrition
transition [40], may necessitate regular re-evaluations of the ADIs for the use of nitric
compounds as additives, alongside conducting risk assessments based on more recent

consumption data.
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1.3.NUTRITION TRANSITION AND NON-COMMUNICABLE DISEASES
(NCDS)

Changing lifestyle and dietary trends have increased the consumption of processed and
packaged foods [38]. Higher processed foods consumption, frequent dining out,
utilization of edible oils, and increased intake of sugary beverages emerged as prevalent
trends during the 1970s; however, the adverse effects of these trends were not widely
acknowledged until the onset of global epidemics of diabetes, hypertension, and obesity
in the 1990s, disproportionately affecting individuals with lower and middle incomes
[41]. Research on defining and evaluating dietary habits has garnered significant

attention, due to its established associations with NCDs [42,43].

The term NCDs relates to a cluster of conditions that are primarily not instigated by an
acute infection, leading to persistent health implications and frequently necessitating
prolonged medical intervention and attention [44]. NCDs have emerged as a significant
public health issue across all nations, with a particular emphasis on low- and middle-
income countries, which account for over three-quarters of total NCD deaths and
amounts to 31.4 million deaths; in Greece, NCDs are responsible for 83% of deaths

[45].

Cardiovascular diseases (CVDs) and cancer are categorized as NCDs or chronic
illnesses, alongside chronic respiratory disease and Type 2 Diabetes Mellitus (T2D)
[45]. Cardiovascular diseases (CVDs) are widely recognized as the leading cause of
morbidity and mortality globally, representing 32% of all global deaths in 2019 [46],
with the majority of which are attributed to specific health behaviors and factors [47].
Cancer, also attributed mainly to health related lifestyle habits, like tobacco use,
physical activity, alcohol consumption and diet, is the second leading cause of death
globally, accounting for nearly 10 million deaths in 2020, or nearly one in six deaths
[48]. Specifically, 35.6% of all cancer-related deaths in the same year are attributed to
gastrointestinal types [49].

Nutrition transition, which is characterized by a reduction in the consumption of plant-
based foods and a corresponding increase in ultra-processed products of low nutritional
value [40], has also led to an increase in the ingestion of various food additives [38].
Furthermore, in the past years, the decline in income has been associated with an

increase in obesogenic diets and the intake of calorie-dense foods, and thus, more
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people in the Mediterranean Countries (MC) appear to be abandoning the
Mediterranean Diet (MD) due to financial constraints too [50]. This trend has been
noticed among children and teenagers in the MC, who are increasingly adopting
unhealthy lifestyle habits like a preference for "junk food" and sedentary activities
(computer and TV use), leading to a Western diet high in saturated fat, refined grains,
simple carbohydrates, and processed foods [51]. Greeks, in particular, have been
reported to adhere to a diet that is vastly different from the MD, with a high
consumption of red meat and fast food [52], as well as dairy, and alcohol among
younger Greek adults, along with a low intake of fruits and vegetables [53]. This
progressive adoption of unhealthy eating patterns appears to have accelerated since the
beginning of the Greek debt crisis [54], creating an uncertainty with respect to their

health effects.

Healthy dietary patterns, high on plantfood, seafood, whole grains and legumes, and
low in sugary foods, processed meats and refined grains, have been proposed to
reduce the CVD risk [55,56]. However, given the high degree of processing involved,
even the growing popularity of plant-based alternatives in Western countries cannot
adequately guarantee a diet that is both balanced and conducive to good health [57].
Ultra-processed foods consumption has been suggested to raise CVD risk [58] and
overall mortality [59], with higher processed meat intake being specifically one of
the main contributors to this finding [60—62], although questions remain as to the

mechanism(s) involved.

Processed meat is any meat that has been seasoned, salted, cured, fermented, smoked
or treated with other techniques to improve its durability, color or flavor [63].
Organizations such as the International Agency for Research on Cancer (IARC), the
World Cancer Research Fund (WCRF) and the American Institute for Cancer
Research (AICR) have linked processed meat consumption with human
carcinogenesis [64], a fact evidenced by several epidemiological studies [22,28,65—
68]. Following the above, the World Health Organization (WHO) recommends
limiting or eliminating processed meat consumption, because no safe intake has been
determined [69]. Greece has also adopted this recommendation [70]. Furthermore,
CVD has been suggested to increase due to preservatives [71], such as sodium and
additives, potentially nitrite [72]. Actually, nitrite (potassium nitrite-E249 and

sodium nitrite-E250) and nitrate (sodium nitrate-E251 and potassium nitrate-E252)
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are the most widely and legally used additives [8] to improve the visual appeal, taste,
safety, and quality in processed meat products and their association with health has
been debated for years [22]. The use of these agents as additives in processed meats
have been discussed since the 1960s, mainly because of their link to the genesis of
carcinogenic N-nitroso compounds (NOCs) when combined with amines or amides
[25,73,74]. However, due to debatable evidence, their use is continued by the food
industry with subsequent human consumption, warranting at the least a risk

assessment based on population specific consumption data.

1.4. RISK ASSESSMENT

Risk assessment (RA) is a scientifically based process consisting of four steps: hazard
identification, hazard characterization, exposure assessment and risk characterization
[75]. Tt constitutes one of the three interrelated components of risk analysis, alongside

risk management and risk communication, as depicted in Figure 2.

Risk analysis

Risk Risk management Risk communication

LSRRI Selection of policy & control Interactive exchange of

A structured, scientific process options to prevent, eliminate or information & opinions on risks
reduce the risk to acceptable level among stakeholders

Hazard 1dentification

Hazard characterization

Exposure assessment

Risk characterization

Figure 2. Components of risk analysis /76].

RA provides a systematic framework for determining health protection measures, as

presented in Figure 3 [75,77,78]. The primary goal of basic chemical-by-chemical risk
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assessment is to answer the question "What is the appropriate concentration level of a

chemical to ensure the protection of health outcomes?" [79].

Risk
characterization
‘ Exposure *Is the food-born
assessment hazard likely to
«Who may be be harmful in the
‘ ] harmed? target population?
characterization » Quantifies P Estimates the
What is the the likely likelihood of
dose-response amount of a(fltyersef? ealtk;l
relationship? intake of the ke of the
.Hazar d aip agent in the intake of the
Identification 1: v(glu 21;t1ﬁes the  target , agent
* What might exposure populatlon
be harmful? beyond which
» Identifies adverse health
the adverse effects may

health effects occur
of the agent

Figure 3. The 4 steps of risk assessment process /75,77,78].

Qualitative risk assessment refers to the evaluation of risks that cannot be quantified
precisely using numerical values, though remain valuable, especially when relying on
expert knowledge and involves expressing risks in terms of categories such as high,
medium, or low, or by making risk comparisons [80]. Quantitative risk assessment is
based on numerical data and analysis and can be either deterministic (meaning single
values like means or percentiles are used to describe model variables) or probabilistic
(meaning that probability distributions are used to describe model variables) [81]. A
quantitative risk assessment can answer risk management questions in greater depth
than a qualitative risk assessment. Cumulative Risk Assessment (CRA) is a method
used to evaluate the combined effects of multiple chemical and nonchemical stressors
that have similar health outcomes or operate through similar mechanisms [79]. These
stressors can originate from various sources or exposures, and may result in an

exacerbation of symptoms or the occurrence of illnesses. The adoption of this approach
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was motivated by the need to address the vulnerability of certain populations, such as
infants and young children, who may encounter multiple stressors that can have
detrimental consequences [82]. Political decision-makers can utilize this process as a
means to mitigate consumers' exposure to risks within the food chain through the
implementation of campaigns that provide guidance on diet and lifestyle choices, the

enforcement of controls on food production of both of the aforementioned actions [78].

Finally, each stage of the risk assessment process introduces uncertainty [83], and
should be carried out in a transparent manner, with data, conditions, assumptions, and

uncertainties well-documented and scientifically explained [84].

1.4.1. Hazard identification

Risk assessment begins by assessing scientific data to identify a potential hazard—a
chemical, biological, or physical agent in food that may harm health—and its sources
[75,85]. Thus, the first step of the risk assessment process is to determine the toxicity

of the agent.

The hazard of nitrite and nitrate

The International Agency for Research on Cancer (IARC) classified nitrate or
nitrite (after ingestion) in Group 2A as probably carcinogenic to humans, due to
animal studies suggesting nitrite is harmful when paired with amines or amides
[3]. Despite its association with GC, the IARC found limited evidence that

dietary nitrite is carcinogenic in humans [3].

The available in vivo data on nitrite do not suggest the presence of genotoxicity
[14], whereas the existing data on nitrate do not indicate any genotoxic potential
[15]. After oral exposure, 75% of absorbed dietary nitrate is eliminated in the
urine, and 25% is released by the salivary glands into the mouth cavity where
bacteria convert some to nitrite [10]. The deleterious effects of nitrate are
ascribed to its transformation into nitrite and the inherent capacity for
endogenous generation of N-nitroso compounds (NOCs), nitrosamines, and
nitrosamides under favorable environmental conditions (e.g., pH, reactant
concentration) [86]. Multiple research studies suggest that NOCs present in

various foods possess genotoxic properties and are anticipated to be potential
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human carcinogens. [28,87-92]. Insufficient data exists regarding the

identification and quantification of exogenous, in the food matrix, and

endogenous, in human body, NOCs [10].

1.4.2. Hazard characterization

This step in RA process involves the identification of potential adverse outcomes
associated with the hazardous agent being evaluated, as well as the establishment of an
upper threshold for the dosage at which those outcomes may occur [93]. The critical
effect refers to the point at which harmful consequences begin to manifest following a
specific level of dosage or exposure [94]. In situations where it is assumed that the toxic
effect of a substance has a threshold level, a Health-Based Guidance Value (HBGV) is
defined as a scientifically-based recommendation for the maximum safe consumption
established after considering the currently available safety data, possible uncertainties
encompassed, and the probable time span of consumption [2,94]. The Acceptable Daily
Intake (ADI), for example, is an HBGV used to depict the permissible quantities of
food additives, pesticide residues, and veterinary medications that can be consumed
daily throughout a lifetime without creating a significant health risk [2,95] and it is
usually expressed as milligrams of the substance per kilogram of body weight per day
[96]. Establishing the HBGV is not part of performing a risk assessment. The Scientific
Panels and Units of EFSA do so on a regular basis as part of their evaluation of
regulated products in the food and feed industries for which a scientific risk assessment
1s necessary prior to their authorization on the EU market [96]. Dietary nitrite and
nitrate exposure may also be reported as a percentage contribution to ADI (EFSA,
2017). This is called Hazard Index (HI). If the HI is less than 100% then there is no
harm from exposure to the additive. Characterization focuses on the consumers and
especially the extreme consumers or vulnerable sub-groups that they might be at risk

[97].

HBGYV for nitrite and nitrate

Nitrate and nitrite have ADIs determined by the EFSA for the human body at
3.7 [15] and 0.07 [14] mg/kg of body weight per day (mg/kg of bw/day),

expressed as ions, respectively.
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The derivation of an ADI for nitrate was based on the process of
methaemoglobin formation, which occurs after the conversion of nitrate,
excreted in the saliva, into nitrite. Nevertheless, significant discrepancies were
observed in the dataset pertaining to the conversion of nitrate to nitrite in human
saliva. Hence, the Panel of EFSA deliberated that the derivation of a singular
value for the ADI based on the existing data was not feasible, since even when
employing the most conservative nitrate-to-nitrite conversion factor, the levels
of methaemoglobin generated as a result of nitrite derived from this conversion
would not have any clinical significance. Additionally, the estimated production
of endogenous N-nitroso compounds (ENOC) resulting from this process would
be at levels that are of minimal concern. Therefore, despite the inherent
uncertainty surrounding the acceptable daily intake (ADI) determined by the
Scientific Committee on Food (SCF), the EFSA Panel has reached the
conclusion that there is presently an insufficient amount of evidence to warrant

the withdrawal of this ADI [15].

The ADI for nitrite, as determined by the Scientific Committee on Food (SCF)
in 1997 and the Joint FAO/WHO Expert Committee on Food Additives
(JECFA) in 2002, were found to range from 0 to 0.06 mg/kg body weight per
day and 0 to 0.07 mg/kg bw/day, respectively. In general, an ADI for nitrite
alone could be established based on the existing studies on the repeated exposure
to nitrite in animals, taking into account the absence of carcinogenic effects. The
Panel reached the determination that the observed elevation in methaemoglobin
levels, both in humans and animals, constituted a pertinent outcome for the
establishment of the ADI. The EFSA Panel employed a Benchmark Dose
(BMD) modeling approach to calculate an ADI for nitrite of 0.07 mg/kg bw/day.
The evaluation conducted focused on the intrinsic generation of nitrosamines
from nitrite. This was achieved through the utilization of theoretical calculations
to determine the amount of N-nitrosodimethylamine (NDMA) produced upon
the consumption of nitrite at the ADI level. The resulting margin of exposure
(MoE) was estimated to be greater than 10,000. The Panel has determined that
the MoE to exogenous nitrosamines in meat products is estimated to be less than
10,000 across all age groups under conditions of high level exposure.

Epidemiological studies have provided indications of a potential association

41



between (i) the consumption of dietary nitrite and the occurrence of gastric
cancers, as well as (i1) the combined intake of nitrite and nitrate from processed
meat and the development of colorectal cancers. There exists evidence
establishing a correlation between preformed NDMA and the occurrence of

colorectal cancers.[14].

1.4.3. Exposure assessment

The third step of the risk assessment process pertains to determining the probability of
being exposed to biological, chemical, or physical agents via food or other relevant
sources and quantifying such exposure [98]. This phase entails ascertaining a
consumer's chemical consumption by combining information on the substance's
concentration in food and beverages with the amount of those commodities ingested
[96]. Comprehensive and high-quality data on food consumption gathered at the
individual level is necessary for assessing the exposure to potential risks in the food

chain [99].

European Commission recommended a stepwise method to estimate the additive
intakes [100]. The first tier (Tier 1) uses the budget method and concerns all the
additives for which an acceptable daily intake (ADI) and maximum permitted level
(MPL) are established [101,102]. It estimates the theoretical maximum daily intake
(TMDI) by combining the maximum quantity of food and drinks that an individual
consumes with the MPLs of the additive. When the TMDI exceeds the ADI, the second
tier (Tier 2) is carried out by using actual national food consumption data and MPLs
[103]. For the additives that exceed the ADI, a third tier (Tier 3) is performed using
individual food consumption data and additives’ measured concentrations [104]. Since
measured concentration data are in many cases difficult to obtain, other authors have
suggested assuming the presence of the additive at the MPL only when reported in the
label of the food product and combining it with the actual national food consumption

data. This approach is defined as the Tier 2a [105].

Additional factors to consider for evaluating nitrite and nitrate exposure

While nitrate can be converted to nitrite in the human body, their risk assessment

is usually based on single substance exposure due to different regulatory
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frameworks [7]. However, these chemical substances can be treated as a group
by applying a common risk assessment principle (assessment group) in a

component-based concentration addition approach [106].

Additionally it is well known that nitrate is transformed into nitrite in the body,
mainly in the mouth cravity [107]. FAO/WHO suggested that 5-7% of nitrate
consumed is converted to nitrite by bacteria in the mouth in healthy adults [108],
however, a conversion rate up to 20% has also been reported [35]. Therefore,
although the data on the nitrate-to-nirite conversion in the saliva in humans vary
greatly, based on the nitrate secretion rates (20-25%) in the saliva and the range
of nitrate to nitrite conversion rates (5—-36%) in the mouth, an overall conversion
percentage of 1-9% has been projected [15]. Based on these projections and

recommendations, researchers should account for conversion of nitrates to

nitrites although do not.

1.4.4. Risk characterization

Characterizing the risk, which involves estimating the likelihood that negative health
impacts would occur in a certain population, is the last step in the risk assessment
process [2,93]. Risk is defined as the relationship between the likelihood and
seriousness of a health consequence as a result of a hazard [75]. This phase allows for
both qualitative and quantitative descriptions of risk (see Section 1.4) as depicted in
Figure 4 and offers a basis for determining whether risks are acceptable by directly
comparing the exposure assessment results with HGBV, as defined in the preceding

steps of the process [83].
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Figure 4. Quantitative and qualitative way of presenting risk assessment findings /94/

The process of risk characterization places emphasis on the consumer population, with
particular attention given to sub-groups or extreme consumers who might be at risk

(EFSA, 2017).

Therefore, this risk assessment step determines whether there is a risk and describes its
nature and degree under certain conditions, providing the best available science-based
evidence to support food safety management with enough knowledge to explore
appropriate solutions [95,109,110]. Uncertainties, randomness, variability, and their
differentiation must be included in risk evaluations since they affect risk estimate

confidence and risk management decisions [111].

1.5. RE-EVALUATIONS OF NITRITE AND NITRATE USED AS ADDITIVES

The opinions pertaining to the re-evaluation of the nitric compounds when used as
additives were released by the European Food Safety Authority (EFSA) in June 2017,
following relevant requests from the European Commission [14,15]. The re-evaluations
took place as foreseen in the programme set under the Regulation (EU) No 257/2010,
within the overall deadline of 31.12.2008 [112]. The results ultimately demonstrated
that the current levels of added nitrite and nitrate when used as additives, mainly in

processed meat products, effectively ensure the protection of consumers.
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According to the findings of the experts [15], the utilization of nitrate salts as food
additives resulted in consumer exposure that accounted for less than 5% of the overall
exposure to nitrate in food. Furthermore, this level of exposure did not surpass the ADI

of 3.7mg/kg bw/day for nitrate.

In relation to nitrite [14], the experts concluded that the exposure levels were below the
acceptable thresholds for all demographic groups. The EFSA panel emphasized that
nitrite has the potential to surpass the ADI of 0.07mg/kg bw/day for individuals of all
age groups when accounting for all sources of dietary exposure, including natural
presence in food, environmental contamination, and use as additives. This conclusion
was based on the assumption of medium to high levels of exposure; actually, under
conditions of high exposure nitrite levels could surpass the ADI for all age groups.
Finally, specific age groups such as infants, young children, and children may be at risk

of exceeding the ADI for nitrite even under conditions of low exposure.

1.6. LITERATURE GAP

The health effects of nitrite and nitrate consumption, both in terms of origin and
amount, remain extremely disputed, since these compounds have been directly or
indirectly associated with both positive effects on CVD and negative effects on cancer,
the two leading global causes of death. Therefore, the review of evidence regarding
their effect on human health by source of origin necessitates further exploration. The
following questions needed to be addressed:

1. What should a literature review focus on?

2. Which are the effects of dietary nitrite and nitrate on human health by source of origin?

3. Which sources are the most important from a public health perspective and dietary

nitrite and nitrate intakes should be risk assessed?

1.7. AIM OF THE LITERATURE REVIEW OF THE THESIS

The first aim of the current PhD thesis was to review the data regarding the health
effects of dietary nitrite and nitrate by source of intake (plant foods, animal based foods

and water).
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Lead Article

Dietary nitrate and nitrite and human health: a narrative

review by intake source

Sotiria Kotopoulou @, Antonis Zampelas @, and Emmanuella Magriplis

Nitrate and nitrite are plant nutrients that, although ubiquitous in plant foods, are
highly controversial substances in human nutrition because they are also used as
additives in processed foods and may be found as contaminants in drinking water.
The aim for this narrative review is to provide a thorough insight into the current
literature on the relationship between dietary nitrate and nitrite and the health risks
and benefits by source of intake. The results highlight beneficial effects of nitrate
and nitrite consumption from plant origin on cardiovascular disease and, to date,
no positive correlation has been reported with cancer. On the contrary, high intake
of these compounds from processed animal-based foods is related to an increased
risk of gastro-intestinal cancer. Nitrate in drinking water also raises some concern,
because it appears to be related to adverse health effects. The up-to-date debate
on the role of nitrate and nitrite in human nutrition seems to be justified and more

research is required to verify safe consumption.

INTRODUCTION

Nitrate and nitrite are natural products formed in plants,
soil, or water from nitrogen oxidation by microorgan-
isms." Nitrate is the most plentiful source of nitrogen in
soils® and thus a common source of amino acid produc-
tion in plants, serving as a key nutrient that coordinates
optimal plant growth and development.” Dietary expo-
sure to nitrate and nitrite happens through (1) fruits, veg-
etables, and their products as natural derivatives; (2)
processed foods that contain nitrate and nitrite salts as
food additives, specifically sodium and potassium nitrate
(E251 and E252, respectively), and sodium and potassium
nitrite (E250 and E249, respectively), and (3) drinking
water in which the components are present as contami-
nants.*”> Metabolism of nitrogen compounds to nitrosa-
mine has been associated with the risk of gastrointestinal
cancer,’ whereas nitric oxide (NO) produced

endogenously from nitrate, a substance found naturally
in plants, may help control blood pressure. The latter,
therefore, has been associated with improved cardiovas-
cular health.*” Ingestion of inorganic nitrate has a posi-
tive effect on endothelial function because it significantly
decreases cardiovascular disease (CVD) risk factors
through a reduction in platelet aggregation and reduction
in arterial rigidity.® CVD’ and cancer'® are the main
causes of death globally, with colorectal cancer (CRC) be-
ing 1 of the top causes of cancer globally, being the third
most prevalent cancer in men and the second most fre-
quent in women.'" In 2016, approximately 17.9 million
people died of CVD; more recent data attribute 10 mil-
lion deaths in 2020 to cancer.' Specifically, 35.6% of all
cancer-related deaths in 2020 are attributed to gastroin-
testinal types.'?

Fruits, vegetables, and fruit and vegetable combina-
tions are considered to be a significant component of a
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healthy diet."” Nitrate and nitrite naturally derived from
fruits and vegetables are considered to have beneficial
effects against cancer'®'” and for vascular and meta-
bolic health.' The nitrite-NO pathway has been shown
to have antihypertensive actions.” Therefore, although a
great quantity of nitrate is consumed from vegetable or-
igin,'” its intake is unlikely to be considered problem-
atic.'® Moreover, recently it has been suggested by the
International Olympic Committee that nitrate supple-
mentation may directly enhance athletic performance."
On the contrary, concerns have been raised about oral
exposure to nitrate and nitrite from processed meat.'”
Several epidemiological studies provide evidence that
consumption of processed animal products may cause
cancer.>'®'®2%"22 In particular, nitrate and nitrite from
processed meat have been linked with CRC, both colon
and rectum types, whereas dietary nitrite has been asso-
ciated with gastric cancer (GC), gastric cardia adenocar-
cinoma and gastric noncardia adenocarcinoma.” Use
of nitrate and nitrite salts in processed meats has been
discussed since the 1960s, mainly because of their asso-
ciation with the genesis of carcinogenic N-nitroso com-
pounds (NOCs).**** Heme promotes NOC synthesis in
red meat endogenously from the ingestion of nitrate
and nitrite, but nitrosation inhibitors including various
polyphenols, and vitamins E and C found in fruits and
vegetables appear to mitigate it.>>*” The physiological
processes that may lead to the synthesis of NOCs en-
dogenously have been exhaustively described previ-
ously.®***! In addition, consumption of drinking water
with elevated nitrate concentrations has been found to
affect the human body acutely and chronically. The for-
mer is usually seen as methemoglobinemia, and the lat-
ter as cancer occurrence due to organism’s nitrosamine
exposure.”’

Thus, it is evident that the safety of long-term in-
take of nitrate and nitrite is of critical importance be-
cause the health effects in terms of type and amount of
consumption remain highly controversial and have
been linked to the 2 leading causes of death worldwide,
CVD and cancer. In this study, we aimed to address
data behind the enigma of the health risks and benefits
linked with dietary nitrate and nitrite, focusing on plant
vs animal sources, as well as water, by conducting a
thorough review of the evidence.

This literature review was conducted by searching
the PubMed database to identify eligible publications
worldwide up to December 2020. English-language
restrictions were applied, and relevant scientific studies
were identified by combining the following Medical
Subject Heading keywords: nitrate, nitrite, health, neo-
plasms, vegetables, fruit, drinking water, food additives,
meat, and dietary exposure. Moreover, an extra search
of the references of related articles was carried out.

Published data as well as reports, opinions, and related
documents from the European Food Safety Authority
(EFSA), World Health Organization, and Joint Food
and Agriculture Organization of the United Nations-
World Health Organization Expert Committee Report
on Food Additives were also included. The screening
process resulted in our review of 21 dietary exposure as-
sessment studies, 22 epidemiological observational
studies, 14 cross-over studies, 4 meta-analyses, 4 sys-
tematic reviews, 16 reviews, and 1 re-analysis (Table S1
in the Supporting Information online). The reviews and
meta-analyses considered in this article have been pub-
lished in the last decade (2010 and forward). To evalu-
ate consistency of the evidence, exposure, outcomes,
and confounders, variables were extracted from each
study and tabulated. The key elements of the epidemio-
logical and clinical studies that were reviewed are listed
in Tables S2-S5 in the Supporting Information online.
Information on variables accounted for in models used
in cohort studies are also reported in Table S6 in the
Supporting Information online.

DIETARY EXPOSURE
Sources of nitrate and nitrite in human nutrition

Nitrate food sources are mostly derived from vegetables
and vegetable products,**"***® whereas nitrite is pro-
duced endogenously via NO oxidation and nitrate re-
duction by commensal bacteria in the mouth and
gastrointestinal tract.”

The contribution of vegetables and vegetable prod-
ucts to the combined exposure of nitrate and nitrite has
been estimated in several studies: approximately 34%-
41% in the Netherlands* (60% for a subgroup of highly
trained Dutch athletes)*®; 51.2% in Iran (another 30.7%
of exposure coming from grains)’*; 81%-83% in
Australia®; 88% in Poland®”; 80% in Belgium’®; and
24%-27% of the acceptable daily intake (ADI) in
France.”” Many studies have been conducted on the
variables that determine the concentration of nitrate in
vegetables.”***%~!
timated in Australia as approximately 6%-7% of total
dietary nitrate intakes.”> The current maximum levels
of nitrate permitted in vegetable foodstuffs in the
European Union (EU) were set in Regulation
(European Commission [EC])*?
These were expressed as weight (in milligrams) per kilo-
gram of fresh produce weight.

Nitrate salts are used in preserved meat products,
sausages, and cheese, making these foods the most im-
portant exposure contributors for the consumption of
nitrate salts as food additives in the EU,** whereas

Fruit contribution has also been es-

and its amendment.*?
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preserved meats and sausages are the main contributors
to the exposure of nitrite salts used as food addi-
tives.”** The foodstuffs that may contain nitrate salts
as food additives with corresponding maximum permit-
ted levels in the EU being set in the main and amended
Regulation (EC/EU).>*® Mainly, nitrate salts are added
as a precursor of nitrite salts, which have a beneficial
impact on the visual appeal, flavor security, and quality
of cured meats.'® In particular, food additives contrib-
uted 8%-9% to the combined exposure in the
Netherlands* and approximately 1% (processed meats)
in Australia.’”® The main dietary sources for nitrite were
estimated in Poland and these consisted of cold and
processed meats, both at 77%.%>*°

Finally, nitrate and nitrite may also be present in
drinking water.”” Drinking water was found to contrib-
ute 3%-19% to the combined exposure to nitrate and
nitrite in the Netherlands* and 5%-15% of the ADI in
France.”” Nitrate in drinking water has been established
at a maximum of 50 mg/L (Council Directive 98/83/
EC).”® In the United States, the maximum contaminant
level for nitrate-nitrogen concentration in drinkable
water has been set at 10 mg/L.*

Recently, Kalaycioglu and Erim*' investigated and
published analytical data of nitrate and nitrite food-resi-
due levels of fruits, vegetables, other natural foods,
meat, dairy, and baby and infant food. They suggested
the data collected could be used either to update dietary
guidelines or as an effective resource in risk-benefit
assessments for the food industry and clinical trials. In
addition, Blekkenhorst et al’® created a database to be
used as a reference for determining nitrate concentra-
tions in a variety of vegetables, which takes into account
several processing aspects that may alter nitrate concen-
trations in vegetables, including various preservation
and cooking procedures. Finally, the EFSA presented
summary data on levels of nitrate and nitrite salts used
as food additives reported by the food industry (2000-
2014) as well as analytical results of nitrate and nitrite
from natural sources or contamination in foods
reported by Member States (2000-2015).>>** Based on
these data, exposure assessments have been performed.

Evaluation of dietary exposure to nitrate and nitrite

Different approaches for assessing the ingestion of food
additives and contaminants can be used and, therefore,
the results can vary significantly.’ Babateen et al’!
pointed out differences in dietary assessment methodol-
ogies and food-composition tables use, and underlined
the necessity of obtaining accurate estimates of daily
consumption. Most studies reviewed in the present arti-
cle investigated combined exposure to different foods,
including fresh and/or processed, drinking water, and

Nutrition Reviews® Vol. 00(0):1-12

beverages (Table S1 in the Supporting Information on-
line). A few studies focused on estimating the intake
only from processed foods—mainly meat prod-
ucts,***>*—and only 1 study evaluated nitrite intake
from processed vegetables, cheese, and meat.’® Finally,
3 studies focused exclusively on exposure via the intake
of vegetables and vegetable products (Table S1 in the
Supporting Information online). Actually, the data on
dietary exposure that are currently published are barely
comparable.’”

The ADIs of nitrate and nitrite in the human body
have been set by EFSA at 3.7** and 0.07 mg/kg of body
weight (bw) per day,” respectively. Of studies reviewed,
12 reported nitrate and nitrite intake above the ADIs
and 9 reported nitrate and nitrite intake below the
ADIs. Tablel lists these studies.*?>?* 373415262 [p
particular, Roila et al’** found in their study that the in-
take of nitrate from vegetables was above the ADI and
the nitrite ingestion from processed meats was below
the ADL

HEALTH-RELATED ISSUES CONCERNING DIETARY
NITRATE AND NITRITE BY SOURCE OF INTAKE

63-78 and bene-

Tables 2 and 3 summarize the risks
fits*>°>7°"% of dietary nitrate and nitrite based on the
epidemiological and clinical studies evaluated. Table 4
lists the studies that did not reveal an explicit relation-

ship with potential health implications.”"”*7%8%21-7

Fruits and vegetables

A weak inverse association between fruit consumption
and cancers has been suggested; it was evident in cur-
rent smokers with lung cancer, whereas high cereal-fi-
ber consumption was linked to lower risk of CRC and
other gastrointestinal cancers.'” Fresh fruits and citrus
fruits may help prevent diffuse and cardia GC,'* but the
adverse relationship between fruit and citrus intake and
risk of GC appears to be limited to smokers and
Northern European populations. Vegetable consump-
tion is also linked to a lower incidence of CRC, which
researchers partly attribute to the presence of endoge-
nous nitrosation inhibitors.®> Furthermore, in men,
there appears to be an inverse relationship between con-
sumption of green leafy vegetables and the risk of
Barrett’s esophagus.®” The differential effects between
vegetable and fruit ingestion and risk of Barrett’s esoph-
agus in both sexes were explained by differences in the
incidence ratio (more frequent in men), esophageal
pathophysiology, possible false-negative cases, and a
lack of knowledge of Helicobacter pylori infection
(which is inversely related to Barrett’s esophagus).®
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Table 1 Dietary intake of nitrite and nitrate relative to ADIs

Compound Source of exposure Reference

Above the ADI Below the ADI

Vlachou et al (2020)°"
Mancini et al (2015)°%°

van den Brand et al (2020)*
Elias et al (2020)>*

Chetty et al (2019)°
Bahadoran et al (2019)3*¢
Suomi et al (2016)¢
Mancini et al (2015)%¢
Larsson et al (2011)°*f
Menard et al (2008)*79
Thomson et al (2007)%°"

Nitrite Combined (fresh and processed food-
stuffs, vegetables and fruit, drinking
water, beverages)

Vegetables - -

Processed foodstuffs (processed meat Adam et al (2017)*% Roila et al (2018)**
products) Merino et al (2016)3

Vin et al (2013)*¥
Nitrate Combined (fresh and processed food- - Chetty et al (2019)°°

stuffs, vegetables, drinking water, - Anyzewska et al (2014)**°
beverages)

Vegetables Roila et al (2018)>* Brkic et al (2017)*°

Mitek et al (2013)%
Tamme et al (2006)*'
Processed foodstuffs (processed vegeta- Temme et al (2011)%®

bles, cheeses, and meat products)

Anyzewska et al (2014)*

2ADI for nitrite was >3.1% of children participating in the study.

PADI levels for nitrate and nitrite are 3.7 and 0.06 mg/kg body weight, respectively.

“Nitrite consumption by more than every tenth child between the ages of 3 and 6 y exceeded the ADI for nitrite.

9When using the maximum permitted levels and upper-bound scenarios.

“When using measured concentrations for nitrite.

When total nitrite consumption was evaluated, nitrite levels in nearly 12% of children aged 4y were above the nitrite ADI.
9Individual nitrate consumption was greater than the ADI in 1.4%-1.5% of adults and 7.9%-8.4% of children.

hApproximately 10% of persons with an average rate of conversion and 50% of all persons with a high rate of conversion are expected
to surpass the ADI.

'ADI exceeded in some adults and all children.

JADI exceeded at tier 2 for children (except for those aged 4-18y in the United Kingdom) and P97.5 for both adults and children.
“Nitrate was higher than the ADI for infants.

Abbreviations: -, no data; ADI, acceptable daily intake.

Table 2 Risks of dietary nitrate and nitrite in the human body in relation to source

Source Reference Case

Type of study

Animal (especially Red, proc- Barry et al (2020)% BLC Case-control

essed, pan-fried meat) Jones et al (2019)%* CRC (colon) Cohort
Espejo-Herrera et al (2016)%° CRC (rectal) Case-control
Inoue-Choi et al (2015)% ovC Cohort
Aschebrook-Kilfoy et al (2013)%” TC Cohort
Dellavalle et al (2013)%® RCC Cohort
Aschebrook-Kilfoy et al (2012)%° ovcC Cohort
Aschebrook-Kilfoy et al (2011)”° PC Cohort
Cross et al (2011)” ESCC Cohort
Ferrucci et al (2009)”* Colorectal adenoma Cross-sectional
Preston-Martin et al (1996)"3 BT Case-control
Drinking water Barry et al (2020)% BLC Case-control
Espejo-Herrera et al (2016)% CRC (rectal) Case-control
Espejo-Herrera et al (2016)”* BC Case-control
Not defined (usually dietary Dellavalle et al (2014)7° CRC Cohort
and drinking water) Loh et al (2011)7 CRC (rectal) Cohort
Ward et al (2010)”” TC Cohort
Hypothyroidism Cohort
Knekt et al (1999”2 CRC® Cohort

#Among postmenopausal women with high red-meat consumption.

BSignificant association of high intake of N-nitrosodimethylamine with smoked and salted fish and nonsignificant association with
cured meat and sausages.

Abbreviations: BC, breast cancer; BLC, bladder cancer; BT, brain tumor; CRC, colorectal cancer; ESCC, esophageal squamous cell carci-
noma; Gl, gastrointestinal cancer; OVC, ovarian cancer; PC, pancreatic cancer; RCG, renal cell carcinoma; TC, thyroid cancer.
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Table 3 Benefits of dietary nitrate and nitrite in the human body in relation to plant sources (fruits, vegetables,
supplements)

Reference Case
Gopinath et al (2020)”°

Type of study

Arteriolar and venular caliber Cross-sectional

Cherukuri et al (2020)%° Endothelial function, BP Cross-over

Kerley et al (201 8)%' BP Cross-over

Jonvik et al (2017)® Energy Cross-sectional

Asgary et al (2016)%? Endothelial function, HTN, systemic Cross-over
inflammation

Espejo-Herrera et al (2016)%° CRC (rectal cancer) Case-control

Velmurugan, et al (2016)% Vascular function® Cross-over
Ashworth et al (2015)% BP Cross-over
Keszei et al (2014)%° BE Cohort

Larsen et al (2011)%° Basal mitochondria function and whole- Cross-over

body oxygen consumption

Larsen et al (2010)*’ Oxygen consumption Cross-over
Larsen et al (2006)%® DBP Cross-over
Svetkey et al (1999)%° BPC Cross-over
Appel et al (1997)%° BPC Cross-over

®In patients with hypercholesterolemia.
®In healthy, young study subjects.
“Intake from the Dietary Approaches to Stop Hypertension diet.

Abbreviations: BP, blood ﬁressure BC, breast cancer; BE, Barret's esophagus; CRC, colorectal cancer; CRC, colorectal cancer; DBP, dia-
stolic blood pressure; HT! hyperten5|on

Table 4 No or weak association of dietary nitrate and nitrite in the human body in relation to source

Source Reference Case Type of study
Plant (fruits and vegetables) Sundqvist et al (2020)°’ BP Cross-over
Smeets et al (2020)°2 Endothelial function Cross-over
Blekkenhorst et al (2018)* BP Cross-over
Bondonno et al (2014)** BP Cross-over
Dubrow et al (2010)*® Adult glioma Cohort
Larsen et al (2006)%® SBP, pulse rate® Cross-over
Animal Cross et al (2011)”" GC Cohort
Dubrow et al (2010)*® Adult glioma Cohort
Not defined Espejo-Herrera et al (2016)74 BC Case-control
Keszei et al (2013)% EsccP Cohort
EAC Cohort
GCA Cohort
GNCA Cohort
Knekt et al (1999)7® Head/neck cancers® Cohort
GC* Cohort
van Loon et al (1998)%” Gl Cohort

In healthy, young study subjects.
PAn association with the risk of ESCC in men may be observed.
“Related to N-nitrosodimethylamine consumption.

Abbreviations: BP, blood pressure; BC, breast cancer; CRC, colorectal cancer; EAC, esopha%eal adenocarcinoma; ESCC, esophageal squa-
mous cell carcinoma; GC, cB;astrlc (stomach) cancer; GCA, gastric cardia adenocarcinoma; Gl gastrointestinal cancer; GNCA, gastric non-
cardia adenocarcmoma SBP, systolic blood pressure; TC thyroid cancer.

Inorganic nitrate may have a key part in vegetables’
cardiovascular health effects, possibly through enhanc-
ing NO bioavailability in the vascular system.”
Endothelial function appears to robustly improve and
reduce systolic blood pressure (BP) and diastolic BP in
hypertensive people when plant bioequivalent inorganic
nitrate and ascorbic acid are administered daily.** NO
generated from the reduction of dietary nitrate may de-
crease BP and improve endothelial function through a
variety of processes, including substrate use by the

Nutrition Reviews® Vol. 00(0):1-12

endothelial NO synthase, an increase in vasodilation,
and inhibition of platelet aggregation and reactive oxy-
gen species generation in mitochondria.”” Dietary ni-
trate supplementation in the short run can enhance BP,
endothelial function, and systemic inflammation® and
could be used to prevent CVD in individuals with hy-
percholesterolemia and early vascular dysfunction.* It
could also result in a decrease in diastolic BP and sys-
tolic BP,**"*>** although a study in healthy young peo-

ple showed a decrease in diastolic BP but no effect on
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systolic BD and pulse rate.*® Generally, the Dietary
Approaches to Stop Hypertension combination of a
low-fat and cholesterol diet high in fruits and vegetables
is indicated as a successful method for primary and sec-
ondary hypertension prevention in the general popula-
tion and among those at high risk for CVD risk.**”
Dietary nitrate has been reported to have antihyperten-
sive effects among people with uncontrolled hyperten-
sion,”' and green leafy vegetables have been suggested
to protect against the risk for CVD in normotensive
women, because the intake of plants high in nitrate
appears to significantly boost nitrate and nitrite levels
in plasma and reduce BP.** Conversely, recently pub-
lished data indicate that high nitrate intake from green
leafy vegetables or nitrate supplementation over a 5-
week period does not lower ambulatory systolic BP in
individuals with hypertension, in comparison with a
diet low in nitrate.”’ Previous studies indicated that, in
comparison with low-nitrate vegetables, greater con-
sumption of vegetables that are rich in nitrate did not
reduce BP in people with untreated hypertension or
those who were classified as prehypertensive,***> and
arterial stiffness was not reduced in normotensive indi-
viduals.®* A randomized, double-blind, cross-over trial
that enrolled men with abdominal obesity did not show
an improvement in postprandial endothelial function
after a single dose of nitrate-rich beetroot powder
mixed with i-arginine.”” In their systematic review,
Blanch et al'®
intake may help improve endothelial function; however,
findings on beneficial effects of increasing fruit and veg-
etable intake are mixed. Specifically, diets containing
fruit and vegetables consumed by individuals at high
risk for cardiovascular disease may improve vascular
endothelial function, whereas the effect on healthy per-
sons is less obvious. The characteristics of the cross-
over studies that have considered the correlation be-
tween dietary nitrate intake and BP are summarized in

agreed that higher amounts of potassium

Table S5 in the Supporting Information online.

A positive association between nitrate ingestion
and energy intake®® and the possible protective effects
of dietary nitrate’® on body balance have been
highlighted. Specifically, dietary nitrate lowers maximal
oxygen consumption while maintaining work perfor-
mance during maximal exercise®” and might also have a
significant impact on both basal human mitochondrial
function and whole-body oxygen consumption during
exercise.”® The International Olympic Committee re-
cently agreed that there is enough evidence on nitrate
as a supplement to suggest that enhancement of perfor-
mance is possible.'” However, improvements in perfor-
mance appear to be more difficult to obtain in highly
trained athletes.'"!

Also, dietary nitrate has been linked with the allevi-
ation of stomach ulcers® and, in older persons, with an
improved retinal arterial and venous caliber.”” Finally,
adult glioma risk has not been proven to be reduced by
eating fruits and vegetables with vitaminC or
vitamin E.”

Animal sources (with focus on red and processed
meat)

Results between intake of nitrate and nitrite and the
risk of cancers are controversial. A substantial positive
correlation between N-nitrosodimethylamine intake
and CRC incidence has been observed”®; however, other
studies do not support a clear or positive link between
them (Table4). No link was found between CRC and
overall dietary nitrate or via vitamin C intake, although
high dietary nitrate intake may increase CRC risk in
subgroups in which higher endogenously produced
NOC:s is expected, particularly in those with a defi-
ciency in vitamin C.”” Dietary nitrate from animal sour-
ces has been linked to an elevated risk for rectal
cancer,”” and recent research has also linked a relatively
high intake of red meat with a higher colon cancer risk,
but this was not related to dietary nitrate and nitrite,**
contributing to the ambiguous results of quantitative
exposure-estimate studies. Moreover, colorectal adeno-
mas have been linked with elevated consumption of red
and fried meat, as well as to the 2-amino-3,4-dimethyli-
midazo [4,5-f]quinolone; exposures from other meat
sources require more investigation.”>

Higher amounts of processed meat intake were as-
sociated with an increased GC risk, but the link may be
distorted or altered by dietary components such as
vitamins C and E, which inhibit the synthesis of NOCs
in the stomach.'%” In addition, an increased esophageal
squamous cell cancer risk was found with red meat in-
take, and between 2-amino-3,4,8-trimethylimidazo[4,5-
flquinoxaline intake and gastric cardia adenocarci-
noma.”' NOCs may have an effect on the chance of
esophageal squamous cell cancer development in men;
no other apparent relationships were found with other
esophageal and gastric subtypes.”® Moreover, there is
some evidence relating pancreatic cancer in men, but
not women, with dietary nitrate and nitrite from proc-
essed meat.”’ In the United Kingdom, N-nitrosodime-
thylamine has been linked to an increased risk of rectal
cancer, which could be influenced by plasma concentra-
tion of vitamin C.”® Last, although of low evidence,
higher nitrite intake from animal sources, mainly from
processed meat, has been associated with thyroid
cancer.”’

In addition, a study based on the Iowa Women’s
Health Study showed that ovarian cancer was inversely
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associated with dietary nitrate and positively with nitrite
from processed meats.® The results also suggested that
high nitrate levels could elevate the ovarian cancer risk
in postmenopausal women. Women in the highest ni-
trate consumption quintile had a 31% increased risk of
epithelial ovarian cancer, compared with women in the
lowest quintile. Finally, although no link was found be-
tween overall dietary nitrite levels and ovarian cancer
risk, women who consumed the most nitrite from ani-
mal sources had a 34% higher risk of ovarian cancer.®

In another study, risk for tumor occurrence in-
creased with more frequent consumption of processed
meats, as well as with mean daily cured meat or nitrite
intake, but not with vegetables nitrate.”> These effects
were observed across social levels, age groups, and geo-
graphic regions, as well as for each of the 3 major histo-
logical types. Processed or red meat, as well as nitrite or
nitrate consumption, have not been shown to increase
the incidence of adult glioma.”® There were also no sig-
nificant links found between N-nitrosodimethylamine
consumption and head and neck tumors combined.”®

Findings also imply that nitrite derived from ani-
mal foods may increase the risk of renal cell carcinoma,
predominantly clear-cell adenocarcinomas.®® Also, ni-
trite, but not nitrate, increased risk for development of
non-Hodgkin lymphoma risk.'”> Furthermore, an asso-
ciation was found between angioedema and anaphylaxis
with processed meat intake containing nitrate or nitrite.
Authors reporting that this association should be
accounted for among individuals with food allergies.'**
Finally, dietary nitrite intakes at levels over the accept-
able limit (0.07 mg/kg bw/d) may increase the risk for
type 1 diabetes, although more research should be con-
ducted to clarify this association.'*

The International Agency for Research on Cancer
(IARC) has categorized processed meat as a human car-
cinogen, on the basis of epidemiologic studies of the
risk of CRC.'” However, in a review, Govari and
Pexara® reported a significant reduction in the nitrite
content found in meat products over the past 20 years
and concluded that the quantities of residual nitrite pre-
sent in meat products did not jeopardize individuals’
health. This raises the question of total nitrite in meat
vs frequency of intake and portion size. Data on risk as-
sessment in more populations are limited.

Drinking water

Concerns about nitrate arose in the 1940s, when the
first report of methemoglobinemia in infants, known as
the blue baby syndrome, was related to high nitrate con-
centrations in well water.’' The nitrate regulatory limit
in sources of drinkable water was established to protect
newborns from this syndrome. Other health problems,

Nutrition Reviews® Vol. 00(0):1-12

such as cancer and adverse reproductive effects, were
not considered.*’

Methemoglobinemia is the most commonly
reported human adverse impact associated with nitrate
exposure.””** Methemoglobin is generated through the
conversion of nitrate to nitrite via excreted saliva.**
Specifically, nitrite can react with hemoglobin, leading
to biochemical anemia because hemoglobin becomes
unable to transporting oxygen to the body.® When the
methemoglobin concentration approaches >10% of
normal  hemoglobin levels, methemoglobinemia
results,*” producing the blue effect known as cyanosis;
at greater concentrations, the result is suffocation.'””
Methemoglobinemia, therefore, is a potentially fatal dis-
ease and led to the 0.07 mg/kg bw/d ADI derivation by
EFSA. Infants, indeed, are particularly susceptible to
methemoglobinemia, but adults may also be at risk if
consumed vegetables are inappropriately stored and/or
processed and/or contain elevated nitrite as a result of
bacterial infectivity and increased activity of endoge-
nous nitrate reductase.'**'*

Long-term exposure to nitrate found in drinkable
water at levels below the European legal levels has been
associated with a higher risk of CRC, especially in peo-
ple with additional risk factors.®> Despite evidence link-
ing nitrate intake from drinking water, even at
concentrations lower than the regulatory limits, to
CRC, thyroid disease, and neural tube abnormalities,
there is insufficient well-designed research on individ-
ual health outcomes to draw solid conclusions.*’
Besides, overall high levels of dietary nitrate ingestion
have been associated with hypothyroidism. But when
intake from drinking water is also considered, high die-
tary levels of nitrate also have been linked with risk of
thyroid cancer.”” However, a later study found no
link.”” Breast cancer (BC) was solely linked to water-
borne ingested nitrate, not dietary nitrate, among post-
menopausal women who consumed a lot of red meat,
irrespective of plant or animal source or menopausal
status.”* Drinking water and dietary nitrate were both
identified as significant risk causes for bladder cancer
(BLC).*?

DISCUSSION

The association of nitrate and nitrite in plant foods with
good health benefits physiologically, nutritionally, and
therapeutically justifies the inclusion of these compo-
nents as nutrients.””''® An inverse association between
their ingestion and the threat of coronary heart disease,
stroke, CVD, total cancer, and all-cause mortality is
supported.”? Actually, many experts in the field have al-
ready issued statements indicating that dietary nitrate
should be classified as an essential nutrient.””''*"''?
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Athletes are using it as an effective performance-en-
hancing dietary component,'” and consumers are in-
creasingly accepting nitrate and nitrite as nutritional
products when derived from plant sources.'® Also, al-
though the focus of this review is on human research, in
support of the issued statements by the experts in this
field, it is important to note that an experimental study
using rodents fed nitrate- and nitrite-deficient diets de-
veloped hyperglycemia, excessive adiposity, and
CvD.'?

Epidemiological studies correlate dietary nitrite
with GC or its subtypes, gastric cardia adenocarcinoma
and gastric noncardia adenocarcinoma, but a link be-
tween with CRC or its subtypes has also been indi-
cated.”® No association has been found between dietary
nitrate and nitrite and breast, bladder, colon, esopha-
geal, renal cell, ovarian, pancreatic cancers, and non-
Hodgkin lymphoma.''*'"> In a meta-analysis con-
ducted in 2015, increased intake of nitrite and N-nitro-
dimethylamine appeared to be a risk factor for cancer,
whereas high nitrate consumption was weakly con-
nected to a lower risk of GC."'® In addition, concerns
have been raised about excessive nitrate levels in drink-
ing water or dietary supplements, because of the possi-
bility of isolated intake without the beneficial dietary
components found in vegetables.'"”

The chemical, safety, and regulatory issues around
the use of natural nitrate and nitrite for meat preserva-
tion have been addressed previously,” but finding the
perfect alternatives is extremely challenging because of
the multifunctional nature of meat processing.® Even if
no confirmed evidence exists,”’ intakes should be moni-
tored nevertheless, because adverse effects may arise
when the ADIs are exceeded.’ Because of the possible
adverse effects and strong pressure from consumers for
the manufacturing of meat products that are free of, or
contain low levels of, nitrate and nitrite, the specific
compounds should be restricted in the meat industry.°

On the basis of study findings discussed in this re-
view, there seems to be a positive correlation between
nitrate and nitrite present in fruits and vegetables and
well-being, especially in terms of lowering BP and im-
provement of endothelial function, which are directly
related to cardiovascular health. However, although the
literature suggests a beneficial effect for lowering BP
and hypertension has long been recognized as an essen-
tial public health objective for lowering CVD incidence,
it is becoming increasingly obvious that numerous
CVD risk factors must be addressed to appropriately
treat this complex disease.® The biological functions
and applications of dietary nitrate and nitrite need
more investigation®® so we have a better understanding
of their long-term significance in preventing CVD

events.® No specific risks are reported in relation to the
ingestion of nitrate and nitrite from plant sources.

Health risks seem to arise from the ingestion of
processed meat or drinking water with an excess of ni-
trate and nitrite, particularly risks related to the emer-
gence of cancers of the gastrointestinal tract (especially
CRC). A clear or positive association between red and
processed meat intake and GC was not supported by
the epidemiological and clinical studies we reviewed,
and caution should be used when interpreting study
results, because weak but nonsignificant associations
are often stated, although statistical findings are beyond
the grey zone (0.048 < P < 0.59). These results should
be interpreted as indicating no association. Also, the
variables used to adjust for when in models differ in
most cases, with age and sex being the only factors used
by all models (Table S6 in the Supporting Information
online). Many studies have not adjusted for total dietary
intake or exposure to smoke or smoking status, nor
have they all accounted for weight status. These factors
are all associated with most health effects examined and
linked to nitrate and nitrite exposure.

The IARC has classified nitrate or nitrite (after in-
gestion) in Group 2A, agents probably carcinogenic to
humans.! With regard to animal studies, the IARC
judged that there is substantial proof indicating nitrite’s
carcinogenicity when combined with amines or amides.
With regard to human data, however, the IARC deter-
mined there is limited evidence for nitrite in food being
carcinogenic; it has been linked to an increased inci-
dence of GC in humans." Furthermore, according to
EFSA, the available information for nitrite does not
show genotoxic potential in vivo,”” and the available
data for nitrate do not indicate a genotoxic potential.**
Nevertheless, carcinogenicity research should focus on
population subgroups with a higher risk of endogenous
N-nitrosamine production (eg, smokers; persons con-
suming increased levels of nitrate or nitrite via the con-
sumption of food supplements) if beneficial dietary
components like polyphenols or vital nutrients are
missing.''” Research could eventually lead to assess-
ments of broader groups of chemicals that cause endog-
enous nitrosation or circadian disruptions.''®

It is impossible to distinguish nitrosamines created
from nitrite added at permitted amounts from those
found in the food per se.”’ Thus, it is important that a
risk-benefit analysis be conducted for these specific sub-
stances when they are used as food additives.”
Research should also address how nitrate via food can
promote health in the context of overall nutritional
quality, ensuring that consistent health messages are
conveyed to the public.>> Eventually, the risk-benefit
equilibrium should be carefully considered before any
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new regulatory or public health recommendations for
dietary nitrite and nitrate exposures.' "’

The importance of a concerted effort to develop
standards to improve and harmonize the estimation of
nitrate and nitrite ingestion should be emphasized.’!
The extent to which a food additive may endanger
health is determined not only by its toxicity but also by
its dietary intake.'”® According to the results of this re-
view, the combined exposure estimates exceeded the
ADI set for nitrite in several studies (Table 1). So, either
the ADI established is unsuitable and has to be recon-
sidered, or those with a high rate of nitrate to nitrite
conversion are at risk of nitrite-related deleterious
effects.”” Based on laboratory analyses and/or use levels
provided to the EFSA, and using exposure data from 19
European countries (N =66 025), the estimated nitrate
exposure as a food additive did not surpass the ADI of
the overall exposure to nitrate in food (it was <5%).**
Exposure to nitrite salts as food additives did not result
in the ADI for the general population being surpassed,
with the exception of a minor excess in children at the
highest percentile.”> When all sources of dietary expo-
sures were accounted for, the mean nitrate intake of the
assessed population surpassed the ADI for all age cate-
gories, including children.** In the case of nitrite, the
mean ADI was surpassed by infants, toddlers, and
school-aged children only; adolescents and adults
exceeded the ADI only at the maximum level of in-
take.”” Therefore, research should be extended to all
population groups—infants, children, adults older than
65 years, pregnant and lactating women, and people fol-
lowing special diets, such as vegetarians and vegans—
because greater consumption of nitrate from plants may
result in increased nitrite levels.”’ Moreover, the use of
a national database on the nitrate and nitrite content of
foods, together with valid food frequency question-
naires, could offer a reliable assessment of the targeted
populations’ dietary intakes.”> For an assessment of ni-
trate levels in the body, an investigation of a vast variety
of plant-based foods, meats, drinking water, and water-
based beverages is required.” Methodologies for deter-
mining nitrate amounts in different foods, which would
also take into consideration processing parameters that
may affect the nitrate content, such as cooking and
preservation procedures, are required.”® In addition,
more studies involving improved exposure assessment
for populations connected to public water supplies,
nitrate-reducing bacterium quantification, and evalua-
tion of dietary and other variables that affect nitrosation
are needed.”’

Finally, changes in diet toward a more Western
type, due to developing economies, known as nutrition
transition, is associated with a decreased consumption
of plant-based foods and a higher consumption of

Nutrition Reviews® Vol. 00(0):1-12

animal products.'*' This phenomenon may project a
decrease in plant-based nitrate and nitrite intake,**"'
with potentially adverse consequences. Therefore, it is
critical to find ways to minimize this transition and
promote a healthier, less-processed diet with emphasis

on more nutrient-dense, nitrate-rich, plant-based
fOOdS 121,122

CONCLUSION

Dietary nitrate and nitrite are plant nutrients, autho-
rized food additives, and components of foodstuffs and
drinking water and dietary supplements. There is no
confirmation of a link between carcinogenicity and die-
tary exposure to nitrate and nitrite from fruit and vege-
tables. Research appears to support the health benefits
of nitrate intake from vegetables, particularly because of
the association with an improved endothelial function
and a reduction in BP, and thus better vascular and
metabolic health. However, recent clinical studies indi-
cate that a high nitrate diet may be less beneficial in
patients with hypertension. On the contrary, a consider-
able number of studies show a link between processed
food nitrate and nitrite and an elevated risk of cancer,
particularly in the gastrointestinal tract. Furthermore,
red and/or processed meat intake increases cancer risk.
The importance of drinking water as a risk factor for
negative health outcomes has also been highlighted. The
lack of coherence in exposure assessment among studies
necessitates more prospective research to validate the
link between dietary nitrate, nitrite, and nitrosamines
with human health risks and benefits. Gaps seem to re-
main concerning the safety of the European popula-
tion’s exposure to nitrate and nitrite in food,
particularly through processed meat consumption.
More national data need to be gathered and the expo-
sure assessment scenario refined for nitrate and nitrite
intake to ensure that ADIs are not exceeded.

Acknowledgments

Author contributions. AZ contributed to the study con-
ception and design and critical revision of the manu-
script, and supervised the study. E.M. contributed to
the study design, data interpretation, and critical revi-
sion of the manuscript; S.K. contributed to the data col-
lection and interpretation, and writing the manuscript.

Funding. None.
Declaration of interest. The authors have no relevant

interests to declare. The authors AZ and SK alone are
responsible for the content and views expressed in this

1202 Jaquiaoaq 61 Uo 1s8nb Ag 9888919/ | L GBNUALINU/SE0L "0 | /I0P/3]01B-80UBAPE/SMBIASIUONLINU/WOD dNoolWwapeoe//:sdiy Wol) papeojumod

63



publication and they do not necessarily represent the
decisions, policy, or views of the Hellenic Food
Authority.

Supporting Information

The following Supporting Information is available
through the online version of this article at the publish-
er’s website.

Table S1 Studies reviewed per type

Table S2 Characteristics of cohort studies

Table S3 Characteristics of case-control studies

Table S4 Characteristics of cross-sectional studies
Table S5 Characteristics of cross-over studies

Table S6 Covariates included in statistical analyses in
cohort studies

10

REFERENCES

International Agency for Research in Cancer Working Group on the Evaluation of
Carcinogenic Risks to Humans. IARC monographs on the evaluation of carcino-
genic risks to humans. Ingested nitrate and nitrite, and cyanobacterial peptide
toxins. JARC Monogr Eval Carcinog Risks Hum. 2010;94:V-vii, 1-412.

Miller AJ, Fan X, Shen Q, et al. Amino acids and nitrate as signals for the regula-
tion of nitrogen acquisition. J Exp Bot. 2008;59:111-119.

Raddatz N, Morales de los Rios L, Lindahl M, et al. Coordinated transport of ni-
trate, potassium, and sodium. Front Plant Sci. 2020;11:247.

van den Brand AD, Beukers M, Niekerk M, et al. Assessment of the combined ni-
trate and nitrite exposure from food and drinking water: application of uncer-
tainty around the nitrate to nitrite conversion factor. Food Addit Contam Part A
Chem Anal Control Expo Risk Assess. 2020;37:568-582.

European Commission. Regulation (EC) No 1333/2008 of the European
Parliament and of the Council of 16 December 2008 on food additives (OJ L 354
31.12.2008, p. 16). Available at: https://eur-lex.europa.eu/legal-content/EN/TXT/
PDF/?uri=CELEX:02008R1333-20201223andfrom=EL. Accessed September 9,
2020.

Karwowska M, Kononiuk A. Nitrates/nitrites in food-risk for nitrosative stress and
benefits. Antioxid Basel Switz. 2020,9:241.

Keller RM, Beaver L, Prater MC, et al. Dietary nitrate and nitrite concentrations in
food patterns and dietary supplements. Nutr Today. 2020;55:218-226.

Jackson JK, Patterson AJ, MacDonald-Wicks LK, et al. The role of inorganic nitrate
and nitrite in cardiovascular disease risk factors: a systematic review and meta-
analysis of human evidence. Nutr Rev. 2018;76:348-371.

World Health Organization. Cardiovascular diseases. Available at: https://www.
who.int/health-topics/cardiovascular-diseases#tab=tab_1. Accessed January 14,
2021.

World Health Organization. Cancer. Available at: https://www.who.int/health-
topics/cancerfitab=tab_1. Accessed January 14, 2021.

International Agency for Research in Cancer. Colorectal cancer. The Global
Cancer Observatory. Available at: https://gco.iarcfr/today/data/factsheets/can-
cers/10_8_9-Colorectum-fact-sheet.pdf. Accessed January 14, 2021.

International Agency for Research in Cancer. All cancers. The Global Cancer
Observatory. Available at: https://gco.iarcfr/today/data/factsheets/cancers/39-
All-cancers-fact-sheet.pdf. Accessed January 14, 2021.

Aune D, Giovannucci E, Boffetta P, et al. Fruit and vegetable intake and the risk
of cardiovascular disease, total cancer and all-cause mortality—a systematic re-
view and dose-response meta-analysis of prospective studies. Int J Epidemiol.
2017;46:1029-1056.

Gonzalez CA, Lujan-Barroso L, Bueno-de-Mesquita HB, et al. Fruit and vegetable
intake and the risk of gastric adenocarcinoma: a reanalysis of the European
Prospective Investigation into Cancer and Nutrition (EPIC-EURGAST) study after a
longer follow-up. Int J Cancer. 2012;131:2910-2919.

Bradbury KE, Appleby PN, Key TJ. Fruit, vegetable, and fiber intake in relation to
cancer risk: findings from the European Prospective Investigation into Cancer
and Nutrition (EPIC). Am J Clin Nutr. 2014;100(suppl 1):3945-398S.

Bedale W, Sindelar JJ, Milkowski AL. Dietary nitrate and nitrite: benefits, risks,
and evolving perceptions. Meat Sci. 2016;120:85-92.

20.

21.

22.

23.

24,

25.

26.

27.

28.

29.

30.

31

32,

33.

34

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

Joint FAO/WHO Codex Committee on Food Additives. Discussion Paper on the
Use of Nitrates (INS 251, 252) and Nitrites (INS 249, 250). Food and Agriculture
Organization of the United Nations/World Health Organization. 2019. Available
at: http://www fao.org/fao-who-codexalimentarius/sh-proxy/en/?Ink=1andurl=
https%253A%252F%252Fworkspace.fao.org%252Fsites%252Fcodex%
252FMeetings%252FCX-711-51%252FWD%252Ffa51_09e.pdf. Accessed October
20, 2020.

Salehzadeh H, Maleki A, Rezaee R, et al. The nitrate content of fresh and cooked
vegetables and their health-related risks. PLoS One. 2020;15:¢0227551.

Maughan RJ, Burke LM, Dvorak J, et al. I0C consensus statement: dietary supple-
ments and the high-performance athlete. Br J Sports Med. 2018;52:439-455.
Habermeyer M, Roth A, Guth S, et al. Nitrate and nitrite in the diet: how to assess
their benefit and risk for human health. Mol Nutr Food Res. 2015;59:106—128.
Kalaycioglu Z, Erim FB. Nitrate and nitrites in foods: worldwide regional distribu-
tion in view of their risks and benefits. J Agric Food Chem. 2019;67:7205-7222.
Theodoratou E, Timofeeva M, Li X, et al. Nature, nurture, and cancer risks: genetic
and nutritional contributions to cancer. Annu Rev Nutr. 2017;37:293-320.

EFSA Panel on Food Additives and Nutrient Sources added to Food (ANS). Re-
evaluation of potassium nitrite (E249) and sodium nitrite (E250) as food addi-
tives. EFSA J. 2017;15:e04786.

Govari M, Pexara A. Nitrates and nitrites in meat products. J Hell Vet Med Soc.
2018;66:127-140.

Park JE, Seo JE, Lee JY, et al. Distribution of seven N-nitrosamines in food. Toxicol
Res. 2015;31:279-288. Published correction appears in Toxicol Res. 2018;34:371.
Bartsch H, Pignatelli B, Calmels S, et al. Inhibition of nitrosation. Basic Life Sci.
1993,61:27-44.

Vermeer ITM, Moonen EJC, Dallinga JW, et al. Effect of ascorbic acid and green
tea on endogenous formation of N-nitrosodimethylamine and N-nitrosopiperi-
dine in humans. Mutat Res Mol Mech Mutagen. 1999;428:353-361.

Flores M, Toldra F. Chemistry, safety, and regulatory considerations in the use of
nitrite and nitrate from natural origin in meat products - invited review. Meat Sci.
2021;171:108272.

Hord NG, Tang Y, Bryan NS. Food sources of nitrates and nitrites: the physiologic
context for potential health benefits. Am J Clin Nutr. 2009;90:1-10.

Ma L, Hu L, Feng X, et al. Nitrate and nitrite in health and disease. Aging Dis.
2018;9:938-945.

Nujic M, Habuda-Stanic M. Nitrates and nitrites, metabolism and toxicity. Hrana
u Zdravlju i Bolesti. 2017;6:63-72.

Bahadoran Z, Ghasemi A, Mirmiran P, et al. Estimation and validation of dietary
nitrate and nitrite intake in Iranian population. Iran J Public Health.
2019;48:162-170.

Jackson JK, Patterson AJ, MacDonald-Wicks LK, et al. Dietary nitrate and diet
quality: an examination of changing dietary intakes within a representative sam-
ple of Australian women. Nutrients. 2018;10:1005.

Roila R, Branciari R, Staccini B, et al. Contribution of vegetables and cured meat
to dietary nitrate and nitrite intake in Italian population: safe level for cured
meat and controversial role of vegetables. /tal J Food Saf. 2018;7:7692.
Anyzewska A, Wawrzyniak A. Evaluating adult dietary intakes of nitrate and ni-
trite in Polish households during 2006-2012. Rocz Panstw Zakl Hig.
2014;65:107-111.

Temme EHM, Vandevijvere S, Vinkx C, et al. Average daily nitrate and nitrite in-
take in the Belgian population older than 15 years. Food Addit Contam Part A
Chem Anal Control Expo Risk Assess. 2011;28:1193-1204.

Menard C, Heraud F, Volatier JL, et al. Assessment of dietary exposure of nitrate
and nitrite in France. Food Addit Contam Part A Chem Anal Control Expo Risk
Assess. 2008;25:971-988.

Jonvik KL, Nyakayiru J, van Dijk JW, et al. Habitual dietary nitrate intake in highly
trained athletes. Int J Sport Nutr Exerc Metab. 2017;27:148-157.

Brki¢ D, Bosnir J, Bevardi M, et al. Nitrate in leafy green vegetables and estimated
intake. Afr J Tradit Complement Altern Med. 2017;14:31-41.

Leszczynska T, Filipiak-Florkiewicz A, Cieslik E, et al. Effects of some processing
methods on nitrate and nitrite changes in cruciferous vegetables. J Food Compos
Anal. 2009;22:315-321.

Tamme T, Reinik M, Roasto M, et al. Nitrates and nitrites in vegetables and
vegetable-based products and their intakes by the Estonian population. Food
Addit Contam. 2006;23:355-361.

European Commission. Commission Regulation (EC) No 1881/2006 of 19
December 2006 setting maximum levels for certain contaminants in foodstuffs.
Available  at:  https://eur-lex.europa.eu/legal-content/EN/TXT/?uri=CELEX%
3A32006R1881andqid=1623527900057. Accessed September 9, 2020.

European Commission. Commission Regulation (EU) No 1258/2011 of 2
December 2011 amending Regulation (EC) No 1881/2006 as regards maximum
levels for nitrates in foodstuffs. Available at: https://eur-lex.europa.eu/legal-con-
tent/EN/TXT/?uri=celex:32011R1258. Accessed on September 9, 2020.

EFSA Panel on Food Additives and Nutrient Sources added to Food (ANS). Re-
evaluation of sodium nitrate (E251) and potassium nitrate (E252) as food addi-
tives. EFSA J. 2017;15:e04787.

Nutrition Reviews® Vol. 00(0):1-12

1202 Jaquiaoaq 61 Uo 1s8nb Ag 9888919/ | L GBNUALINU/SE0L "0 | /I0P/3]01B-80UBAPE/SMBIASIUONLINU/WOD dNoolWwapeoe//:sdiy Wol) papeojumod

64


https://academic.oup.com/nutritionreviews/article-lookup/doi/10.1093/nutrit/nuab113#supplementary-data
https://academic.oup.com/nutritionreviews/article-lookup/doi/10.1093/nutrit/nuab113#supplementary-data
https://academic.oup.com/nutritionreviews/article-lookup/doi/10.1093/nutrit/nuab113#supplementary-data
https://academic.oup.com/nutritionreviews/article-lookup/doi/10.1093/nutrit/nuab113#supplementary-data
https://academic.oup.com/nutritionreviews/article-lookup/doi/10.1093/nutrit/nuab113#supplementary-data
https://academic.oup.com/nutritionreviews/article-lookup/doi/10.1093/nutrit/nuab113#supplementary-data
https://eur-lex.europa.eu/legal-content/EN/TXT/PDF/?uri=CELEX:02008R1333-20201223andfrom=EL
https://eur-lex.europa.eu/legal-content/EN/TXT/PDF/?uri=CELEX:02008R1333-20201223andfrom=EL
https://eur-lex.europa.eu/legal-content/EN/TXT/PDF/?uri=CELEX:02008R1333-20201223andfrom=EL
https://eur-lex.europa.eu/legal-content/EN/TXT/PDF/?uri=CELEX:02008R1333-20201223andfrom=EL
https://www.who.int/health-topics/cardiovascular-diseases#tab=tab_1
https://www.who.int/health-topics/cardiovascular-diseases#tab=tab_1
https://www.who.int/health-topics/cardiovascular-diseases#tab=tab_1
https://www.who.int/health-topics/cancer#tab=tab_1
https://www.who.int/health-topics/cancer#tab=tab_1
https://www.who.int/health-topics/cancer#tab=tab_1
https://gco.iarc.fr/today/data/factsheets/cancers/10_8_9-Colorectum-fact-sheet.pdf
https://gco.iarc.fr/today/data/factsheets/cancers/10_8_9-Colorectum-fact-sheet.pdf
https://gco.iarc.fr/today/data/factsheets/cancers/39-All-cancers-fact-sheet.pdf
https://gco.iarc.fr/today/data/factsheets/cancers/39-All-cancers-fact-sheet.pdf
http://www.fao.org/fao-who-codexalimentarius/sh-proxy/en/?lnk=1andurl=https%253A%252F%252Fworkspace.fao.org%252Fsites%252Fcodex%252FMeetings%252FCX-711-51%252FWD%252Ffa51_09e.pdf
http://www.fao.org/fao-who-codexalimentarius/sh-proxy/en/?lnk=1andurl=https%253A%252F%252Fworkspace.fao.org%252Fsites%252Fcodex%252FMeetings%252FCX-711-51%252FWD%252Ffa51_09e.pdf
http://www.fao.org/fao-who-codexalimentarius/sh-proxy/en/?lnk=1andurl=https%253A%252F%252Fworkspace.fao.org%252Fsites%252Fcodex%252FMeetings%252FCX-711-51%252FWD%252Ffa51_09e.pdf
http://www.fao.org/fao-who-codexalimentarius/sh-proxy/en/?lnk=1andurl=https%253A%252F%252Fworkspace.fao.org%252Fsites%252Fcodex%252FMeetings%252FCX-711-51%252FWD%252Ffa51_09e.pdf
http://www.fao.org/fao-who-codexalimentarius/sh-proxy/en/?lnk=1andurl=https%253A%252F%252Fworkspace.fao.org%252Fsites%252Fcodex%252FMeetings%252FCX-711-51%252FWD%252Ffa51_09e.pdf
https://eur-lex.europa.eu/legal-content/EN/TXT/?uri=CELEX%3A32006R1881andqid=1623527900057
https://eur-lex.europa.eu/legal-content/EN/TXT/?uri=CELEX%3A32006R1881andqid=1623527900057
https://eur-lex.europa.eu/legal-content/EN/TXT/?uri=CELEX%3A32006R1881andqid=1623527900057
https://eur-lex.europa.eu/legal-content/EN/TXT/?uri=CELEX%3A32006R1881andqid=1623527900057
https://eur-lex.europa.eu/legal-content/EN/TXT/?uri=celex:32011R1258
https://eur-lex.europa.eu/legal-content/EN/TXT/?uri=celex:32011R1258
https://eur-lex.europa.eu/legal-content/EN/TXT/?uri=celex:32011R1258

45,

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

Lee HS. Exposure estimates of nitrite and nitrate from consumption of cured
meat products by the U.S. population. Food Addit Contam Part A Chem Anal
Control Expo Risk Assess. 2018,;35:29-39.

European Commission. Commission Regulation (EU) No 1129/2011 of 11
November 2011 amending Annex Il to Regulation (EC) No 1333/2008 of the
European Parliament and of the Council by establishing a Union list of food addi-
tives. Available at: https://eur-lex.europa.eu/legal-content/EN/TXT/HTML/?uri=
CELEX:02011R1129-20131121andfrom=EL. Accessed September 9, 2020.

World Health Organization. Guidelines for Drinking-Water Quality: Volume1:
Recommendations, 2nd edition. 1993. Available at: https://apps.who.int/iris/han-
dle/10665/259956. Accessed September 9, 2020.

The Coundil of the European Union. Council directive 98/83/EC of 3 November
1998 on the quality of water intended for human consumption. Off J Eur
Communitie. 1998;1.330:0032-0054.

Ward MH, Jones RR, Brender JD, et al. Drinking water nitrate and human health:
an updated review. Int J Environ Res Public Health. 2018;15:1557.

Blekkenhorst LC, Prince RL, Ward NC, et al. Development of a reference database
for assessing dietary nitrate in vegetables. Mol Nutr Food Res. 2017;61:1600982.
Babateen AM, Fornelli G, Donini LM, et al. Assessment of dietary nitrate intake in
humans: a systematic review. Am J Clin Nutr. 2018;108:878-888. Published cor-
rection appears in Am J Clin Nutr. 2021;114:1254.

Adam AHB, Mustafa NEM, Rietjens IMCM. Nitrite in processed meat products in
Khartoum, Sudan and dietary intake. Food Addit Contam Part B Surveill.
2017;10:79-84.

Merino L, Darnerud PO, Toldra F, et al. Time-dependent depletion of nitrite in
pork/beef and chicken meat products and its effect on nitrite intake estimation.
Food Addit Contam Part A Chem Anal Control Expo Risk Assess. 2016;33:186-192.
Vin K, Connolly A, McCaffrey T, et al. Estimation of the dietary intake of 13 prior-
ity additives in France, Italy, the UK and Ireland as part of the FACET project.
Food Addit Contam Part A Chem Anal Control Expo Risk Assess.
2013;30:2050-2080.

Elias A, Jalakas S, Roasto M, et al. Nitrite and nitrate content in meat products
and estimated nitrite intake by the Estonian children. Food Addit Contam Part
Chem Anal Control Expo Risk Assess1-9. doi:10.1080/19440049.2020.1757164.
Chetty AA, Prasad S, Pinho OC, et al. Estimated dietary intake of nitrate and ni-
trite from meat consumed in Fiji. Food Chem. 2019;278:630-635.

Suomi J, Ranta J, Tuominen P, et al. Quantitative risk assessment on the dietary
exposure of Finnish children and adults to nitrite. Food Addit Contam Part A
Chem Anal Control Expo Risk Assess. 2016;33:41-53.

Mancini FR, Paul D, Gauvreau J, et al. Dietary exposure to benzoates (E210-E213),
parabens (E214-E219), nitrites (E249-E250), nitrates (E251-E252), BHA (E320),
BHT (E321) and aspartame (E951) in children less than 3 years old in France.
Food Addit Contam Part A Chem Anal Control Expo Risk Assess. 2015;32:293-306.
Larsson K, Darnerud PO, llback NG, et al. Estimated dietary intake of nitrite and
nitrate in Swedish children. Food Addit Contam Part A Chem Anal Control Expo
Risk Assess. 2011;28:659-666.

Thomson BM, Nokes CJ, Cressey PJ. Intake and risk assessment of nitrate and ni-
trite from New Zealand foods and drinking water. Food Addit Contam.
2007;24:113-121.

Vlachou C, Hofstadter D, Rauscher - Gabernig E, et al. Risk assessment of nitrites
for the Austrian adult population with probabilistic modelling of the dietary ex-
posure. Food Chem Toxicol. 2020;143:111480.

Mitek M, Anyzewska A, Wawrzyniak A. Estimated dietary intakes of nitrates in
vegetarians compared to a traditional diet in Poland and acceptable daily
intakes: is there a risk? Rocz Panstw Zakl Hig. 2013;64:105-109. PMID: 23987078.
Barry KH, Jones RR, Cantor KP, et al. Ingested nitrate and nitrite and bladder can-
cer in northern New England. Epidemiology. 2020;31:136-144.

Jones RR, Dellavalle CT, Weyer PJ, et al. Ingested nitrate, disinfection by-
products, and risk of colon and rectal cancers in the lowa Women’s Health Study
cohort. Environ Int. 2019;126:242-251.

Espejo-Herrera N, Gracia-Lavedan E, Boldo E, et al. Colorectal cancer risk and ni-
trate exposure through drinking water and diet. Int J Cancer. 2016;139:334-346.
Inoue-Choi M, Jones RR, Anderson KE, et al. Nitrate and nitrite ingestion and risk
of ovarian cancer among postmenopausal women in lowa. Int J Cancer.
2015;137:173-182.

Aschebrook-Kilfoy B, Shu XO, Gao YT, et al. Thyroid cancer risk and dietary nitrate
and nitrite intake in the Shanghai Women’s Health Study. Int J Cancer.
2013;132:897-904.

Dellavalle CT, Daniel CR, Aschebrook-Kilfoy B, et al. Dietary intake of nitrate and
nitrite and risk of renal cell carcinoma in the NIH-AARP Diet and Health Study. Br
J Cancer. 2013;108:205-212.

Aschebrook-Kilfoy B, Ward MH, Gierach GL, et al. Epithelial ovarian cancer and
exposure to dietary nitrate and nitrite in the NIH-AARP Diet and Health Study.
Eur J Cancer Prev. 2012;21:65-72.

Aschebrook-Kilfoy B, Cross AJ, Stolzenberg-Solomon RZ, et al. Pancreatic cancer
and exposure to dietary nitrate and nitrite in the NIH-AARP Diet and Health
Study. Am J Epidemiol. 2011;174:305-315.

Nutrition Reviews® Vol. 00(0):1-12

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84,

85.

86.

87.

88.

89.

90.

91.

92.

93.

94.

95.

96.

Cross AJ, Freedman ND, Ren J, et al. Meat consumption and risk of esophageal
and gastric cancer in a large prospective study. Am J Gastroenterol.
2011;106:432-442.

Ferrucci LM, Sinha R, Graubard BI, et al. Dietary meat intake in relation to colorec-
tal adenoma in asymptomatic women. Am J Gastroenterol. 2009;104:1231-1240.
Preston-Martin S, Pogoda JM, Mueller BA, et al. Maternal consumption of cured
meats and vitamins in relation to pediatric brain tumors. Cancer Epidemiol
Biomark Prev. 1996;5:599-605. PMID: 8824361.

Espejo-Herrera N, Gracia-Lavedan E, Pollan M, et al. Ingested nitrate and breast
cancer in the Spanish Multicase-Control Study on cancer (MCC-Spain). Environ
Health Perspect. 2016;124:1042-1049.

Dellavalle CT, Xiao Q, Yang G, et al. Dietary nitrate and nitrite intake and risk of
colorectal cancer in the Shanghai Women's Health Study. Int J Cancer.
2014;134:2917-2926.

Loh YH, Jakszyn P, Luben RN, et al. N-Nitroso compounds and cancer incidence:
The European Prospective Investigation into Cancer and Nutrition (EPIC)-Norfolk
Study. Am J Clin Nutr. 2011;93:1053-1061.

Ward MH, Kilfoy BA, Weyer PJ, et al. Nitrate intake and the risk of thyroid cancer
and thyroid disease. Epidemiology. 2010;21:389-395.

Knekt P, Jarvinen R, Dich J, et al. Risk of colorectal and other gastro-intestinal
cancers after exposure to nitrate, nitrite and N-nitroso compounds: a follow-up
study. Int J Cancer. 1999;80:852-856.

Gopinath B, Liew G, Lewis JR, et al. Association of dietary nitrate intake with reti-
nal microvascular structure in older adults. Eur J Nutr. 2020;59:2057-2063.
Cherukuri L, Birudaraju D, Kinninger A, et al. Effect of a plant-based bioequiva-
lent inorganic nitrate (NO3—) complex with vitamins, antioxidants and phyto-
phenol rich food extracts in hypertensive individuals - a randomized, double-
blind, placebo-controlled study. Clin Nutr Espen. 2020;40:327-335.

Kerley CP, Dolan E, James PE, et al. Dietary nitrate lowers ambulatory blood pres-
sure in treated, uncontrolled hypertension: a 7-d, double-blind, randomised,
placebo-controlled, cross-over trial. Br J Nutr. 2018;119:658-663.

Asgary S, Afshani MR, Sahebkar A, et al. Improvement of hypertension, endothe-
lial function and systemic inflalmmation following short-term supplementation
with red beet (Beta vulgaris L.) juice: a randomized crossover pilot study. J Hum
Hypertens. 2016;30:627-632.

Velmurugan S, Gan JM, Rathod KS, et al. Dietary nitrate improves vascular func-
tion in patients with hypercholesterolemia: a randomized, double-blind, pla-
cebo-controlled study. Am J Clin Nutr. 2016;103:25-38. Published correction
appears Am J Clin Nutr. 2018;107:676.

Ashworth A, Mitchell K, Blackwell JR, Vanhatalo A, et al. High-nitrate vegetable
diet increases plasma nitrate and nitrite concentrations and reduces blood pres-
sure in healthy women. Public Health Nutr. 2015;18:2669-2678.

Keszei AP, Schouten LJ, Driessen ALC, et al. Vegetable, fruit and nitrate intake in
relation to the risk of Barrett's oesophagus in a large Dutch cohort. Br J Nutr.
2014;111:1452-1462.

Larsen FJ, Schiffer TA, Borniquel S, et al. Dietary inorganic nitrate improves mito-
chondrial efficiency in humans. Cell Metab. 2011;13:149-159.

Larsen FJ, Weitzberg E, Lundberg JO, et al. Dietary nitrate reduces maximal oxy-
gen consumption while maintaining work performance in maximal exercise.
Free Radic Biol Med. 2010;48:342-347.

Larsen FJ, Ekblom B, Sahlin K, et al. Effects of dietary nitrate on blood pressure in
healthy volunteers. N Engl J Med. 2006;355:2792-2793.

Svetkey LP, Simons-Morton D, Vollmer WM, et al. Effects of dietary patterns on
blood pressure: subgroup analysis of the Dietary Approaches to Stop
Hypertension  (DASH) randomized clinical trial. Arch Intern  Med.
1999;159:285-293.

Appel LJ, Moore TJ, Obarzanek E, et al. A clinical trial of the effects of dietary pat-
terns on blood pressure. DASH Collaborative Research Group. N Engl J Med.
1997;336:1117-1124.

Sundqvist ML, Larsen FJ, Carlstrom M, et al. A randomized clinical trial of the
effects of leafy green vegetables and inorganic nitrate on blood pressure. Am J
Clin Nutr. 2020;111:749-756.

Smeets ETHC, Mensink RP, Hoeks J, et al. Effects of beetroot powder with or
without L-arginine on postprandial vascular endothelial function: results of a ran-
domized controlled trial with abdominally obese men. Nutrients. 2020;12:3520.
Blekkenhorst LC, Lewis JR, Prince RL, et al. Nitrate-rich vegetables do not lower
blood pressure in individuals with mildly elevated blood pressure: a 4-wk ran-
domized controlled crossover trial. Am J Clin Nutr. 2018;107:894-908.

Bondonno CP, Liu AH, Croft KD, et al. Short-term effects of nitrate-rich green
leafy vegetables on blood pressure and arterial stiffness in individuals with high-
normal blood pressure. Free Radic Biol Med. 2014;77:353-362.

Dubrow R, Darefsky AS, Park Y, et al. Dietary components related to N-nitroso
compound formation: a prospective study of adult glioma. Cancer Epidemiol
Biomarkers Prev. 2010;19:1709-1722.

Keszei AP, Goldbohm RA, Schouten LJ, et al. Dietary N-nitroso compounds, en-
dogenous nitrosation, and the risk of esophageal and gastric cancer subtypes in
the Netherlands Cohort Study. Am J Clin Nutr. 2013;97:135-146.

1

1202 Jaquiaoaq 61 Uo 1s8nb Ag 9888919/ | L GBNUALINU/SE0L "0 | /I0P/3]01B-80UBAPE/SMBIASIUONLINU/WOD dNoolWwapeoe//:sdiy Wol) papeojumod

65


https://eur-lex.europa.eu/legal-content/EN/TXT/HTML/?uri=CELEX:02011R1129-20131121andfrom=EL
https://eur-lex.europa.eu/legal-content/EN/TXT/HTML/?uri=CELEX:02011R1129-20131121andfrom=EL
https://eur-lex.europa.eu/legal-content/EN/TXT/HTML/?uri=CELEX:02011R1129-20131121andfrom=EL
https://eur-lex.europa.eu/legal-content/EN/TXT/HTML/?uri=CELEX:02011R1129-20131121andfrom=EL
https://apps.who.int/iris/handle/10665/259956
https://apps.who.int/iris/handle/10665/259956

97.

98.

99.

100.

101.

102.

103.

104.

105.

106.

107.

108.

12

van Loon AJ, Botterweck AA, Goldbohm RA, et al. Intake of nitrate and nitrite
and the risk of gastric cancer: a prospective cohort study. Br J Cancer.
1998;78:129-135.

Machha A, Schechter AN. Inorganic nitrate: a major player in the cardiovascular
health benefits of vegetables? Nutr Rev. 2012;70:367-372.

Hobbs DA, George TW, Lovegrove JA. The effects of dietary nitrate on blood
pressure and endothelial function: a review of human intervention studies. Nutr
Res Rev. 2013;26:210-222.

Blanch N, Clifton PM, Keogh JB. A systematic review of vascular and endothelial
function: effects of fruit, vegetable and potassium intake. Nutr Metab Cardiovasc
Dis. 2015;25:253-266.

Jones AM. Influence of dietary nitrate on the physiological determinants of exer-
cise performance: a critical review. Appl Physiol Nutr Metab. 2014;39:1019-1028.
Larsson SC, Orsini N, Wolk A. Processed meat consumption and stomach cancer
risk: a meta-analysis. J Nat/ Cancer Inst. 2006;98:1078-1087.

Yu M, Li C, Hu G, et al. The relationship between consumption of nitrite or nitrate
and risk of non-Hodgkin lymphoma. Sci Rep. 2020;10:551.

Hawkins CA, Katelaris CH. Nitrate anaphylaxis. Ann Allergy Asthma Immunol.
2000;85:74-76.

Bahadoran Z, Ghasemi A, Mirmiran P, et al. Nitrate-nitrite-nitrosamines exposure
and the risk of type 1 diabetes: a review of current data. World J Diabetes.
2016;7:433-440.

International Agency for Research on Cancer (IARC) Working Group on the
Evaluation of Carcinogenic Risks to Humans. JARC Monographs on the Evaluation
of Carcinogenic Risks to Humans. Volume 114. Red Meat and Processed Meat.
Lyon, France: IARC Press; 2018.

World Health Organization. Nitrate and nitrite in drinking-water: background
document for development of WHO Guidelines for Drinking-water Quality.
Available at: https://www.who.int/water_sanitation_health/dwg/chemicals/nitra-
tenitrite2ndadd.pdf. Accessed September 9, 2020.

Chan TYK. Vegetable-borne nitrate and nitrite and the risk of methaemoglobi-
naemia. Toxicol Lett. 2011;200:107-108.

109.

110.

.

112

113.

114.

115.

116.

117.

118.

119.

120.

121.

122.

EFSA Panel on Contaminants in the Food Chain. Statement on possible public
health risks for infants and young children from the presence of nitrates in leafy
vegetables. EFSA J. 2010;8:42.

Weitzberg E, Lundberg JO. Novel aspects of dietary nitrate and human health.
Annu Rev Nutr. 2013;33:129-159.

Lundberg JO, Carlstrom M, Weitzberg E. Metabolic effects of dietary nitrate in
health and disease. Cell Metab. 2018;28:9-22.

Bryan NS, Ivy JL. Inorganic nitrite and nitrate: evidence to support consideration
as dietary nutrients. Nutr Res. 2015;35:643-654.

Kina-Tanada M, Sakanashi M, Tanimoto A, et al. Long-term dietary nitrite and ni-
trate deficiency causes the metabolic syndrome, endothelial dysfunction and car-
diovascular death in mice. Diabetologia. 2017,60:1138-1151.

Fan AM. Health, exposure and regulatory implications of nitrate and nitrite in
drinking water. Encycl Environ Health. 2019;23:417-435.

Xie L, Mo M, Jia HX, et al. Association between dietary nitrate and nitrite intake
and site-specific cancer risk: evidence from observational studies. Oncotarget.
2016;7:56915-56932.

Song P, Wu L, Guan W. Dietary nitrates, nitrites, and nitrosamines intake and the
risk of gastric cancer: a meta-analysis. Nutrients 2015;7:9872-9895.

Ahluwalia A, Gladwin M, Coleman GD, et al. Dietary nitrate and the epidemiology
of cardiovascular disease: report from a National Heart, Lung, and Blood Institute
workshop. J Am Heart Assoc. 2016;5:€003402. doi:10.1161/JAHA.116.003402.
Cogliano VJ, Baan R, Straif K, et al. Preventable exposures associated with human
cancers. J Nat/ Cancer Inst. 2011;103:1827-1839.

Milkowski A, Garg HK, Coughlin JR, et al. Nutritional epidemiology in the context
of nitric oxide biology: a risk-benefit evaluation for dietary nitrite and nitrate.
Nitric Oxide. 2010;22:110-119.

Jain A, Mathur P. Evaluating hazards posed by additives in food: a review of stud-
ies adopting a risk assessment approach. Curr Res Nutr Food Sci. 2015;3:243-255.
Popkin BM, Adair LS, Ng SW. Global nutrition transition and the pandemic of
obesity in developing countries. Nutr Rev. 2012;70:3-21.

World Health Organization. Healthy diet: key facts. Available at: https://www.
who.int/news-room/fact-sheets/detail/healthy-diet. Accessed January 14, 2021.

Nutrition Reviews® Vol. 00(0):1-12

1202 Jaquiaoaq 61 Uo 1s8nb Ag 9888919/ | L GBNUALINU/SE0L "0 | /I0P/3]01B-80UBAPE/SMBIASIUONLINU/WOD dNoolWwapeoe//:sdiy Wol) papeojumod

66


https://www.who.int/water_sanitation_health/dwq/chemicals/nitratenitrite2ndadd.pdf
https://www.who.int/water_sanitation_health/dwq/chemicals/nitratenitrite2ndadd.pdf
https://www.who.int/news-room/fact-sheets/detail/healthy-diet
https://www.who.int/news-room/fact-sheets/detail/healthy-diet

SUPPORTING INFORMATION

Table S1: Studies reviewed per type (Reference, Country @)

Dietary exposure assessment studies

Epidemiological observational studies

N=21 N=22
. Intake Intake Cross-over Meta- | Systematic . Re-
C_omblned from from Case- Cross- studies analyses | Reviews Re_wews analyses
dietary . Cohort . _ I - N=16 _
. processed  vegetarian | __ control sectional N=14 N=4 N=4 N=1
intake ; N=15 _ -
N=13 products diet N=4 N=3
N=5 N=3
van den Lee et al. Mitek et Jonesetal.  Barryet Gopinath et | Sungvist et Yuetal | Babateen Floresetal. | Gonzalez
Brand etal.  (2018)%? al. (2019)%4, al. al. (2020)%, | al. (2020), (2020)58' et al (2020)810 etal.
(2020)%1, us (2013)%3, USA (2020)%,  Australia Sweden (2018)59 (2012)s1t
Netherlands Poland USA
Elias et al. Adam et al. . Inoue-Choi  Espejo- . Cherukuri et . Karwowska
(2020052, (20175, (Em‘;)itlf" etal. Herreract 0"l 2020)55 é'gleg)il'g Jockson et | o,
Estonia Sudan Croati (2015)%,  al. 017ys7 | USA 018)5200) | (2020)52
roatia, USA (2016)51° (2017)317, (2018)
. ' Netherlands
Spain/Italy
Viachou estzz Merinoet ~ Tammeet | Dellavalle  Espejo- Ferrucci et | Smeets et al. Song et | Aune etal. Bahadoran
al. (2020) , al. (2020)528, 30(b) et al.
Austria al. al. etal. Herrera et (2000)%" al. (2017)S -
(2016)5%, (2006)524 (2014)5%, al. s , Netherlands (2015)5%9 (2019)
Sweden Estonia China (2016)5%,
Spain
Chettyetal. Vinetal. . ) Blekkenhorst | Larsson | Blanc etal. | Kalaycioglu
(2019)5%2,  (2013)5%, é%slzj)'siﬁ 2l Preston etal. etal. | (20155 | etal.
Fiji UK/Ireland/ Netherl ’ d | (2018)3%, (2006)s37 (2019)5%°
Italy/France ctherlands — a. Australia
(1996)3%,
USA
Lundberg et
Bahadoranet Temme et Dellavalle Kerley et al. | a3
al. (2019)%%1,  al. etal. (2018)5%2, al. (2018)
Iran (2011)3% (2013)34, Ireland
Belgium USA
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Dietary exposure assessment studies

Epidemiological observational studies

N=21 N=22
. Intake Intake Cross-over Meta- | Systematic . Re-
c(i:izg?med from from Cohort Case- Cross- studies analyses | Reviews Ei\ilgws analyses
intakey processed  vegetarian N=15 control sectional N=14 N=4 N=4 N=1
N=13 products diet - N=4 N=3
B N=5 N=3
. . Asgary et al. Govari et
Roila et al. Keszei et al.
(2018)%* (2013)5, (2016)%°, al. (2018)s47
Italy Netherlands Iran
Jackson et al. Ma et al.
Aschebrook Velmurugan
(2018), Kilfoy et al. et al. (2018)3°
Australia (2013548, (2016)5*,
China UK
Suomi et al. Aschebrook Ashworth et Vgg;cé ifl-
(2016)**, Kilfoy et al. (2015)5%3, (2018)
Finland al., UK
(2012)5%2,
USA
Mancini et Loh et al. Bondonno et '\é%'i'; sstgal.
al. (2015)>%, (2011)%, al. (2014)5%, (2017)
France UK Australia
Anyzewska Cross et al Larsen et al. Habermeyer
etal. (2011)%%, (2011)%, etal.
(2014)%%, USA Sweden (2015)562
Poland
Larsson et al. Aschebrook Larsensgg al. Jones '2\624
(2011)3%, Kilfoy et al. (2010)**, (2014)
Sweden (2011)5%4, Sweden
us
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Dietary exposure assessment studies

Epidemiological observational studies

N=21 N=22
. Intake Intake Cross-over Meta- | Systematic . Re-
C(j:_oinlglned from from Cohort Case- Cross- studies analyses | Reviews Ei\ilgws analyses
ir:sa?(ey processed  vegetarian N=15 control sectional N=14 N=4 N=4 N=1
N=13 products diet - N=4 N=3
- N=5 N=3
Menard et al. Ward et al. Larsen et al. ﬁrag%lﬂ/ gf)
(2008)%7, (2010)%%8, (2006)5%°, al. (2014)
France USA Sweden
Thomson et Dubrow et Svetkey et Vl/e:tzberg
al. (2007)S™, al. al. (1999)57, etal. o
New Zealand (2010)572, USA (2013)
USA
Appel et al. Hobbs et al.
Knekt et al. o6 o
(1999)57, 8327) : (2013)
Finland
van Loon et Machha et
al. al. (2012)5®
(1998)578,

Netherlands

Cogliano et
al. (2011)380

@ Country is stated only for the dietary exposure assessment, epidemiological and cross-over studies (not indicated for Reviews, Systematic
Reviews, Meta-analyses and re-analyses)
®  Systematic review and meta-analysis.
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Table S2: Characteristics of cohort studies

Country, Compound Source Outcome  Cases/Cohort, Age Sex (M/F), n Duration, Study Dietary
Reference n y population  assessment
USA, Jones et Nitrate, Red meat CRC 624 colon & 55-69 All F 1 lowa 126-item
al. (2019)% Nitrite 158 rectal Women’s validated
cancers/ 15910 Health Study FFQ
(IWHS)
USA, Inoue- Nitrate, Processed meat OVC 315/17216 55-69  AllF 1 lowa 126-item
Choi et al. Nitrite Women’s validated
(2015)sts Health Study FFQ
(IWHS)
China, Nitrate, Diet CRC 619/73118 40-70 All F 11 Shanghai 77-item
Dellavalle et Nitrite Women’s FFQ
al. (2014)5%» Health Study
(SWHS)
Netherlands, Nitrate Vegetables, BE 433/3717 55-69  1833/1884 16,3 Netherlands  150-item
Keszei et al. fruit, drinking Cohort Study FFQ
(2014)334 water (NLCS)
USA, Nitrate, Animal sources RCC 1816/491841 50-71  293248/198593 9 NIH-AARP 124-item
Dellavalle et Nitrite Diet and validated
al. (2013)5% Health Study FFQ
Netherlands, Nitrate, Diet ESCC 110/4032151/40 55-69  1947/2085 16,3 Netherlands ~ 150-item
Keszei et al. Nitrite, EAC 32166/4032 Cohort Study FFQ
(2013)5% NDMA GCA 497/4032 (NLCS)
GNCA
China, Nitrate, Animal TC 164/73317 40-70 All F 11 Shanghai 77-item
Aschebrook Nitrite sources, esp. Women’s FFQ
Kilfoy et al. processed meat Health Study
(2013)5#8 (SWHS)
USA, Nitrate, Diet Epithelial  709/151316 50-71 AllF 10 NIH-AARP 124-item
Aschebrook Nitrite ovc Diet and validated
Kilfoy et al. Health Study FFQ
(2012)%52
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Country, Compound Source Outcome  Cases/Cohort, Age Sex (M/F), n Duration, Study Dietary
Reference n y population  assessment
UK, Lohetal. NOCs, Diet Cancers 3268/23363 40-79  10783/12580 114 EPIC- FFQ®
(2011)%%¢ NDMA, Norfolk
Nitrite study
USA, Crosset NOCs Red meat ESCC 215/494979 50-71  295305/199674 10 NIH-AARP  124-item
al. (2011)s60 EAC 630/494979 Diet and validated
GCA 454/494979 Health study FFQ
GNCA 501/494979
us, Nitrate, Processed meat PC 1728/492226 50-71  293491/198735 10 NIH-AARP  124-item
Aschebrook Nitrite, NOCs Diet and validated
Kilfoy et al. Health Study FFQ
(2011)364
USA, Ward et  Nitate Diet, drinking  TC 45/20651 61 All F 19 lowa 126-item
al. (2010)s%8 water (mean) Women’s validated
Health Study FFQ!
(IWHS)
USA, Dubrow NOCs Processed/red Glioma 585/545770 12-13, 322347/223423 1 NIH-AARP 124-item
etal. (2010)57 meat, nitrite, 50-71 Diet and validated
nitrate Health Study FFQ
fruit/vegetable
Finland, Nitrate, Diet Gl 189/9985 15-99  5274/4711 24 Finnish 1-year
Knekt et al. Nitrite, Mobile dietary
(1999)57 NDMA Clinic Health  history
Examination  interview
Survey
Netherlands, Nitrate, Diet GC 282/3123 55-69  1525/1598 6,3 Netherlands ~ 150-item
van Loon et Nitrite Cohort Study  FFQ
al. (1998)57® (NLCS)

Abbreviations: ESCC-esophageal squamous cell carcinoma, GCA-gastric cardia adenocarcinoma, EAC-esophageal adenocarcinoma,
GNCA-gastric noncardia adenocarcinoma, BE-Barret's oesophagus, NOCs-N-nitroso compounds, NDMA-N-nitrosodimethylamine, GC-
Gastric Cancer, Gl-Gastrointestinal Cancer, OVC-Ovarian Cancer, TC-Thyroid Cancer, EC-Esophageal cancer, PC-Pancreatic cancer,
RCC-Renal Cell Carcinoma, BLC-Bladder cancer, BT-Brain Tumors, BP-Blood pressure, HTN-Hypertension, CRC-Colorectal Cancer,
FFQ-Food Frequency Questionnaire
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Table S3: Characteristics of case-control studies

Country, Compound Source Outcome Cases/Controls, Age Sex (M/F), Duration, Study population Dietary
Reference n/n n/n y assessment
US (Northern Nitrate, Dietand BLC 987/1180 30-79 863/317 5 New England 124-item
New Nitrite drinking (drinking water) 339/928 Bladder Cancer dietay history
England), water 1037/1225 Study (NEBCS) guestionnaire
Barry et al. (dietary)
(2020)%
Spain, Italy,  Nitrate Dietand CRC 1869/3530 20-85 4190/3051 6 Hospital-based Validated 140-
Espejo- drinking incident BC cases item FFQ
Herrera et al. water and population-based
(2016)52¢ controls
Spain, Nitrate Dietand BC 1245/1520 58 Al F 6 Hospital-based Validated 140-
Espejo- drinking (mean) incident cases and item FFQ*!
Herrera water population based
(2016)56 (Spain) or hospital-

based (Italy) controls
US, Preston-  N-nitroso Materna BT 540/801 <20 298/242 7 U.S. West Coast Dietary recall
Martinetal.  compounds Il diet CBT study and abstract
(1996)5% food models

Abbreviations: CRC-Colorectal Cancer, BLC-Bladder cancer, BT-Brain Tumors, BP-Blood pressure’ FFQ-Food Frequency
Questionnaire



Table S4: Characteristics of cross-sectional studies

Country Health Outcome Source Sample, Age Sex Study population Dietary

Reference status n (M/F) assessment

Australia, Healthy Retinal Diet 2813 >49 - Blue Mountains Eye 145-item self-

Gopinath et arteriolar and  (vegetables Study (BMES) administered FFQ

al. (2020)%6 venular and non-

caliber vegetables)

Netherlands,  Healthy Energy Diet 553 NR 226/237  Dutch Sport Nutrition ~ 2-4 unannounced

Jonvik etal.  (Athletes) and Supplement Study  web-based (Compl-

(2017)sY (DSSS) (2012-2015) eatTM) 24-h
dietary recalls and
dietary supplement
questionnaires

US, Ferrucci  Not healthy  Colorectal Meat 158 CA 50-79 AllF CONCeRN 124-item DHQ

etal. Healthy adenoma 649 (COlorectal Neoplasia

(2009)5? screening with

Colonoscopy in
asymptomatic women
at Regional
Navy/army medical
centers) study

Abbreviations: FFQ-Food Frequency Questionnaire, NR-Not Reported, CA-Colorectal Adenoma, DHQ-Diet History Questionnaire
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Table S5: Characteristics of cross-over studies

Country Compound Source Outcome Sample, n Age Sex Duration/Scheme/Phases

Reference (M/F)

Sweden, Nitrate Leafy green BP 231 (SBP 130- 50-70 - 2w: nitrate restricted diet & 5 wk:1

Sundgvist et al. vegetable 159mmHg) of the following 3 interventions

(2020)°7 daily low nitrate vegetables +
placebo pills, ow-nitrate vegetables
+ nitrate pills (300 mg nitrate), or
leafy green vegetables containing
300 mg nitrate + placebo pills

USA, Cherukuri  Nitrate Beetroot Endothelial 67 (SBP and 40-75 26/41 Daily dosing of 314 mM inorganic

et al. (2020)5*® extract function, BP  DBP>120 and NO3 tablets or placebo. Duration of

80 mmHg) administration of study drug was 12

wks. Participants return at 2 wks
and 12 wks to assess for any side
effects.

Netherlands, Nitrate Beetroot Endothelial 18 (healthy 40-70 18 5d tests, each separated by a wash-

Smeets et al. powder function abdominally out period of at least one week:

(2020)528 obese) blended meal with a control or
nutritional supplement consisting of
beetroot powder providing 200 mg
nitrate, beetroot with 0.8 g of L-
arginine, beetroot with 1.5 g of L-
arginine, or 3.0 g of L-arginine.

Australia, Nitrate Nitrate rich BP 30 (pre- 55-70.5 20/10 4-week treatment periods separated

Blekkenhorst et vegetables hypertension (mean 63) by 4-week washout periods.

al. (2018)5%

or untreated
grade 1
hypertension)

Participants completed three
treatments in random order: (1)
increased intake (~200 g/d) of
nitrate-rich vegetables (high nitrate,
(HN), ~150 mg/d nitrate) (2)
increased intake (~200 g/d) of
nitrate-poor vegetables (low nitrate,
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Country Compound Source Outcome Sample, n Age Sex Duration/Scheme/Phases
Reference (M/F)
(LN), ~22 mg/d nitrate); and (3) no
increase in vegetables (control, (C),
~6 mg/d nitrate).
Ireland, Kerley  Nitrate Beetroot juice  HTN 20 62.5 - Daily nitrate compared with
et al. (2018)54 uncontrolled (mean) placebo in subjects. 7-d, double-
blind, randomised, placebo (PL)-
controlled, cross-over trial to assess
the effect of dietary nitrate.
Subjects were tested on three
separate occasions — baseline (day
1), midpoint (day 8) and endpoint
(day 15) — before and after each
intervention period
UK, Nitrate Beetroot juice  Vascular 69 (otherwise 18-80 - 6-wk once-daily intake of dietary
Velmurugan et function healthy nitrate compared with placebo
al. (2016)5% hypercholester intake (250mL nitrate-depleted
olemic men beetroot juice)
and women
with BMI (in
kg/m2) from
18.510 40
Iran, Asgary et Nitrate Raw beetroot ~ Endothelial 24 (SBP 130- 25-68 250 ml day— 1 of RBJ or 250 g
al. (2016)5 juice (RBJ) &  function 139 mm Ha or day— 1 of CB each for a period of 2
Cooked beet BP g weeks, followed by a 2-week
(CB) Systemic DBP 85-89 washout period.
inflammation mm Hg)
UK, Ashworth Nitrate HNvegetable BP 19 20 All F HN vegetables (HN diet) or
etal. (2015)5*2 (green leafy avoided HN vegetables (Control
vegetables) diet) for 1 week.
Australia Nitrate Green leafy BP & arterial 38 (High 30-70 - A 7 day high nitrate diet
Bondonno et al, vegetables stiffness normal BP, intervention (increased nitrate

(2014)57

intake by at least 300 mg/day from
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Country Compound Source Outcome Sample, n Age Sex Duration/Scheme/Phases
Reference (M/F)
SBP 120 to green leafy vegetables) were
139 mmHg compared to a 7 day low nitrate diet
intervention
Sweden, Nitrate Dietary Basal 14 healthy, 25+1 M 3 days prior to experiments, with a
Larsen et al. supplementatio mitochondria nonsmoking years washout period of at least 6 days
(2011)%6t n with sodium | function &  subjects were between tests
nitrate or an whole-body  included
equivalent oxygen
amount of consumption
sodium
chloride
(placebo)
Sweden, Nitrate Dietary oxygen 9 healthy, 30+2.3 They received a dose corresponding
Larsen et al. supplementatio consumption  nonsmoking to the amount found in 100-300g of
(2010)%6° n with sodium volunteers a nitrate-rich vegetable such as
nitrate or spinach or beetroot 2 days before
placebo the test.
(NaCl).
Sweden, Nitrate Dietary BP 17 (physically 24 (mean) 15/2 3-day dietary supplementation with
Larsen et al. supplementatio active, healthy either sodium nitrate (at a dose of
(2006)3%° n (same as volunteers, 0.1 mmol per kilogram of body
nitrate-rich none of whom weight per day) or placebo (sodium
vegetable such smoked) chloride, at a dose of 0.1 mmol per
as spinach, kilogram per day) two different
beetroot, or treatment periods during which the
lettuce) subjects received either nitrate or
placebo; the treatment periods were
separated by a washout period of at
least 10 days
US, Svetkey, Nitrate DASH DIET® BP 459 >22 Three phases (screening, run-in,
(1999)s72 (Untreated and intervention). 3w: a control
systolic BP diet. Randomized to 8w of (1)
<160mmHg control diet, (2) a diet rich in fruit
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Country Compound Source Outcome Sample, n Age Sex Duration/Scheme/Phases
Reference (M/F)
and diastolic and vegetables or 3) a combination
BP 80- diet rich in fruits, vegetables and
95mHg) low-fat dairy foods and reduced in
saturated fat, total fat and
cholesterol (the DASH combination
diet). Weight and salt constant.
UsS, Appel Nitrate DASH DIET BP SBP<160 17 >22 15/2 Three phases (screening, run-in,
(1197)57® mm Hg and and intervention). 3w a control diet
BP 80- 95 that was low in fruits, vegetables,
mm Hg. and dairy products, with a fat

content typical of the average diet
in the United States. Randomly to
8w the control diet, a diet rich in
fruits and vegetables, or a
“combination” diet rich in fruits,
vegetables, and low-fat dairy
products and with reduced saturated
and total fat. Sodium intake and
body weight were maintained at
constant levels.

Abbreviations: SBP-Systolic Blood Pressure, DBP-Diastolic Blood Pressure, BP-Blood Pressure, HTN-Hypertension, HN-High Nitrate,
DASH-Diet Approach to Stop Hypertension



Table S6: Covariates included in statistical analyses in cohort studies®

Country,

Nitrates/Nitrites

. Health . .
Elrst author, Impact Positive Null /Negative Source Adjusted covariates
Age, heme iron, red meat, and mutually adjusted for
. total dietary nitrate or nitrite (processed meats: not
(l:ts;f" Jones ?CRocl:on Red meat Drinking water Animal Sources mutually adjusted for nitrate from processed meat
‘s g sources due to high correlation)
(2019) Cancer) . " -
Drinking Water Ag_e, physical activity, smoking status, mutually
adjusted for NO3-N or TTHM
BMI, family history of ovarian cancer, number of live
births, age at menarche, age at menopause, age at first
Vegetables/Fruits, | live birth, oral contraceptive use, estrogen use, and a
Animal Sources history of unilateral oophorectomy, additionally
Plant Sources adjusted for logarithmically transformed values of
USA, Inoue- L cruciferous vegetable and red meat intake
. Processed meat, Other animal o e
Choi et al. ovC Drinki BMI, family history of ovarian cancer, number of
s15 rinking water sources than )
(2015) live births, age at menarche, age at menopause, age at
processed meat LT ;
first live birth, oral contraceptive use, estrogen use,
Drinking Water and a history of unilateral oophorectomy,
additionally mutually adjusted for logarithmically
transformed values of NO3-N or TTHMs levels in
public water
China, Preserved Foods Plant Sources
Dellavalle et (preserved : ’ Vegetables/Fruits, | Age, energy intake, education, physical activity,
s»s | CRC Animal Sources, : . I :
al. (2014) vegetables-colon Red meat Animal Sources dietary vitamin C intake, carotene and folate
cancer)
Eggg:lgp gls ;/szgce:::?ifr? Inverse Age, smoking status, duration of cigarette smoking,
(2014)5% BE (beneficial) only Vegetables/Fruits | number of cigarettes smoked per day, total energy

among men (not

intake, BMI, alcohol intake, levels of education, non-
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Country, Health Nitrates/Nitrites

First author, — - Source Adjusted covariates

y Impact Positive Null /Negative
from fruit occupational physical activity and use of lower
consumption) oesophageal sphincter-relaxing medications

USA, Veaetables/Eruits Age, sex, caloric intake, race, smoking status, family

Dellavalleet | RCC Animal sources Plant sources An?mal Sources " | history of cancer, BMI, alcohol intake, education,

al. (2013)%4 history of hypertension, history of diabetes

China, Animal sources

Aschebrook Vegetables/Fruits, | Age, total energy intake, education, history of thyroid

X TC (esp. processed Plant sources : . L X
Kilfoy et al. Animal Sources disease, vitamin C, carotene, and folate intake
(2013)54° meat)

USA, Animal sources (no Age, cigarette smoking status, race, family history of
Aschebrook | Epithelial - - Vegetables/Fruits, | cancer, BMI, menopausal status at baseline, parity,

; association with Plant sources : o Lo
Kilfoy etal. | OVC rocessed meats) Animal Sources age at menarche, and total daily dietary vitamin C
(2012)852 P intake
USA. Cross ESCC Age, sex, BMI, education, ethnicity, tobacco
et al ’ EAC Red meat intake Animal Sources smoking, alcohol drinking, usual physical activity at
(201'1)560 GCA with ESCC, EAC work, vigorous physical activity, and the daily intake

GNCA of fruit, vegetables, saturated fat, and calories
us, Age, race, total energy intake, smoking status, family
Aschebrook PC Plant sources, Vegetables/Fruits, | history of cancer, family history of diabetes, body
Kilfoy et al. animal sources Animal Sources mass index, and intakes of saturated fat, folate, and
(2011)%64 vitamin C
USA, Ward Public water L . . .
(2010)58 TC supplies Drinking water Age, vitamin C intake, and residence location
USA Fruit and
Dubrbw ot Adult vegetable, Vegetables/Fruits, | Sex, age, race, energy intake, education, height, and
al. (2010)7 Glioma processed meat, | Animal Sources history of cancer at baseline

' red meat
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Country, Health Nitrates/Nitrites

First author, ca — - Source Adjusted covariates

y Impact Positive Null /Negative

Finland, Smoked and salted | Vegetables, Vegetables/Fruits | Data not shown

Knekt et al. Gl fish fruits

(1999)57 Animal Sources Sex, age, municipality, smoking and energy intake
Age, sex, smoking, highest level of education, coffee

Netherlands, Drinkina water consumption, intake of vitamin C and beta-carotene,

van Loonet | GC g " | Drinking water family history of stomach cancer, prevalence of

al. (1998)5™

foods

stomach disorders, use of refrigerator and use of
freezer

@ ESCC-esophageal squamous cell carcinoma, GCA-gastric cardia adenocarcinoma, EAC-esophageal adenocarcinoma, GNCA-gastric noncardia
adenocarcinoma, BE-Barret's oesophagus, NOCs-N-nitroso compounds, FFQ-Food Frequency Questionnaire, NDMA-N-nitrosodimethylamine,
GC-Gastric Cancer, Gl-Gastrointestinal Cancer, OVC-Ovarian Cancer, TC-Thyroid Cancer, EC-Esophageal cancer, PC-Pancreatic cancer, RCC-
Renal Cell Carcinoma, BLC-Bladder cancer, BT-Brain Tumors, BP-Blood pressure, HTN-Hypertension, CRC-Colorectal Cancer, BMI-Body

Mass Index, TTHM- Total trihalomethanes
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3. THESIS OVERVIEW

3.1. RESEARCH GAPS

Further review of the evidence regarding the impact of nitrite and nitrate intake by

source of origin was required (details in section 1.6).

Nitrite and nitrate intakes, mainly from processed meat products, have already been
assessed in several countries [1-9] and at EU level [10,11]. However no such research
has been conducted to date for Greek consumers, hence severe concerns remain about
the relevant safety of Greek populace. The results of such a research could be of great
value in order to guide consumer choices, set and prioritize dietary guidelines, and
inform and support competent authorities with food reformulations to reduce risks

[12].

Furthermore, the relationship of processed meat ingredients with key CVD risk
factors, such as hypertension, remains unclear [13], although its understanding is
crucial for public health. Consequently, this relationship needs to be further

investigated.

3.2. SCOPE OF THE PhD THESIS

The current PhD thesis sought to identify gaps in the literature and research pertaining
to nitrite and nitrate and subsequently, to evaluate the potential health effects
associated with dietary nitrite and nitrate intake from processed meat in the Greek

population.

3.3. RESEARCH DEVELOPMENT

The present study progressively established the following set of research inquiries and
objectives to encompass multiple topics, including the scientific and regulatory
framework, as well as the approach that ought to be adopted for conducting the risk
assessment (RA) in light of factors such as data accessibility, time constraints, and

resource restrictions.
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3.3.1.Research Questions

1. What are the gaps in current research related to dietary nitrite and nitrate?
2. What are the data and tools available?

3. Is cumulative assessment possible?

4. What are other challenges pertaining to data for RA and tools employed?

5. What is the overall and age group specific risk of ingesting nitrite and nitrate among

Greeks?
6. Are there any health associations that need to be further investigated?
7. How does our research contribute in bridging gaps indentified?

8. Is there an association between high intake of nitrite and nitrate (expressed as nitrite)

with CVD risk factors?
9. Are there any confounding factors that need to be explored?
10. What are the major findings?
11. What are the differences or/and similarities with other studies on the subject?
12. What are the strengths and limitations of our studies?
13. Can we reach solid conclusions?
14. What are the key future challenges?

15. Could our findings be disseminated to inform public and authorities? How?

3.3.2.Objectives of PhD thesis

Following the findings of the extensive literature review and having explored data
availability, considering also the challenging COVID-19 pandemy condition, we
opted to conduct a health risk assessment of nitrite and nitrate used as additives in
processed meat products. Our decision was dictated by the nutrition transition towards
increased processed meat consumption and after taking into consideration that,
despite its importance for public health, given that it has been linked with
carcinogenicity in humans, such an evaluation had not been conducted before among
Greeks. Consequetively, the second objective of this thesis was to assess the risk of

processed meat and meat products nitrite and nitrate intake among Greeks.

Furthermore, although the outcomes of our literature review did not reveal a positive

association between nitrite and nitrate from processed meat with CVD, the association
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between processed meat consumption and CVD risk led us to investigate further this
relationship, which remained a topic that had been inadequately studied
internationally. Therefore, the third objective in this thesis was to investigate the

association of dietary nitrite and nitrate from processed meat and meat products with
BP.

3.3.3. THESIS FLOWCHART
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3.4. AIMS AND SPECIFIC OBJECTIVES BY PAPER IN SUPPORT TO PhD
THESIS

Paper 1: The first aim of the current PhD thesis was to review the evidence on the
health risks and benefits of dietary nitrate and nitrite, focusing on plant versus animal

sources and water (as already set in section 1.7).

Paper 2: To (a) estimate the daily nitrite and nitrate intake from processed meat
products consumption (b) assess the potential risk of exceeding the ADI and (c)
identify the major contributors, all in total and by age group, using a nationally

representative sample.

Paper 3: To examine the possible relation of dietary nitrite and nitrate intake from
processed meat to BP, adjusting for major confounding variables in CVD causation,

such as sodium intake.
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Abstract: Long-term exposure to a high nitrite and nitrate intake through processed meat is of concern,
as it has been related to adverse health effects. Individual consumption data from 2152 participants
(46.7% males) in the Hellenic National Nutrition and Health Survey (HNNHS) were linked with
current Maximum Permitted Levels (MPLs) to calculate exposure to nitrite and nitrate from pro-
cessed meat products (assessed as nitrite equivalent), evaluate potential risk and identify the major
contributors. Processed meat intakes were determined by combining data from 24 h recalls and
frequency of consumption reported in Food Propensity Questionnaires (FPQs). Median exposure
was estimated to be within safe levels for all population groups. However, 6.6% (n = 143) of the
consumers exceeded the Acceptable Daily Intake (ADI) of nitrite (0.07 mg/kg bw/day), of which
20.3% were children aged 0-9 years (N = 29) (15.3% of all children participants in the study, N = 190).
In total, pork meat was the major contributor (41.5%), followed by turkey meat (32.7%) and sausages
(23.8%), although contribution variations were found among age groups. The outcomes are of public
health concern, especially exposure among children, and future research is warranted to evaluate
possible associations with health effects, by using more refined occurrence data if available.

Keywords: nitric compounds; food additives; MPLs; dietary exposure; dietary intake; risk; meat
consumption; processing; food group contribution; Greece

1. Introduction

Processed meat consumption has been linked with human carcinogenesis [1], based
primarily on epidemiologic studies evaluating risk factors of colorectal cancer (CRC).
Recommendations from the World Health Organization (WHO) [2], implemented also
in Greece [3], suggest limiting or avoiding consumption, since no safe intake has been
established. Specifically, processed meat is any meat that has been flavored or preserved by
salting, curing, fermenting, smoking, or other techniques [4]. It may contain a high con-
centration of nitrite (potassium nitrite-E249 and sodium nitrite-E250) and nitrate (sodium
nitrate-E251 and potassium nitrate-E252), both of which are legally and widely used food
additives in the European Union [5], to fix color, limit microbial growth (particularly of
Clostridium botulinum), or develop a distinguishable flavor [6]. However, controversies
regarding the healthiness of nitrite and nitrate have been reported and their consumption
should therefore be separately monitored from red meat. The hazard of dietary nitrite and
nitrate for human health has previously been thoroughly reviewed [7] and an increased risk
of cancers, especially of the gastrointestinal tract, when ingested from processed meat has
been suggested. This is principally attributable to the production of genotoxic N-nitroso
compounds (NOCs), nitrosamines, and nitrosamides under the proper conditions (pH,
reactant concentration), as well as the lack of nitrosation inhibitors such as vitamin C [1].
Legislative Maximum Permitted Levels (MPLs) for the use of nitrite and nitrate in processed
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meat products have been set [5] to ensure that the desired effect of the product is obtained
without exceeding safe levels for human health.

Nutrition transition, linked with lifestyle changes seen in recent decades, has been
characterized by a decrease in plant foods consumption and an increase in animal-based
products consumption [8], as well as an increased consumption of processed and packaged
foods [9]. This trend, therefore, has increased food additive consumption, including nitrite
and nitrate, raising the risk of exceeding Acceptable Daily Intake levels (ADIs) [10]. ADI
is a health-based reference value that characterizes the hazard and is used to represent
the safe levels of the quantity of additives in food or drinking water that may be ingested
every day during a lifetime, without posing significant harm to health [11]. The ADI for
nitrite is 0.07 mg nitrite ion/kg bw/day [12] and for nitrate it is 3.7 mg nitrate ion/kg
bw/day [13]. The toxicity of a food additive and its dietary intake determine the extent
to which it may represent a health concern [9] and negative health impacts may arise
when ADIs are surpassed [14]. Thus, intakes must be monitored by member states in
order to facilitate risk assessment [5], through a scientifically based four-step procedure
comprising of hazard identification, hazard characterization, exposure assessment and risk
characterization, which is used to estimate the proportion of individuals and age-groups
that exceed these limits, for public health monitoring [15].

Several studies have been published to assess dietary exposure to nitrite and nitrate
from processed meat products in other countries [16-24]; however, to our knowledge, no
relevant research has been conducted to date for Greek consumers. Moreover, Greeks
seem to follow a dietary pattern that differs significantly from the Mediterranean diet,
presenting a high intake of red meat and fast food [25] and the gradual adoption of harmful
eating habits appears to have accelerated since the onset of the Greek debt crisis [26].
Consequently, the objectives of this study were as follows: (a) estimate the daily nitrite and
nitrate intake from processed meat products consumption; (b) assess the potential risk of
exceeding the ADI; and (c) identify the major contributors, all in total and by age group,
using a nationally representative sample.

2. Materials and Methods
2.1. Study Design and Subjects

Participants from the Hellenic National Nutrition and Health Survey (HNNHS), a
nationally representative health study of the general population conducted from September
2013 to May 2015, were included in the study; pregnant or nursing women, institutionalized
individuals and those serving in the military forces were excluded. Multistage stratified
sampling was based on data from the latest Hellenic Statistical Authority’s geographical
density criteria by area, age, and sex. Trained professionals interviewed all research
participants using Computer Assisted Personal Interview (CAPI) software to collect data
on socio-demographics parameters, dietary intake, and lifestyle. Details of the survey, as
well as of the questionnaires used, have been published elsewhere [27,28] The Hellenic Data
Protection Authority (HDPA) and the Ethics Committee of the Department of Food Science
and Human Nutrition of the Agricultural University of Athens approved the activities after
receiving individual permission and approval.

2.2. Exposure Assessment
2.2.1. Food Consumption Data

e  Participants

Data of 2152 (47.5% of HNNHS participants, 46.7% males) individuals across all age
groups consuming processed meat products for which the addition of nitrite and nitrate
is permitted [5] (henceforth: consumers) were retrieved to be included in our risk assess-
ment, out of a total of 4532 participants in the HNNHS (henceforth: general population).
The population enrolled was primarily classified in age groups following the clustering
suggested by EFSA [29]. For better power of statistical analysis, infants (<11 months, n = 1)
and toddlers (<3 years, n = 14) were moved to the upper class of other children (3-9 years)
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and were all grouped as children (0-9 years), and individuals >65 years old were not
further divided as elderly (65-74 years) and very elderly (>75 years). Even after further
subgrouping of adults aged 18-64 years, the size of all age groups was large enough for the
calculation of the 95th percentile of exposure (N > 60) [29]. The age classification finally
adopted included children: 0-9 years, adolescents: 10-17 years, young adults: 18-30 years,
adults: 31-50 years, older adults: 51-64 years and elderly: >65 years. Misreporters, defined
as individuals reporting energy intake <500 and >6000 kcal/day (N = 15, 3 under-reporters
and 12 over-reporters) were also included, as recommended by EFSA to always use a
conservative approach [30,31].

e  Processed meat consumption frequency

For 1890 (87.8%) participants, the dietary intakes were collected by two non-sequential
24 h recalls. The 24 h recall techniques have been described in detail elsewhere [27]. The
remaining 12.2% of participants (N = 262) took part in the dietary survey for only one day.
Individuals that supply data for one dietary recall are typically excluded from chronic
exposure assessments, since at least two survey days per subject are normally required [29].
To overcome this and adjust for the quantity of the processed meat consumed over time, the
frequency of consumption of processed meat or meat containing dishes during a 24 h recall,
as provided in validated Food Propensity Questionnaires (FPQs), was used. “Never”,
“less than once a month”, “1-3 times per month”, “once a week”, “2—4 times a week”,
“5-6 times a week”, “every day”, “2-3 times a day”, “4-5 times a day”, “5-6 times a
day” were among the options in the FPQs. Thus, all consumers were included and any
processed meat consumption, whether whole or in mixed dishes/recipes, was evaluated.
The frequency of consumption was converted to servings per day by dividing the mean
of the stated frequencies by the overall number of days (for instance, for a frequency of
1-3 times per month, the mean was 2 times per month and was divided by 30 to result
in 0.067 servings per day). To acquire a relative intake over time and reduce variability,
this value was multiplied by all participants” individual processed meat-eating events (in
grams). Individuals who replied “never” in the FPQs but had records of processed meat
consumption were additionally assigned to appropriate consumption frequencies.

2.2.2. Occurrence Data

e  Food groups classification

Processed meat products in which the use of nitrite and nitrate is authorized [5], as well
as dishes/recipes containing those, were selected from HNNHS. Composite dishes/recipes
were broken down to their components and then all products were classified in processed
meat categories according to food classification and description system FoodEx2 [32], in
order to consequently attribute the legislative MPLs and identify the major contributors.

Overall, 17 FoodEx2 food groups were considered in the present exposure assessment,
based on their basic term codes. They were subsequently summed up into 4 broader
food groups, including subcategories where needed, such as pork meat (bacon, ham,
other), poultry meat (chicken, turkey), sausages and meat specialties. Pork and poultry
meat together fall under the broader FoodEx category of preserved meat. The unique
foods and composite dishes/recipes from HNNHS considered are listed in Table S1 of
the Supplementary Materials per food group. Processed meats were more frequently
consumed as part of mixed dishes and recipes (75.1%), mainly in toasts/sandwiches (44.2%)
and pizzas (14.2%), as can be seen in Table S2.

The European Commission and EFSA suggest using a stepwise procedure to estimate
additive intakes and among the recommended Tiers; the second one, known as the regula-
tory maximum level exposure assessment scenario (Tier 2), was used in this study since it
links actual national food consumption data and MPLs [33,34].

e  Maximum Permitted Limits (MPLs)

Nitrite and nitrate were assumed to be present in processed meat products at a con-
centration level equal to their legislative MPLs [5]. To attribute MPLs, FoodEx2 categories
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were matched with food categories of Regulation (EC) 1333/2008, following the mapping
conducted by EFSA [35]. The food groups with their corresponding MPLs used in our
assessment are listed in Table S3 of the Supplementary Materials.

e  Estimated nitrite and nitrate intake

Individual processed meat intakes per FoodEx2 category, as adjusted before with
frequencies of consumption and after being converted in kg, were multiplied with corre-
sponding MPLs (mg/kg), resulting in nitrite and/or nitrate intakes (in mg) per individual
and eating event. The total nitrite and nitrate intake per participant were determined,
averaged in case of two days of recall, and divided by individual body weight in order to
acquire the quantified dietary exposure of nitrite and nitrate, separately, for each subject in
the study in mg/kg bw/day [13].

Some aspects about dietary nitrate exposure from processed meat products were
further considered. The nitrate intake when used as a food additive was estimated by EFSA,
using the refined scenario, and it was found to be less than 5% of the overall dietary nitrate
intake [13]. Generally, the nitrate intake is much higher from vegetables and vegetable
products than from additive sources [36]; thus, the in vivo converted amount is hardly
taken into consideration when dietary exposure to nitrite and nitrate through processed
foods is studied [20]. Furthermore, the toxicity of nitrate is determined by its conversion
to nitrite and potential endogenous nitrosation and only when nitrate is ingested at its
ADI level of 3.7 mg/kg bw/day, the in vivo nitrate-to-nitrite conversion in the human
body may result in an exposure of significantly above the ADI for nitrite [1]. Finally, the
nitrate-to-nitrite conversion factor uncertainty has been discussed previously [37].

The highly conservative Tier 2 approach used in our study revealed a null median
nitrate intake from processed meat products among Greeks (Table S4), both in the general
population and in consumers. Even at the 95th percentile, the intake was 0.003 mg/kg
bw/day for the general population and 0.012 mg/kg bw/day for consumers, which is well
below the ADI of 3.7 mg/kg bw/day, suggesting that there is no risk for surpassing the
ADI of nitrite from the in vivo conversion of nitrate-to-nitrite in the human body. Despite
the low dietary nitrate exposure estimated, its conversion to nitrite (in mg) was further
considered in order to account for the co-exposure of nitrite and nitrate intake, by exploring
the following three different conversion factors: 1% and 9% suggested by EFSA as the lower
and higher nitrate-to-nitrite conversion in the body [13] and 2.3% as a median conversion
factor used in research before [37]. The nitrate-to-nitrite conversion (mg) was then added to
the direct intake of nitrite and total nitrite intake was assessed for each subject by dividing
by individual body weight.

As expected, differences between estimates were negligible (Table 54). Additionally,
the highest conversion factor of 9% better serves the worst case scenario, already adopted
with the maximum regulatory exposure assessment scenario used to assess exposure. Thus,
the co-exposure of daily intake of nitrite and nitrate from processed meat products as
determined by applying the 9% nitrate-to-nitrite conversion factor—hereafter also referred
to as total nitrite intake—was further used to analyze, present, and discuss data in this study.

e  Estimated food groups contribution to daily total nitrite intake

To calculate how much each food group contributes to the daily total nitrite exposure
from processed meats, the following formula was used: (Total exposure per food group per
day/Total exposure per day) x 100. This contribution was also estimated per age group in
total (Total exposure per food group per day per age group/Total exposure per day) x 100
and among consumers of the same age group: (Total exposure per food group per day per
age group/Total exposure per day in the reference age group) x 100.

2.3. Risk Characterization

The total nitrite intake exposure levels estimated were compared with the ADI value of
nitrite (0.07 mg/kg bw/day), to identify the subgroups or extreme consumers that might be
at risk of exceeding the ADI and which may have adverse impacts on their health. Dietary
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nitrite exposures were also reported as a percentage contribution to ADI [12], and if the
percentage was less than 100% it was concluded that there was no risk from exposure to
the additive.

2.4. Other Parameters

Trained health professionals interviewed participants to obtain sociodemographic and
anthropometric data, gathering information on age, gender, and educational level. The
educational level was divided into the following three categories: up to 6 years of schooling,
12 years of schooling and higher education (including colleges). Smoking patterns and
levels of physical activity were also evaluated. Individuals were categorized as ex-smokers
if they had been at least 30 days smoke free, smokers, or never-smokers. Physical activity
(PA) was defined according to the International Physical Activity Questionnaire (IPAQ),
as per the calculation guidelines [38]. Sedentary status was assigned to people who
scored below the light activity level. Body Mass Index (BMI) was calculated using the
measurements of weight (kg) and height (m), using the following formula: weight/height?
(kg/m?). Weight status was categorized as healthy weight < 25 kg/m?, 25 < overweight
<30kg/ m2, and obese > 30 kg/ m?2. Children and adolescents were classified using the
extended International Obesity Task Force (IOTF) tables [39]. Total fat, trans fatty acid
(TFA) and saturated fat acid (SFA) intakes had been estimated before, as % of total energy
intakes [40]. Sodium intake was categorized per approximately 800 mg intake as <1500,
>1500 and <2300 and >2300. Adherence to the Mediterranean diet was evaluated using
the MedDiet score, ranging from 0 to 55 [41]. The variable was dichotomized to two final
MedDiet categories, <23 and >23 for low and high adherence, respectively, based on the
median value of the population, since it has been shown that for every 11-unit rise in Med
Diet score, there was a 37% odds decrease in acute coronary event [42].

2.5. Statistical Analysis

Baseline variables were stratified based on participants’ level of total nitrite intake, of
below or above the ADI of 0.07 mg/kg bw/day of nitrite, to assess significant differences.
Continuous variables were presented as mean (standard deviation-sd) when normally
distributed and as median (Interquartile Range-IQR: 25th percentile, 75th percentile) for
skewed distributions. Categorical variables were presented as frequencies. The nonpara-
metric Kruskall-Wallis rank sum and ANOVA test were employed to test group differences
for skewed and continuous variables, respectively. For categorical variables, chi square
testing was conducted. A p-value < 0.05 was considered statistically significant. Where
significant differences were identified, the variables were entered into a logistic regression
model to account for potential confounding. Variables considered in the logistic regression
were age group, sex, weight, employment status, total energy intake, sodium intake cate-
gory and MedDiet category. Missing age, weight and frequency of consumption data were
imputed. All data statistical analyses were carried out using the STATA 13.0 (StataCorp,
College Station, TX, USA) statistical software.

3. Results

Median total nitrite intake from processed meat products was found to be 0.007 (0.003,
0.02) mg/kg bw/day, accounting for 10% (4.3%, 28.6%) of the ADI of 0.07 mg/kg bw/day
for nitrite. Table S5 presents the distribution of daily nitrite intake in mg/kg bw/day and
as a percentage of the AD], in total and per age group and sex for consumers only, which
ranged from 0.003 (0.001, 0.007) mg/kg bw/day in the elderly (>6 ears) to 0.02 (0.008,
0.042) mg/kg bw/day in children (0-9 years). The results are summarized in Table 1.
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Table 1. Summary of dietary exposure to nitrite from processed meat products (in mg/kg bw/day
and as % of ADI).

Dietary Exposure to Nitrite

Age Group Median Mean 95th Percentile
mg/kg bw/day % ADI 1 mg/kg bw/day % ADI mg/kg bw/day % ADI

Minors (<18 years) 2 0.014 14.3 0.030 429 0.126 180.0
Children 0-9 years 0.02 28.6 0.038 54.3 0.173 247.1
Adolescents 10-17 years 0.01 14.3 0.022 314 0.076 108.6
Adults (>18 years) 3 0.007 10.0 0.021 30.0 0.078 111.4
Young adults 18-30 years 0.008 11.4 0.025 35.7 0.087 124.3
Adults 31-50 years 0.007 10 0.020 28.6 0.079 112.9

Older adults 51-64 years 0.004 5.7 0.014 20.0 0.056 80
The elderly >65 years 0.003 43 0.008 114 0.048 68.6
Total 0.007 10 0.022 314 0.173 118.6

1 ADIL: Acceptable Daily Intake.

Figure 1 shows that ADI was surpassed in most of the age groups and in total (118.6%
of the ADI), when daily intake was estimated at the 95th percentile. Specifically, all females
up to 30 years and all males up to 64 years old surpassed it. Additionally, nitrite exposure
estimated for children 0-9 years exceeded the ADI already at the 90th percentile for both
sexes (115.7% of the ADI for girls and 164.3% of the ADI for boys).

= 0.18
o
E 0.16
w 0.14
B 012
go
e 01
£ o008
£ 006
2 0.04
8 0.02
0 u - - - - [ | - - - - ‘ | - - - -
= = = = = = = = = = = = = = = = = =
2 s 8 2 3% 8 2 = 2 & 3 8 7T =S 8 3 ¥ 8
e d : 4 L e 4 s L L e 44 L LR
e 2 2 8 8 £ ¢ 2 2 8 8B <L ¢ & & 8 1 <
& § £ 2 % 8 &6 § % % § 8 & § 3 % % 8
< ) = 3 oo 5 3 oo 5
S 3 e 3 5 ke 3 5 b
< 2 o < 29 o < 9 o
Females Males Total
— p25 pSO  mEmEEE p75 SN pO0 EEEEEE P95 == == ADI

Figure 1. Distribution of daily total nitrite intake (mg/kg bw/day) by sex and age group, in compari-
son to ADI of 0.07 mg/kg bw/day for nitrite.

The main characteristics and baseline variables differences stratified by level of intake
(above and below the ADI of 0.07 mg/kg bw/day) of the population studied are summa-
rized in Table 2. A total of 6.6% (N = 143) of consumers exceeded the ADI of nitrite from
the ingestion of processed meat products only (3.2% of the general population). When
over consumers (total energy > 6000 kcal/day, N = 12) were excluded, the proportion of
those exceeding the ADI was estimated to be 6.5% (N = 138), hence the results did not
differ. Among those exceeding the ADI, young adults aged 18-30 years had the highest

100



Int. |. Environ. Res. Public Health 2022, 19, 12800

7 of 15

proportion (37.1%), followed by adults aged 31-50 years (28%) and children aged 0-9 years
(20.3%). Overall, more males exceeded the ADI (60.8%) than females (39.2%). Significant
differences were found in age and age groups, sex, weight, employment status, total energy
intake, total sodium intake (in both mg and category) and in MedDiet score and category.
The area of residence, marital status, education level, smoking status, physical activity
level and total fat, TFA and SFA intakes, and BMI/weight status of children only did not
significantly differ. The BMI of adults significantly differed by ADI levels of intake, but this
was not significant by weight status.

Table 2. Baseline variables of the participants by level of intake (above and below ADI of 0.07 mg/kg

bw/day).
. 1 Total Below ADI Above ADI p-Value
Variable o o 2
N =2152 N = 2009 (93.4%) N =143 (6.6%) (by Intake Level)
Age(years), median (IQR) 29 (21, 42) 29 (21, 42) 26 (15, 36) <0.001
Age group (years), n (%) <0.001
Children (0-9) 190 (8.8) 161 (8.0) 29 (20.3)
Adolescents (10-17) 188 (8.7) 176 (8.8) 12 (8.4)
Young adults (18-30) 782 (36.4) 729 (36.3) 53 (37.0)
Adults (31-50) 664 (30.9) 624 (31.0) 40 (28.0)
Older adults (51-64) 211 (9.8) 203 (10.1) 8 (5.6)
Elderly (>=65) 117 (5.4) 116 (5.8) 1(07)
Sex, n (%) <0.001
Females 1144 (53.3) 1088 (54.4) 56 (39.2)
Males 1001 (46.7) 914 (45.6) 87 (60.8)
Weight (kg), mean (sd) 67.9 (20.7) 68.2 (20.4) 62.9 (24.2) <0.05
Area of residence, 1 (%) 0.215
Attiki and Thessaloniki 1429 (67.0) 1335 (67.1) 94 (66.7)
Islands (including Crete) 219 (10.3) 199 (10.0) 20 (14.2)
Mainland 483 (22.7) 456 (22.9) 27 (19.1)
Marital status 3, n (%) 0.165
Divorced/Separated /Widowed/Single 1044 (62.0) 980 (61.6) 64 (68.8)
Married /Cohabiting 639 (38.0) 610 (38.4) 29 (31.2)
Education level 3, 1 (%) 0.146
Up to 6 years of school 88 (5.1) 87 (5.3) 1(1.1)
12 years of school 661 (38.4) 626 (38.5) 35 (36.8)
Higher education (including colleges) 974 (56.5) 915 (56.2) 59 (62.1)
Employment status 3, 1 (%) 0.034
Unemployed 535 (31.0) 507 (31.1) 28 (29.2)
Employed 1009 (58.5) 944 (58.0) 65 (67.7)
Pension 180 (10.5) 177 (10.9) 3(3.1)
Smoking status 3, 1 (%) 0.119
Never smoker 847 (48.1) 801 (48.3) 46 (45.1)
Current smoker 656 (37.3) 622 (37.5) 34 (33.3)
Ex-smoker 257 (14.6) 235 (14.2) 22 (21.6)
Physical activity status >*, 1 (%) 0.930
Low 255 (15.5) 239 (15.3) 16 (17.2)
Moderate 624 (37.8) 588 (37.8) 36 (38.7)
Sedentary 101 (6.1) 95 (6.1) 6 (6.5)
Very 670 (40.6) 635 (40.8) 35 (37.6)
. . 1917.8 1894.4 2249.9
Total energy intake (kcal/day), median (IQR) (14431, 2518 5) (14337, 2493 3) (1639.6, 3357 4) <0.001
Total fat intake (%energy) 3, mean (sd) 38.1(9.5) 38.0 (9.5) 39.6 (9.5) 0.1246
Total TFA intake (%energy) 3, median (IQR) 0.6 (0.4,0.8) 0.5(0.4,0.8) 0.6 (0.4,0.8) 0.3107
Total SFA intake (%energy) 3, mean (sd) 13.4 (4.0) 13.4 (4.0) 13.9 (4.0) 0.2235
Total sodium intake (mg), mean (sd) 2303 (690.1) 2276.3 (666.2) 2770.3 (906.1) <0.001
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Table 2. Cont.

Variable ! Total Below ADI Above ADI p-Value
ariable N = 2152 N = 2009 (93.4%) N = 143 (6.6%) (by Intake Level) 2
Sodium intake 3, 1 (%) <0.001
<1500 104 (6.4) 103 (6.7) 1(1.1)
>=1500 and <2300 851 (52.3) 816 (53.1) 35 (38.5)
>=2300 673 (41.3) 618 (40.2) 55 (60.4)
BMI adults(kg/m?) 3° mean (sd) 24.0 (5.2) 24.0 (5.2) 23.0 (5.1) 0.020
BMI adults categories 35 1 (%) 0.488
Healthy weight 977 (56.6) 921 (56.6) 56 (57.1)
Overweight 507 (29.4) 475 (29.2) 32(32.7)
Obese 241 (14.0) 231 (14.2) 10 (10.2)
BMI children ¢, mean (sd) 18.8 (4.2) 18.9 (4.3) 18.1 (3.8) 0.2680
BMI children categories 5%, 1 (%) 0.602
Healthy weight 332(92.2) 293 (91.8) 39 (95.1)
Overweight 21 (5.8) 19 (6.0) 2 (4.9)
Obese 7 (2.0) 7(2.2) 0(0)
MedDiet score 3, mean (sd) 27.0 (6.4) 27.1(6.3) 25.0 (6.5) <0.05
MedDiet category 3, 1 (%) <0.05
MD < 23 373 (22.9) 341 (22.2) 32(35.2)
MD >=23 1255 (77.1) 1196 (77.8) 59 (64.8)

! Continuous variables were presented as mean and standard deviation (sd) when normally distributed and
median and interquartile range (IQR: 25th percentile, 75th percentile) when skewed. Categorical variables were
presented as frequencies. 2 Group differences were tested using chi square test for proportions and Kruskall-Wallis
rank sum or ANOVA test depending on data distribution. Level of significance was set at alpha = 5%. 3 Adults
only. 4 Physical activity (PA) was defined according to the International Physical Activity Questionnaire (IPAQ).
5 Body Mass Index (BMI) was calculated from measurements of weight (kg) and height (m): weight/height?
(kg/m?). Weight status was categorized as healthy weight <25 kg/m, 25 < overweight < 30 kg/m?, and obese >
30 kg/m?. Children and adolescents were classified using the extended International Obesity Task Force (IOTF)
tables [39]. ¢ Children only.

Alogistic regression model was used to assess the likelihood of consuming total nitrite
from processed meats above the ADI (Table S6). The results revealed that high adherence
to Mediterranean diet (MedDiet score > 23) significantly decreased the odds of exceeding
the ADI of nitrite from the consumption of processed meat products (OR: 0.6, 95% CI:
0.36-0.90). Among the consumers of processed meat products in our study, 54.3% reported
a frequency of consumption of once a week and 22.9% reported a frequency of 1 to 3 times
per month. Among those with an intake of total nitrite exceeding the ADI, however, 39.2%
consumed processed meat products 2 to 4 times a week, 19.6% consumed them every day,
16.8% from 5 to 6 times a week and a 12.6% from 2 to 3 times a day (Table S7).

Figure 2 depicts individuals (%) that exceeded the ADI per sex and age group over
total number of exceeders (N = 143) as well as over the total number of participants of the
same age group (the data are presented in detail in Table S8). Specifically, 15.3% (N = 29) of
children aged 0-9 years that participated in the study (N = 190) were found to exceed the
ADI, with a higher proportion of males over females (18.1% and 11.8%, respectively).
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Figure 2. Proportion of the population per age group that exceeds the ADI of 0.07 mg/kg bw/day
for nitrite in total exceeders and within the same age group.

The major contributors to total nitrite exposure, when based on FoodEx2 groups classi-
fication, was by far A023T-Cooked Turkey Meat (26.83%), followed by AOEYP-Preserved or
partly preserved sausages (18.23%), A023H-Cooked cured (or seasoned) pork meat (17.56%)
and A022T-Ham pork (13.04%) (Figure S1 in the Supplementary Materials). When FoodEx2
groups were divided into broader food groups, as already presented in Table S1, products
from pork meat in general, including ham, bacon and other pork meats, contributed the
most to nitrite exposure (41.53%), in relation to poultry meat products (34.39%), sausages
(23.82%) and meat specialties (0.26%) (Table S9). Nitrite exposure from poultry meat was
primarily due to turkey meat (32.7% of the total 34.4%), whereas exposure from pork meat
was primarily due to non-specific products (20.4%) and ham (17.7%). Figure 3 depicts the
contribution (%) of different food groups to the total nitrite intake among consumers of
the same age group. As it shows, processed pork meat was the major contributor for all
age groups, with the exception of young adults aged 18-30 years, where poultry meat
slightly outperformed (39.1% vs. 38.2% for pork meat), and the elderly (65+ years), where
pork meat and sausages were found to contribute equally to total nitrite exposure, at 39.6%
and 39.4%, respectively. Moreover, pork meat products were by far the major contributors
in children aged 0-9 years (51.9%), with unclassified pork meat contributing the most
(25.7%), followed by ham (21.8%). Poultry meat was the second source of nitrite intake
in children, with turkey meat accounting for 25.9% of total nitrite intake among children.
For adolescents aged 10-17 years, the processed meat that contributed the most to nitrite
exposure was pork (39.5%), with ham accounting for 18.1%, but sausages contributed
to 30.9% of consumption and poultry meat, primarily turkey (29.5%) also contributed
significantly and by about the same level. Young adults aged 18-30 years ingested more
nitrite from poultry meat (39.1%, with turkey contributing 37.4%) and pork meat (38.2%),
with ham contributing 17.2%, while pork meat was by far the major contributor in adults
aged 31-50 years old (40.5%) and in older adults aged 51-64 years (46.8%), followed by
poultry meat (35.28%) and sausages (30.94%), respectively.
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Figure 3. Main processed meat food groups contributing to total nitrite intake among consumers of
the same age group.

4. Discussion

The findings of this study indicate that a considerable proportion of Greek consumers
(6.6%) may be at risk, as their consumption of nitrite and nitrate (assessed as nitrite
equivalent) already exceeded the ADI via ingestion of processed meats only. The risk
seems to be higher among children aged 0-9 years, since 15.3% of participants exceeded the
ADI, compared to 6.4% in adolescents and 5.7% in adults, a proportion that corresponds to

160.625 children based on the latest data provided by the Hellenic Statistical Authority [43].

The major food groups contributing to total nitrite intake were processed products from
meat of pork and turkey, most frequently consumed as part of mixed dishes (mainly in
toasts, sandwiches and pizzas).

Due to differences in the design of the studies estimating the nitrate and nitrite intakes
from processed meat products that have been conducted at EU level [12] and in other
countries [16-24] (such as additive evaluations, sources of intake, occurrence data, age
groupings, dietary assessment methodologies, conversion factors utilized, and more), the
results are quite difficult to compare. Children aged 3 to 9 years in the EU were found to
have a mean dietary exposure to nitrites from their use solely as food additives ranging from
0.03 to 0.027 mg/kg bw/day [12]. For this estimate, a sample of 838 children from the Greek
island of Crete was included, whose nitrite intake in Tier2 ranged from 0.03 to 0.15, similar
to the 0.038 (0.055) mg/kg bw/day found in the present study. The proportion of children
exceeding the ADI among children 0-9 years in this study (15.3%) was higher than that
of Serbian children < 9 years old (9.33%) [23], Estonian children 1-6 years (3.1%) [24] and
Swedish children aged 4, 8-9 and 11-12 years old (0.1%) [44]. Based on the aforementioned
studies, mean intakes as % of ADI were 40.0% for Serbian children, 21.9% and 22.9%
among Estonian children 12-35 months and 3-10 years, respectively, and 10% for Swedish
children, versus the higher 54.3% found for Greek children aged 0-9 years. In comparison
to the median of 0.02 mg/kg bw/day and mean of 0.038 mg/kg bw/day for children aged
0-9 years in our study, median nitrite intakes of 0.016, 0.040, and 0.033 mg/kg bw/day
were found for children aged 1, 3, and 6 years old in Finland [20] and mean intakes of
0.110-0.521 mg/kg bw/day for children in Sudan [21]. The daily intake of nitrite for
adults was estimated to be in the range of 0.027-0.130 mg/kg bw/day in Sudan [21] and
0.038-0.063 mg/kg bw/day for adults and older children aged 4-18 years in the UK [18], in

104



Int. |. Environ. Res. Public Health 2022, 19, 12800 11 of 15

comparison to 0.02 and 0.03 mg/kg bw/day for adults and minors (<18 years) in our study.
Finally, the average daily intake of nitrite was 6% of ADI in a Belgian population >15 years
old (source: processed meat products) [17] and 75.9% for an Austrian adult population
(source: meat products and drinking water) [45], compared with 28.6% of Greek adult
participants in our study (source: processed meat products). Additionally, preserved meat
was found to contribute considerably more to nitrite ingestion in children (81.1%) in our
study than in EFSA’s estimate based on the participants from the Greek island of Crete
(48.7%), with sausages contributing 17.8% against the 51.3% projected by EFSA. Those
differences may be due to the fact that the sample used by EFSA was not representative of
the Greek child population. Additionally, the children were aged 3-9 years old, whereas
infants and toddlers (0-3 years, N = 15) were also included in the present study. Therefore,
the outcomes cannot be compared with precision. Finally, major contributors were minced
cooked sausages and canned meat for Serbian children [23] and whole muscle meat cured
in brine (54%) and cured, cooked sausages (45%) for the U.S. population >2 years [22].

Our study had strengths as well as limitations. As far as we know, this is the first study
to use a nationally representative sample to evaluate the nitrite and nitrate intake from
processed meat products. The survey-specific FPQs were utilized to adjust for the quantity
of processed meat ingested over time. The possible effect of the endogenous conversion
of nitrate to nitrite was investigated and the higher 9% conversion factor suggested by
EFSA was used [12] in order to securely assess the maximum possible risk for consumers,
although the in vivo converted amount is rarely taken into consideration when dietary
exposure to nitrite and nitrate through processed foods is studied [20]. As already indicated
by experts, in order to achieve consistency and thus more reliable nitrite exposure estimates,
the conversion factor has to be defined more accurately [46,47].

Uncertainties in the exposure assessment of nitrite and nitrate intake from processed
meat products have been summarized in Table 510, according to the relevant guidance
provided by EFSA [48]. The lack of national data on the use and occurrence of nitrite
and nitrate salts in processed meat products posed a limitation to this study. The regu-
latory scenario used is considered the worst case scenario, as it tends to systematically
overestimate current intakes [48]; overall, our results could be an overestimation of nitrite
ingested from processed meat, and therefore, a more refined assessment may be required.
However, the European Commission that suggests using a stepwise procedure to estimate
the additive intakes [33], with Tier 3 (based on individual food consumption data and
measured data on additives occurrence) to be performed only when Tier 2 is exceeded [49].
Given the difficulty in obtaining accurate concentration data, it has also been suggested
to combine the actual national food consumption data with the MPL when the additive is
listed in the label of the food product (Tier 2a) [50]. Additionally, EFSA identifies the fact
that the compounds could also be used at levels higher than permitted in the legislation as
an extrapolation uncertainty affecting the estimation of additives [48]. Furthermore, the
reported levels of nitrite and nitrate usage in meat products, as provided by European
industry [12,13] were equal to the MPLs, with the exception of E250 when used solely as
a flavor enhancer [13]; a detail that could not be taken into account in this study as such
detailed information was not provided.

Some other methodological limitations include the challenge in FoodEx2 codification
and mapping with the categories outlined in the legislation [5], as thorough meat product
classification may have not been permitted by the information available in the survey. This
challenge is also indicated by EFSA, as restrictions/exceptions in the regulation could
not be taken under consideration in similar projects [12,35]. Finally, residual levels might
be affected by the processing time and temperature, the primary additive dosage, pH,
the addition of ascorbate and/or other antioxidant components, and the existence of
microorganisms, resulting in a continuous reduction during storage [51]. These factors
could not be considered in this risk assessment, as no relevant data were available.

EFSA concluded that that the ADI would be surpassed at the EU level if all dietary
nitrite sources were taken into account at the mean in infants, toddlers and children and
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at the highest exposure for all age groups [12]. Nitrate intake was also suggested to be
exceeded for all age groups at the mean and highest percentiles if all sources of dietary
intake (food additives, natural presence and contaminants) were assessed [13]. Other
national studies have already evaluated the contribution from the conversion of dietary
nitrate to nitrite in various foods, especially vegetables and fruits [19,45], although a direct
link between nitrate and nitrite intake from vegetables and fruits and adverse health effects
has not been identified [7]. Further research may be restricted by the lack of national data
on the concentration of nitrite and nitrate in a number of food categories where these
compounds are present as naturally occurring species (vegetable/fruits) or contaminants
(drinking water). Surveillance data could allow this uncertainty of over/underestimation
to be quantified; therefore, regulatory authorities could plan and maintain a system to
monitor the content of nitrite and nitrate in products in which these compounds may occur
naturally, as contaminants or additives, within a risk-based approach with appropriate
frequency.

Finally, our outcomes are in accordance with the Scientific Committee on Food (SCF)
of the European Union that specifically recommended that the subpopulation of children
be given special attention, because of their higher ingestion levels relative to their body
weight [33]. Increasing public knowledge of the potentially harmful consequences of nitrite
and nitrate in processed meats could result in a change in dietary preferences and habits
among Greeks, particularly in children and their caretakers. Moreover, the actual nitrite
consumption from processed meat products might depend on the type of meat, since
chicken products have been suggested to have higher residual nitrite levels than pork
and beef products [44]. This could result in an elevated nitrite exposure in consumers
switching from consuming processed red meat to white meat products [19] given the
public’s perception of poultry meat as being healthier, and could be also considered in
future studies and dietary guidelines. If diet habits keep changing, deviating from the
Mediterranean diet, and processed meat consumption keeps rising, the intake may increase
beyond even higher levels; thus, the idea of the food industry shifting toward using
healthier, “greener” preservation technologies is generally supported.

5. Conclusions

The median nitrite and nitrate intake from processed meat products, estimated as
nitrite equivalent, revealed that a significant proportion of Greek consumers were at risk
of exceeding the ADI for nitrite from the consumption of processed meat alone, mainly
that of processed products from pork and turkey meat consumed as part of mixed dishes
(more frequently on toast, sandwiches, and pizza). Special attention should be given
to children aged 0-9 years, who had by far the highest proportion of exceeders among
them. Considering the cumulative impact of chronic exposure to additional dietary sources
of nitrite and nitrate, these results are alarmingly high and could indicate the need for
competent authorities to establish relevant educational campaigns aiming to raise public
awareness of the potential adverse health effects of nitrite and nitrate found in processed
meat. Public awareness creates indirect pressure on the food industry and could effectively
lead to the decrease in or even elimination of these compounds. Other techniques that will
adequately support food safety may be developed to replace these additives. Furthermore,
competent authorities should develop and maintain a monitoring plan for the nitrite and
nitrate content of various products in the Greek market. Future research could assess
the nitrite and nitrate dietary intakes using refined occurrence data. Finally, potential
associations of dietary intakes of nitrite and nitrate with adverse health effects other than
cancer, in total but especially for those at risk, could be explored if relevant data are made
available.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/ijerph191912800/s1, Table S1: Food groups and items (including
composite disks and recipes) involved in the exposure assessment; Table S2: Frequency of processed
meat products and mixed dishes/recipes containing processed meat products in HNNHS; Table S3:
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Concentrations levels of nitrite (E 249-250) and nitrate (E 251-252) used in the regulatory maximum
level scenario (mg/kg); Table S4: Dietary daily intakes of nitrate, nitrite and combined nitrite and
nitrate via processed meat products using different nitrate-to-nitrite conversion factors (a) for general
population and (b) for consumers only; Table S5: Distribution of daily nitrite intake (in mg/kg
bw/day and as % of ADI), estimated in total and per sex and age group for consumers only; Table S6:
Likelihood of exceeding ADI of nitrite from total nitrite intake from processed meat products; Table
S7: Proportion of population per frequency of consumption of processed meat products, as reported
in HNNHS, among (a) consumers and (b) consumers with total nitrite intake exceeding the ADI of
0.07 mg/kw bw/day; Table S8: Consumers with total nitrite intake from processed meat products
above the ADI of nitrite (0.07 mg/kg bw/day) per sex and age group in number of individuals (),
as a percentage of individuals of the same age group [a = (n/N) x 100] and as a percentage of total
number of individuals exceeding ADI (n = 143) [b = (1/143)*100]; Figure S1: Main FoodEx2 group
contribution to total nitrite intake among processed meat products; Table S9: Contribution (%) of
meat type and FoodEx2 food groups to total nitrite exposure per age group; Table S10. Qualitative
evaluation of influence of uncertainties on the dietary exposure estimated.
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Table S1. Food groups and items (including composite disks and recipes) involved in the exposure assessment.

FOODEX Category
Food group (if different than FOODEX Category)
Food subgroup (if any)
x. FoodEx2 Code & Term
HNNHS Foods
PRESERVED MEAT
Pork Meat
Pork meat, Bacon
1. A022X Bacon

Caesar salad

Cheese soufflé
Processed meat products, bacon
Crepes
Hamburger
Lasagna soufflé
Omelet
Pasta au gratin
Pasta carbonara
Peinirli (“pizza boat”)
Pizza
Potatoes au gratin
Sandwich
Soup
Tart
Toast

Pork meat, Ham

2. A022T Ham, pork
Caesar salad
Cheese soufflé
Chef salad
Chicken with ham
Processed meat products, ham
Crepes
Croissant
Lasagna soufflé
Omelet
Pasta au gratin
Peinirli (“pizza boat”)
Pie
Pizza
Sandwich
Toast
Tortilla sandwich

3. A023K Cooked pork ham

Caesar salad
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FOODEX Category
Food group (if different than FOODEX Category)
Food subgroup (if any)
x. FoodEx2 Code & Term
HNNHS Foods

Chef salad
Processed meat products, ham
Crepes
Lasagna soufflé
Peinirli (“pizza boat”)
Pie
Pizza
Sandwich
Pork meat, other
4. A022S Cured seasoned pork meat
Caesar salad
Chef salad
Crepes
Pasta au gratin
Pie
Pizza
Sandwich
Processed meat products
Processed meat products, prosciutto
Toast
Meat preserved with salt, “apaki”
Meat preserved with salt, pork
5. A023H Cooked cured (or seasoned) pork meat
Processed meat products
Toast
Tortilla sandwich
Pizza
Sandwich
Processed meat products, prosciutto

Crepes

Poultry meat

Poultry meat, Chicken
6. A023S Cooked cured (or seasoned) poultry meat
Processed meat products, chicken
Sandwich
Toast
7. A023X Cooked other poultry meat
Processed meat products, chicken
Poultry meat, Turkey
8. AO023E Cured seasoned poultry meat
Processed meat products, turkey

Pasta carbonara
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FOODEX Category
Food group (if different than FOODEX Category)
Food subgroup (if any)
x. FoodEx2 Code & Term
HNNHS Foods

Sandwich
Toast
9. A023T Cooked turkey meat
Processed meat products, turkey
Crepes
Croissant
Omelet
Pasta carbonara
Pizza
Salad
Sandwich
Toast
Tomato sauce
Tortilla sandwich

SAUSAGES

10. AOEYP Preserved or partly preserved sausages
Beans
Peinirli (“pizza boat”)
Pie
Piroshky
Pizza
Sandwich
Sausage
Sausage, breakfast type
“Spetsofai” (Sausages with peppers)
Tomato sauce
Sausage, soutzouki
Sausage, turkey
Sausage, tzoumagias-type
Sausage, village type
Toast
Sausage, cocktail-type
11. A025C Chorizo and similar
Paella
12. A026B Frankfurt-type sausage
Hot dog
Sandwich
Sausage, Frankfurt
Tomato sauce
13. A025Q Mortadella-type sausage
Processed meat products, mortadella
Sandwich
Toast
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FOODEX Category
Food group (if different than FOODEX Category)
Food subgroup (if any)
x. FoodEx2 Code & Term
HNNHS Foods

14. A025B Pepperoni/paprika-type sausage
Pizza
15. A024X Salami-type sausage
Processed meat products, air-dried salami
Processed meat products, Hellenic-type salami
Processed meat products, salami
Processed meat products, salami Hungarian type
Omelet
Pizza
Sandwich
Sausage, beer salami
Sausage, salami
Souvlaki

Toast

MEAT SPECIALTIES

16. A026M Liver based spreadable-textured specialties
Pate and meat pastes, pate, duck liver
Pate and meat pastes, pate, other poultry liver

17. A026Q Pate, chicken liver

Pate and meat pastes, pate, chicken liver
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Table S2. Frequency of processed meat products and mixed dishes/recipes containing processed meat products in

HNNHS.

Foods/Mixed Dishes/Recipes

Frequency in HNNHS (%)

Foods 24.91%
Processed meat products 1.85%
Processed meat products, turkey 10.92%
Processed meat products, air-dried salami 0.87%
Processed meat products, bacon 0.34%
Processed meat products, chicken 1.08%
Processed meat products, ham 4.35%
Processed meat products, Hellenic salami 0.08%
Processed meat products, loin 0.44%
Processed meat products, mortadella 0.36%
Processed meat products, prosciutto 0.20%
Processed meat products, salami 0.03%
Processed meat products, salami Hungarian type 0.08%
Pate and meat pastes, pate, chicken liver 0.08%
Pate and meat pastes, pate, duck liver 0.03%
Pate and meat pastes, pate, other poultry liver 0.06%
Meat preserved with salt, “apaki” 0.11%
Meat preserved with salt, pork 0.06%
Sausages 1.65%
Sausage, beer salami 0.06%
Sausage, breakfast type 0.03%
Sausage, cocktail 0.08%
Sausage, Frankfurt 0.08%
Sausage, salami 0.08%
Sausage, soutzouki 0.14%
Sausage, turkey 0.14%
Sausage, tzoumagias-type 0.59%
Sausage, village type 1.12%

Mixed dishes/Recipes 75.09%
Beans 0.03%
Caesar salad 0.47%
Cheese soufflé 0.06%
Chef salad 0.28%
Chicken with ham 0.56%
Crepes 1.43%
Croissant 0.64%
Hamburger 0.59%
Hot dog 0.73%
Lasagna soufflé 1.42%
Omelet 0.36%
Paella 0.42%
Pasta au gratin 1.59%
Pasta carbonara 1.71%
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Foods/Mixed Dishes/Recipes Frequency in HNNHS (%)

Peinirli (“pizza boat”) 1.01%
Pie 4.13%
Piroshky 0.45%
Pizza 14.24%
Potatoes au gratin 0.17%
Salad 0.03%
Sandwich 7.58%
Soup 0.03%
“Spetsofai” (Sausages with peppers) 0.36%
Tart 0.03%
Toast 36.61%
Tomato sauce 0.12%
Tortilla sandwich 0.03%
Souvlaki 0.03%
Total 100.00%
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Table S3. Concentration levels of nitrite (E 249-250) and nitrate (E 251-252) used in the regulatory maximum level scenario (mg/kg).

Frequency

Food in NITRITE | NITRATE
category FOODEX FOODEX HNNHS MPL MPL
number | Food category name category Code FOODEX Name % (mgkg) (mgkg)
08.3.1 Non-heat-treated meat products | Preserved meat | A022S Cured seasoned pork meat 1.08 150 150
08.3.1 Non-heat-treated meat products | Preserved meat | A022X Bacon 9.02 150 150
08.3.1 Non-heat-treated meat products | Preserved meat | A023E Cured seasoned poultry meat 3.26 150 150
08.3.1 Non-heat-treated meat products | Sausages A024X Salami-type sausage 1.77 150 150
08.3.1 Non-heat-treated meat products | Sausages A025B Pepperoni/paprika-type sausage 0.63 150 150
08.3.1 Non-heat-treated meat products | Sausages A025C Chorizo and similar 0.41 150 150
08.3.1 Total 16.17
08.3.2 Heat-treated meat products Preserved meat | A022T Ham, pork 23.97 150
08.3.2 Heat-treated meat products Preserved meat | A023H Cooked cured (or seasoned) pork meat 21.13 150
08.3.2 Heat-treated meat products Preserved meat | A023K Cooked pork ham 2.43 150

Cooked cured (or seasoned) poultry
08.3.2 Heat-treated meat products Preserved meat | A023S meat 1.38 150
08.3.2 Heat-treated meat products Preserved meat | A023T Cooked turkey meat 25.71 150
08.3.2 Heat-treated meat products Preserved meat | A023X Cooked other poultry meat 0.08 150
08.3.2 Heat-treated meat products Sausages A025Q Mortadella-type sausage 0.63 150
08.3.2 Heat-treated meat products Sausages A026B Frankfurt-type sausage 0.86 150
08.3.2 Heat-treated meat products Meat specialties | A026Q Pate, chicken liver 0.08 150

Liver based  spreadable-textured
08.3.2 Heat-treated meat products Meat specialties | A026M specialties 0.08 150
08.3.2 Heat-treated meat products Sausages AOEYP Preserved or partly preserved sausages 7.48 150
08.3.2 Total 83.83
TOTAL 100.00
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Table S4. Dietary daily intakes of nitrate, nitrite and combined nitrite and nitrate via processed meat products using different nitrate-to-nitrite conversion factors

(a) for general population and (b) for consumers only.

Population Intakes Median (IQR) po0 p95
Nitrate (mg/kg bw/day) 0 (0, 0) 0 0.003
Nitrite (mg/kg bw/day) 0 (0, 0.007) 0.023 0.048
General- Nitrite and nitrate with nitrate-to-nitrite conversion factor of 1% (mg/kg bw/day) 0 (0, 0.007)) 0.023 0.048
f’;f:sl;;o“ Nitrite and nitrate, with nitrate-to-nitrite conversion factor of 2.3% (mg/kg bw/day) 0 (0, 0.007)) 0024  0.048
Nitrite and nitrate, with nitrate-to-nitrite conversion factor of 9% (mg/kg bw/day) 0 (0, 0.007) 0.023 0.049
Nitrite and nitrate intake! (% ADI?) 0 (0, 10.0) 329 70.0
Consumers Nitrate (mg/kg bw/day) 0(0,0) 0.003 0.012
only Nitrite (mg/kg bw/day) 0.007 (0.003, 0.020) 0.050 0.082
(N=2152, Nitrite and nitrate with nitrate-to-nitrite conversion factor of 1% (mg/kg bw/day) 0.007 (0.003, 0.020) 0.050 0.082
47.5% of the  Nitrite and nitrate, with nitrate-to-nitrite conversion factor of 2.3% (mg/kg bw/day) 0.007 (0.003, 0.020) 0.050 0.083
general Nitrite and nitrate, with nitrate-to-nitrite conversion factor of 9% (mg/kg bw/day) 0.007 (0.003, 0.020) 0.051 0.083
population)  Njjrite and nitrate intake! (% ADI?) 10.0 (4.3, 28.6) 72.9 118.6

1.

Using nitrate-to-nitrite conversion factor of 9%

2 ADI of 0.07mg/kg bw/day for nitrite
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Tabel S5. Distribution of daily nitrite intake (in mg/kg bw/day and as %of ADI), estimated in total and per sex and age group for consumers only.

. Daily nitrite intake (mg/kg bw/day Contribution to ADI (%)
Age group (years) N o p25 p50 p75 p90 p95 p99! Mean SD p25 p50 p75 p90 p95 p99? Mean SD
FEMALES 1144 53.3 0.003 0.007 0.018 0.044 0.067 0.309 0.022 0.064 4.3 10.0 25.7 62.9 95.7 441.4 31.4 91.4
Minors (<18) 170 14.8 0.005 0.014 0.032 0.062 0.134 0.359 0.032 0.065 7.1 20.0 45.7 88.6 1914 512.9 45.7 92.9
Children (0-9) 85 7.4 0.006 0.019 0.034 0.081 0.161 0.359 0.037 0.059 8.6 27.1 48.6 115.7 230.0 512.9 52.9 84.3
Adolescents (10-17) 85 7.4 0.004 0.011 0.024 0.051 0.076 0.608 0.027 0.070 5.7 15.7 34.3 72.9 108.6 868.6 38.6 100.0
Adults (>18) 974 85.2 0.003 0.007 0.015 0.038 0.064 0.309 0.020 0.064 4.3 10.0 21.4 54.3 91.4 441.4 28.6 91.4
Young adults (18-30) 442 38.7 0.003 0.008 0.019 0.048 0.077 0.332 0.025 0.081 43 11.4 27.1 68.6 110.0 474.3 35.7 115.7
Adults (31-50) 348 30.4 0.003 0.007 0.015 0.034 0.057 0.181 0.017 0.042 43 10.0 21.4 48.6 81.4 258.6 24.3 60.0
Older adults (51-64) 129 11.3 0.002 0.004 0.012 0.028 0.045 0.076 0.014 0.054 29 5.7 171 40.0 64.3 108.6 20.0 77.1
Elderly (265) 55 4.8 0.002 0.004 0.011 0.038 0.067 0.073 0.011 0.018 29 5.7 15.7 54.3 95.7 104.3 15.7 25.7
MALES 1001 46.7 0.003 0.007 0.022 0.058 0.098 0.220 0.023 0.049 4.3 10.0 314 82.9 140.0 314.3 32.9 70.0
Minors (<18) 206 20.6 0.006 0.014 0.030 0.075 0.126 | 0.195 0.029 0.042 8.6 | 20.0 42.9 107.1 180.0 | 278.6 41.4 60.0
Children (0-9) 105 10.5 0.009 0.020 0.046 0.115 0.177 0.195 0.040 0.051 | 129 | 28.6 65.7 164.3 2529 278.6 57.1 729
Adolescents (10-17) 101 10.1 0.003 0.010 0.023 0.048 0.072 0.106 0.019 0.026 43 14.3 32.9 68.6 102.9 151.4 27.1 37.1
Adults (>18) 795 79.4 0.003 0.006 0.019 0.054 0.090 0.296 0.022 0.051 43 8.6 27.1 77.1 128.6 422.9 31.4 72.9
Young adults (18-30) | 338 33.8 0.003 0.008 0.023 0.058 0.097 0.319 0.025 0.056 4.3 11.4 329 829 138.6 455.7 35.7 80.0
Adults (31-50) 313 31.3 0.003 0.007 0.019 0.061 0.099 0.220 0.023 0.054 43 10.0 27.1 87.1 141.4 314.3 32.9 77.1
Older adults (51-64) 82 8.2 0.002 0.004 0.007 0.042 0.084 0.140 0.013 0.027 2.9 5.7 10.0 60.0 120.0 200.0 18.6 38.6
Elderly (>=65) 62 6.1 0.001 0.002 0.006 0.012 0.014 0.049 0.005 0.009 1.4 29 8.6 17.1 20.0 70.0 7.1 12.9
TOTAL 2152 100 0.003 0.007 0.020 0.051 0.083 0.266 0.022 0.058 43 10.0 28.6 72.9 118.6 380.0 31.4 82.9
Minors (<18) 378 17.5 0.005 0.014 0.030 0.072 0.126 0.241 0.030 0.053 7.1 20.0 42,9 102.9 180.0 344.3 42.9 75.7
Children (0-9) 190 8.8 0.008 0.02 0.042 0.102 0.173 0.269 0.038 0.055 11.4 28.6 60.0 145.7 247.1 384.3 54.3 78.6
Adolescents (10-17) 188 8.7 0.004 0.01 0.023 0.049 0.076 0.19 0.022 0.051 5.7 14.3 329 70.0 108.6 2714 314 729
Adults (>18) 1774 82.5 0.003 0.007 0.017 0.046 0.078 0.296 0.021 0.058 43 10.0 24.3 65.7 111.4 422.9 30.0 82.9
Young adults (18-30) | 782 36.3 0.003 0.008 0.022 0.052 0.087 0.332 0.025 0.071 43 11.4 314 74.3 124.3 474.3 357 | 1014
Adults (31-50) 664 30.9 0.003 0.007 0.017 0.041 0.079 0.22 0.02 0.048 43 10.0 243 58.6 112.9 314.3 28.6 68.6
Older adults (51-64) 211 9.8 0.002 0.004 0.01 0.03 0.056 0.113 0.014 0.045 29 5.7 14.3 429 80.0 161.4 20.0 64.3
Elderly (>=65) 117 55 0.001 0.003 0.007 0.013 0.048 0.067 0.008 0.014 1.4 43 10.0 18.6 68.6 95.7 11.4 20.0

1. Calculations at the 99* percentiles when the number of subjects is lower than 300 (children, adolescents, older adults and elderly) have been indicated with grey colour, as those results

may not be statistically robust and should be interpreted cautiously [1]
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Table S6. Likelihood of exceeding ADI of nitrite from total nitrite intake from processed meat products.

Level of nitrite intake = Odds Ratio Std. Err. z P>z  [95% Conf. Interval]
Age group

31-50 0.777991 0.194701 -1 0.316 0.476379 1.270566

51-64 0.6998 0.317109 -0.79 0.431 0.287911 1.700942

65+ 0.238563 0.285731 -1.2  0.231 0.022809 2.495178
Sex 1.285699 0.370155 0.87 0.383 0.731268 2.260485
Weight 0.999971 0.008643 0 0.997 0.983173 1.017056
Employment status

Pension 0.725481 0.553252 -0.42 0.674 0.162742 3.234091

Unemployed 0.894391 0.231454 -0.43 0.666 0.538579 1.485268
Total energy intake 1.000468 0.000113 414 0 1.000246 1.000689
Sodium intake category

>=1500 & <2300 2.672544 2.743197 096 0.338 0.357454 19.98156

>=2300 3.117198 3.242189 1.09 0.274 0.405912 23.93849
Med diet category

MD>=23 0.567615 0.134508 -2.39 0.017 0.356734 0.903157

Table S7. Proportion of population per frequency of consumption of processed meat products, as reported in
HNNHS, among (a) consumers and (b) consumers with total nitrite intake exceeding the ADI of 0.07mg/kw bw/day.

Frequency of consumption of
processed meat products

(@)

Consumers (%)

(b)

Consumers with total
nitrite intake 2ADI (%)

Less than once a month 3.0 0

1 to 3 times per month 22.95 0
once a week 54.32 6.29
2-4 times a week 17.34 39.16
5-6 times a week 1.65 16.78
every day 0.48 19.58
2 to 3 times a day 0.20 12.59
4 to 5 times a day 0.05 4.90
5 to 6 times a day 0.01 0.70
Total 100.00 100.00
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Table S8. Consumers with total nitrite intake from processed meat products above the ADI of nitrite (0.07mg/kg
bw/day) per sex and age group in number of individuals (n), as a percentage of individuals of the same age group
[a=(n/N) x 100] and as a percentage of total number of individuals exceeding ADI (n=143) [b=(n/143) ) x 100].

Consumers with nitrite intake above

ADI
n (@ (b)
Age group N % of consumers % of total
within the same consumers
sex/age group exceeding ADI
Females 1144 | 56 4.9 39.2
Children (0-9y) 85 | 10 11.8 7.0
Adolescents (10-17y) 85 5 5.9 35
Young adults (18-30y) 442 | 26 59 18.2
Adults (31-50y) 348 | 12 34 8.4
Older adults (51-64y) 129 | 2 1.6 1.4
Elderly (>=65y) 55 1 1.8 0.7
Males 1001 | 87 8.7 60.8
Children (0-9y) 105 | 19 18.1 13.3
Adolescents (10-17y) 101 7 6.9 4.9
Young adults (18-30y) 338 | 27 8.0 18.9
Adults (31-50y) 313 | 28 8.9 19.6
Older adults (51-64y) 82 6 7.3 4.2
Elderly (>=65y) 62 0 0.0 0.0
Total 2152 | 143 6.6 100.0
<18 years 378 | 41 10.9 28.7
Children (0-9y) 190 | 29 15.3 20.3
Adolescents (10-17y) 188 | 12 6.4 8.4
>=18 years 1774 | 102 5.7 71.3
Young adults (18-30y) 782 | 53 6.8 37.1
Adults (31-50y) 664 | 40 6.0 28.0
Older adults (51-64y) 211 | 8 3.8 5.6
Elderly (>=65y) 117 | 1 0.9 0.7
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A026M Liver based spreadable-
textured specialties

A023X Cooked other poultry meat

A026Q Pate, chicken liver

A025C Chorizo and similar

A025B Pepperoni/paprika-type
sausage

A025Q Mortadella-type sausage

A023S Cooked cured (or seasoned)
poultry meat

A024X Salami-type sausage

A022S Cured seasoned pork meat

A026B Frankfurt-type sausage

A022X Bacon

A023K Cooked pork ham

AO023E Cured seasoned poultry
meat

A022T Ham, pork

A023H Cooked cured (or seasoned)
pork meat
AOEYP Preserved or partly
preserved sausages

A023T Cooked turkey meat

Figure S1. Main FoodEx2 group contribution (%) to total nitrite intakeamong processed meat products.

121



Table S9. Contribution (%) of meat type and FoodEx2 food groups to total nitrite exposure per age group.

FOODEX CATEGORY Age group (years)

Food Group (if different than FOODEX Category)
Food Slll)bgroup (if any) = TOTAL
FoodEx2 Category 0-9 10-17 18-30 31-50 51-64 65+

PRESERVED MEAT

Pork meat 51.91 39.05 38.23 40.45 46.77 39.57 4153
Pork meat, ham 21.84 18.01 17.19 14.82 21.47 2143 17.66
A022T Ham, pork 1798 1472 11.05 1226 1253 2090 13.04
A023K Cooked pork ham 386 329 614 255 894 053 4.62
Pork meat, bacon 440 343 332 3.60 234 0.63 3.46
A022X Bacon 440 343 332 360 234 0.63 3.46
Pork meat, other 25.67 17.61 17.72 22.04 2295 1751 20.41
A023H Cooked cured (or seasoned) pork meat 23.65 1591 14.37 19.25 1871 16.72 17.56
A022S Cured seasoned pork meat 202 170 335 279 424 0.79 2.85

Poultry meat 29.23 30.07 39.08 35.28 22.27 21.07 34.39
Poultry meat, turkey 25.87 29.54 37.35 34.24 19.99 20.01 32.68
A023T Cooked turkey meat 2499 27.88 2821 2923 1270 17.80 26.83
AQ23E Cured seasoned poultry meat 088 166 914 501 729 221 5.85
Poultry meat, other (chicken) 336 053 173 1.04 227 1.06 1.71
A023S Cooked cured (or seasoned) poultry meat 255 053 170 099 227 1.06 1.56
A023X Cooked other poultry meat 082 0.00 0.03 005 000 0.00 0.15

SAUSAGES 17.82 30.88 22.68 23.92 30.94 39.36  23.82
A024X Salami-type sausage 39 039 095 211 195 0.16 1.72
A025B Pepperoni/paprika-type sausage 071 000 012 014 031 017 0.22
A025C Chorizo and similar 000 032 035 001 0.03 0.02 0.18
A025Q Mortadella-type sausage 0.00 0.00 036 026 401 1.96 0.50
A026B Frankfurt-type sausage 188 082 412 342 018 0.05 2.98
AOQEYP Preserved or partly preserved sausages 1126 2935 1678 17.99 2446 37.00 18.23

MEAT SPECIALTIES 1.04 0.00 0.01 035 0.02 0.00 0.26
A026M Liver based spreadable-textured specialties 0.00 0.00 0.01 035 0.02 0.00 0.10
A026Q Pate, chicken liver 104 0.00 000 000 0.00 0.00 0.16
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Table S10. Qualitative evaluation of influence of uncertainties on the dietary exposure estimated.

5. | No use of procession factors

Sources of uncertainties Direction
1. | Regulatory maximum level exposure assessment scenario (food +
categories authorized at MPL according to Annex II to Regulation
(EC) No 1333/2008
2. | Extrapolation from recipes to their ingredients. *
3. | Uncertainty of nitrate-to-nitrite conversion factor *
4. | Misclassification of meat products; incorrect FoodEx coding and *
mismatch with food categories of Regulation (EC) 1333/2008
+

+, uncertainty with potential to cause overestimation of exposure
-, uncertainty with potential to cause underestimation of exposure

123



Reference

1. EFSA Use of the EFSA Comprehensive European Food Consumption Database in Exposure Assessment. EFSA ].
2011, 9, doi:10.2903/j.efsa.2011.2097.

124



PAPER 111 = NITRITE AND NITRATE INTAKE FROM PROCESSED MEAT
IS ASSOCIATED WITH ELEVEATED DIASTOLIC BLOOD PRESSURE
(DBP)

125



Clinical Nutrition 42 (2023) 784—792

CLINICAL
NUTRITION

Contents lists available at ScienceDirect

Clinical Nutrition

journal homepage: http://www.elsevier.com/locate/clnu

Original article

Nitrite and nitrate intake from processed meat is associated with N
elevated diastolic blood pressure (DBP)

updates

Sotiria Kotopoulou *°, Antonis Zampelas *°, Emmanuella Magriplis *~

2 Department of Food Science and Human Nutrition, Agricultural University of Athens, lera Odos 75, 11855 Athens, Greece
b Hellenic Food Authority, Leoforos Kifissias 124 & latridou 2, 11526 Athens, Greece

ARTICLE INFO SUMMARY

Article history:
Received 12 January 2023
Accepted 16 March 2023

Background and aims: Processed meat consumption has been linked to high blood pressure (BP), a key
risk factor for cardiovascular disease (CVD), but gaps remain with regards to the ingredients which
contribute to this association. This study, therefore, aimed to examine the association between nitrite
and nitrate intake from processed meat with diastolic (DBP) and systolic (SBP) blood pressure, while
accounting for sodium intake.

Methods: Dietary nitrite and nitrate intake from processed meat, assessed as total nitrite equivalent, was
estimated for 1774 adult, processed meat consumers (>18 years, 55.1% females) who had enrolled in the
Hellenic National Nutrition and Health Survey (HNNHS). To avoid selection and reverse causality bias,
Systolic blood pressure associations with measured DBP and SBP were considered instead of self-reported data of hypertension
Cardiovascular diseases presence. Participants were divided by tertile of dietary nitrite intake and by level of dietary guideline
CcvD adherence for sodium (<1500; 1500—2300; >2300). Multiple regression models were used to examine
associations with SBP and DBP, including an interaction term of nitrite with dietary sodium intake, for
potential synergy.

Results: Overall, DBP increased by 3.05 mmHg (95% CI: 0, 6.06), per tertile increase in nitrite intake and
4.41 mmHg (95% CI: 0.17, 8.64) per level increase in sodium intake, when the interaction effect between
nitrite and total sodium intakes was accounted for. By considering the significant synergistic effect of the
two factors, DBP finally increased by 0.94 mmHg overall and 2.24 mmHg for subjects in the third tertile
compared to those in the first. Also, a rise in total sodium intake of approximately 800 mg, above 1500 mg,
caused a 2.30 mmHg increase in DBP. No significant correlations were found with SBP.

Conclusions: Higher nitrite and nitrate intake from processed meats contributed to the increase of DBP,
but the interaction effect with total sodium intake levels should be accounted for to properly interpret the

findings.
© 2023 Elsevier Ltd and European Society for Clinical Nutrition and Metabolism. All rights reserved.

Handling Editor: Prof. M. Deutz
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1. Introduction

Cardiovascular disease (CVD) is the leading cause of morbidity
and mortality globally [1], with the majority of events being
attributed to specific health behaviors and factors [2]. Hyperten-
sion, or elevated blood pressure (BP), is one such known health risk
factor for CVD [3,4], and therefore can be considered a notable
public health problem that needs to be mitigated. Hypertensive
individuals aged 30—79 years old have doubled worldwide,

* Corresponding author.
E-mail addresses: skotopoulou@aua.gr (S. Kotopoulou), azampelas@aua.gr
(A. Zampelas), emagriplis@aua.gr (E. Magriplis).

https://doi.org/10.1016/j.cInu.2023.03.015

although detection, treatment and control rates vary greatly across
countries [5]. The proportion of individuals that are aware, treated,
and/or have controlled blood pressure levels remains low [6]. In
fact, 46% of hypertensive adults worldwide (41% of women and 51%
of men) are not aware of their condition, more than half of hyper-
tensive individuals (53% of women and 62% of men) are not prop-
erly treated and only 1 in 4 women and 1 in 5 men with
hypertension have their blood pressure effectively controlled with
medication [5].

Lifestyle habits have also been associated with CVD, including
related health behaviors such as smoking, level of physical activity,
and diet [2], with the latter having attracted much interest [7,8].
Healthy dietary patterns, high in fruits, vegetables, seeds, whole
grains, legumes, fish, and low in sweets, alcohol and non-processed

0261-5614/© 2023 Elsevier Ltd and European Society for Clinical Nutrition and Metabolism. All rights reserved.
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dairy & meat products, may reduce BP or help to avoid/delay the
occurrence of hypertension and thus lower the risk of CVD [9,10].
Ultra-processed foods consumption has been linked with an
elevated risk of CVD [11] and overall mortality [12], with higher
processed meat intake specifically being one of the main contrib-
utors to this finding [13—15]. The role of processed meat on CVD
therefore requires further investigation.

Processed meat is defined as a product that is cured, salted,
fermented or smoked, in order to improve its durability, color and/
or taste [16]. It may contribute to elevated CVD risk due to the
presence of preservatives [17], not naturally found in their non-
processed alternatives, such as sodium which has been suggested
as the underlying mechanism for the somewhat different associa-
tion observed between unprocessed and processed red meat and
CVD [18], and additives, potentially nitrite [19]. Nitrite (potassium
nitrite-E249 and sodium nitrite-E250) and nitrate (sodium nitrate-
E251 and potassium nitrate-E252) [20] are the most commonly
used additives to improve the visual appeal, taste, safety, and
quality in processed meat products [21]. The importance of nitrate
in assessing the pathways related to health risks has been already
indicated by Etemadi et al., who reported that 72% of CVD deaths
were accounted for by nitrate intake from processed red meat
consumption [22]. However, the authors neither studied the effect
specifically on BP nor considered the effect of sodium (or salt) in
their analysis. Although, nitrite and nitrate, as well as sodium, have
been suggested as major contributors to Coronary Heart Disease
(CHD) risk [23], the link between CVD and nitrite/nitrate intake
from processed meat products in relation to sodium remains
understudied. Additionally, the relationship of ingredients found in
processed meat with major risk factors for CVD, such as hyper-
tension, remains unclear [14], although its understanding is crucial
for public health to guide consumer choices, set and prioritize di-
etary guidelines, and inform and support competent authorities
with food reformulations to reduce risks [17]. As a result, the aim of
this study was to investigate the association between dietary nitrite
and nitrate intake from processed meat and BP, accounting for
important confounding factors that may play a role in CVD causa-
tion [24], such as sodium intake.

2. Methods
2.1. Study design

The study included participants from the Hellenic National
Nutrition and Health Survey (HNNHS), a population-based, na-
tionally representative health study carried out in Greece from
September 2013 to May 2015. The sampling was based on age, sex,
and geographical density as determined by the Hellenic Statistical
Authority. Pregnant and lactating women, institutionalized in-
dividuals, and military servants were excluded from the Survey. For
this study, a total of 1774 adult consumers of processed meat (>18
years, 45% males) were included (46.6% of the adult population
participating in HNNHS, n = 3803).

Trained professionals, utilizing Computer Assisted Personal
Interview (CAPI) software, interviewed the participants who had
provided informed consent and recorded sociodemographic and
lifestyle data, as well as use of medication. Detailed information on
the Survey and the used questionnaires has been published else-
where [25,26]. All activities were in accordance with the Declara-
tion of Helsinki and were approved by the Hellenic Data Protection
Authority (HDPA) and the Ethics Committee of the Department of
Food Science and Human Nutrition of the Agricultural University of
Athens.
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2.2. Hypertension definition and measurements

According to World Health Organization (WHO) and European
Society of Cardiology (ESC)/European Society of Hypertension
(ESH), hypertension, commonly referred to as high or raised BP for
epidemiological studies, is defined as a persistent elevation in SBP
> 140 mmHg and/or DBP>90 mmHg [9,27], stating that in most
patients a BP of at least 130/80 mmHg is suggested but not less than
120/70 mmgHg (often referred to as prehypertensive). The latter is
in line with the new and stricter definition for hypertension used by
the American College of Cardiology (ACC)/American Heart Associ-
ation (AHA); SBP > 130 mmHg and/or DBP > 80 mmHg [28,29].

BP measurements were performed by trained medical assistants
following guidelines recommended by the ESH and the ESC[30]. In
detail, BP was measured using validated and calibrated ausculta-
tory devices (Omron Hem 907, Vernon Hills, IL, USA) and appro-
priately sized cuffs (small, medium, and large cuff sizes).
Participants were asked to sit with their backs upright and their
arms well-supported at a 45-degree angle from the trunk at the
heart level. Individuals' BP was assessed based on three consecutive
measures given on the same day. To characterize and report the
study population's mean SBP and DBP values, the average values of
these measurements were employed. Hypertension was defined as
an average BP of at least 140/90 mmHg or on antihypertensive
treatment [31]. BP measurements (addressed below) were per-
formed for 29.3% of participants (n = 519, 41% males), who had
provided informed consent. The remaining population reported
their blood pressure status using the CAPI method. Specifically,
individuals were asked to report whether they have been diag-
nosed with hypertension by a physician in the past. They were also
asked to report if they were on any medication for high blood
pressure. Individuals' response was cross validated with the list of
medications that the individuals were asked to name during the
study (general question: do you take any medications? If yes, which
one? Do you take any other medications?). Non-measured in-
dividuals were classified as hypertensive if they reported as having
been diagnosed or if they were on any anti-hypertensive treatment.

2.2.1. Definitions for prehypertensives, individuals with abnormal
BP, and individuals unaware of abnormal BP

For the purpose of this study and based on measurements of BP,
prehypertensives were defined as those whose BP was at least 130/
80 mmHg and less than 140/90 mmHg; individuals with abnormal
BP as those with a BP of at least 130/80 mmHg (including pre-
hypertensives and hypertensives); and individuals unaware of
abnormal BP as those who reported negatively as having hyper-
tension but were found to have an abnormal BP.

2.3. Dietary and processed meat nitrite and nitrate intake
assessment

The present regulatory maximum level exposure assessment
considered 16 FoodEx2 food categories to which the corresponding
MPLs were assigned [20,32] (Table S1). The methodology followed
for the exposure assessment has been described in detail elsewhere
[33]. In short, two 24-h recalls were obtained using the Automated
Multiple Pass Method, one at the initial face-to-face interview and
the second during a telephone interview following 8—20 days on a
different non-consecutive day. Specific, validated food atlases and
standardized household measurements were employed as portion
anchors for the appropriate processed meat intake assessment. The
frequency of processed meat consumption, using a validated Fre-
quency Propensity Questionnaires (FPQs) [26], was used to quantify
processed meat intake over time, including processed meat
consumed in whole meals or in mixed dishes (added in recipes).
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The highest nitrate-to-nitrite endogenous conversion factor of 9%
was used, as recommended by EFSA [34]. The total nitrite equiva-
lent (including nitrate) was divided with individual body weight
(kg) to determine chronic dietary exposure to nitrite from pro-
cessed meat consumption (in mg/kg bw/day).

Information on other nutrients associated with BP were also
derived. Total fat, trans fatty acid (TFA) and saturated fat acid (SFA)
intakes, as % of total energy intakes, were estimated based on mean
intake from foods in grams per day, amount that was converted to
kilocalories/day (kcal/day) and was finally adjusted by mean total
energy intake ([gr/day x 9 kcal per gram]/mean total energy intake
in kcal) x 100. Details have been published elsewhere [35]. Sodium
intake from food (salt added during cooking or at the table not
included) was also obtained in milligrams per day (mg/day). This
was further categorized based on recommended intakes as <1500,
>1500 & <2300 and >2300 mg/day, as per recommendations by
the American Heart Association (AHA: 1500 mg, strict guidelines)
and Institute of Medicine of the National Academies (IOM) as well
as US Department of Agriculture (USDA) (tolerable upper intake
level <2300 mg/day) [36—38]. Adherence to the Mediterranean
diet was estimated to account for total dietary pattern followed.
This was evaluated using the MedDiet score, which ranges from 0 to
55 [39]. The variable was dichotomized to two final MedDiet cat-
egories, <23 and >23, based on the median value of the population,
since research has shown that for every 11 units rise in MedDiet
score, the odds of having an acute coronary event decreased by 37%
[40].

2.4. Other parameters

Information on educational level and lifestyle were also
collected. Three categories of education levels were established: up
to six years of formal education, twelve years of formal education,
and higher education (including colleges). Employment status was
divided in the following categories: employed, pension and un-
employed. Marital status was dichotomized to two categories:
divorced, separated, widowed, single and married, consented in-
dividuals. Additionally assessed were smoking habits and levels of
physical activity. Individuals were classified as never smokers,
smokers, or ex-smokers if they had abstained from smoking for at
least 30 days when included in the descriptive tables, and as
smokers or non-smokers, when included in the models. Physical
activity (PA) was defined using the International Physical Activity
Questionnaire (IPAQ) [41]. People who scored below the high ac-
tivity level were given the label of sedentary. Based on weight (kg)
and height (m) measurements, Body Mass Index (BMI) was used
[weight/height? (kg/m?)] to define the individuals weight status; (i)
Healthy weight: BMI < 25 kg/m? since no individual was found to
have a BM < 17.0 kg/m?, (ii) overweight: 25 > BMI < 30 kg/m?, and
(iii) obese: BMI > 30 kg/m?. Dyslipidemia was defined if total
triglycerides>150 mg/dl and/or total cholesterol > 200 mg/dl or on
lipid-lowering medication and diabetes as fasting blood glucose
125 mg/dl or if on diabetic medication [31].

2.5. Statistical analysis

All data statistical analyses were carried out using the STATA
13.0 (StataCorp. 2013. Stata Statistical Software: Release 13. College
Station, TX: StataCorp LP) statistical software. Missing data for age,
weight, and consumption frequency were imputed with Multiple
Imputation technique. Normality was determined using P—P and
Kernel density plots for all continuous data. If the continuous var-
iables were normally distributed, they were presented as means
(SD) and if skewed, they were presented as median (interquartile
range, IQR). The nonparametric Kruskall-Wallis rank sum and
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ANOVA tests were employed to test group differences for skewed
and continuous variables, respectively. Categorical variables were
presented as relative frequencies (n, %) and Chi square test was
used to assess between group distribution differences.

Nitrite intake (main exposure) was categorized in tertiles of
consumption, and the associations (p-value and p-trend) with the
following parameters were examined: age, age categories, sex, total
processed meat intake, total energy intake, total fat intake, total SFA
intake, BMI and BMI category (weight status), area of residence,
educational level, employment status, marital status, MedDiet
score and categories, physical activity status, total sodium intake
and sodium intake categories, smoking status (ex-smoker, current
smoker, never smoker), hypertension prevalence, SBD and DBD
measured mean values, dyslipidemia, CVD as well as Type 2 Dia-
betes (T2D) prevalence.

Further analysis assessed associations with mean values of SBP
and DBP (outcome/independent variable) by using linear regres-
sion models adjusted for a-priori known factors. Nitrite intake
tertiles and total sodium intake levels were the main dependent
variables introduced in the model. An interaction term between
nitrite intake tertiles and total sodium intake levels was examined
in a separate model, to assess their potential additive effects on BP
(the main outcome). All models were further adjusted with more
parameters known to be associated with BP, to limit confounding
effects. Specifically, the following confounders were included: (a)
age, total SFA (energy adjusted), and mean total energy (to account
for residual confounding of energy variation), all introduced as
continuous variables, and (b) sex, educational level, BMI category
(weight status), marital status, MedDiet categories, smoking status
and physical activity level, all introduced as categorical variables.
Statistical significance was defined as a p-value < 0.05 and p-for
trend was tested post hoc.

2.5.1. Sensitivity analyses

Additional statistical analyses were performed, using multiple
logistic regression models to investigate odds of being hyperten-
sive, based on self-reporting as well as being prehypertensive, with
abnormal BP or unaware of abnormal BP, as defined in Section 2.2.1
of the present study, versus normotensive individuals. These ana-
lyses were performed taking into consideration all factors
accounted for in linear regression models conducted as well as the
interaction between nitrite intake tertiles and total dietary sodium
levels.

3. Results

In Table 1, data on anthropometric, dietary, demographic, and
other personal characteristics, are depicted in total and by tertile of
total nitrite intake. Median nitrite intake from processed meat was
0.007 (0.003, 0.017) mg/kg bw/day, ranging from 0.002 mg/kg bw/
day in the first tertile to 0.026 mg/kg bw/day in the third tertile.
Mean DBP was 72.1 (+10.7) mmHg and mean SBP was 118 (+14.5)
mmHg.

Information regarding hypertensive status was missing for 4.4%
(n = 78) of the study population. Out of the remaining (n = 1696), a
proportion of 89.9% (n = 1524) reported being normotensive and
10.1% (n = 172) being hypertensive. In addition, hypertensive in-
dividuals accounted for 7.2% (n = 36) of those having their BP
measured (n = 519). Prehypertensives, individuals with abnormal
BP, and those unaware of having abnormal BP, as defined earlier in
this study, accounted for 27.6% (n = 143), 28.5% (n = 148) and 23.7%
(n = 123) of those having their BP measured (n = 519), respectively.

Hypertensive individuals were found to consume significantly
lower nitrite from processed meat (p < 0.001, p-for trend<0.001),
although no significant differences were found in measured DBPs
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Table 1
Main anthropometric, dietary, demographic, and other personal characteristics in total and by tertile of total total nitrite equivalent intake.
Variables Population N = 1774; Total nitrite Total nitrite & nitrate intake tertiles of adult consumers p- p-
and pltrate intake, Tng/ kg bw/day, 1st Tertile N = 595; Total nitrite 2nd Tertile N = 588; Total nitrite 3rd Tertile N = 591; Total Value - trend
median (p25, p75): 0.007 (0.003, X X . R o . .
0.017)) and nltraFe intake, mg/kg bw/ and mtraFe intake, mg/kg bw/ nitrite and mtra.te intake, mg/
day, median (p25, p75): 0.002  day, median (p25, p75): 0.007 kg bw/day, median (p25, p75):
(0.001, 0.003) (0.005, 0.008) 0.026 (0.017, 0.054)
Age (years), 33.0 (25.0, 45.0) 37.0 (27.0, 52.0) 32.0 (24.0, 43.0) 30.0 (24.0, 39.0) <0.001 <0.001
median (25th,
75th percentile)
Age categories, n <0.001 <0.001
(%)
18-30 years 782 (44.1) 212 (35.6)* 263 (44.7) 307 (51.9)°
31-50 years 664 (37.4) 213 (35.8) 233 (39.6) 218 (36.9)
51—64 years 211 (11.9) 106 (17.8)* 57 (9.7) 48 (8.1)*
>65 years 117 (6.6) 64 (10.8)" 35 (6.0) 18 (3.1)"
Sex, n (%) 0917 0.898
Females 974 (55.1) 324 (54.5) 326 (55.7) 324 (54.9)
Males 795 (44.9) 270 (45.5) 259 (44.3) 266 (45.1)
BMI (kg/m?), mean 25.1 (4.7) 25.7 (4.9) 249 (4.7) 24.5 (44) <0.001 <0.001
(sd)
BMI Category <0.001 <0.001
(weight status),
n (%)
Healthy weight 977 (56.6) 284 (49.1)* 336 (58.7) 357 (62.1)°
Overweight 507 (29.4) 191 (33.1.) 159 (27.8) 157 (27.3)
Obese 241 (14.0) 103 (17.8)* 77 (13.5) 61 (10.6)
Hypertension, n (%) <0.001 <0.001
Yes 172 (10.1) 90 (15.8)° 41(7.3) 41(7.2)
No 1524 (89.9) 479 (84.2)° 520 (92.7) 525 (92.8)
Systolic BP in 118.0 (14.5) 118 (16.0) 118.1 (14.5) 117.8 (12.7) 0.971 0.589
mmHg, mean
(sd)
Diastolic BP in 72.1(10.7) 724 (11.0) 72.5(10.1) 71.5(11.2) 0.688 0.919
mmHg, mean
(sd)
Dyslipidemia, n (%) 0.114 <0.05
Yes 405 (25.4) 149 (27.8) 138 (26.1) 118 (22.4)
No 1188 (74.6) 387 (72.2) 391 (73.9) 410 (77.6)
CVD, n (%) <0.05 <0.05
Yes 42 (2.5) 21(3.8) 15 (2.7) 6(1.1)
No 1621 (97.5) 538 (96.2) 536 (97.3) 547 (98.9)
Diabetes mellitus, <0.05 <0.05
n (%)
Yes 47 (2.8) 25 (4.4) 10(1.8) 12 (2.2)
No 1626 (97.2) 539 (95.6) 543 (98.2) 544 (97.8)
Total sodium (mg), 2303.0 (690.1) 21209 (570.0) 2292.2 (629.2) 2495.4 (799.2) <0.001 <0.001
mean (sd)
Sodium intake, n <0.001 <0.001
(%)
<1500 mg/d 104 (6.4) 57 (10.5)* 31(5.7) 16 (2.9)*
>1500 & 851 (52.3) 322 (59.0)* 288 (53.4) 241 (44.4)°
<2300 mg/d
>2300 mg/d 673 (41.3) 166 (30.5)* 221 (40.9) 286 (52.7)°
Total processed 29(1.3,8.1) 0.9(04,1.3) 2.9(2.2,4.0) 12.2 (8.1,24.3) <0.001 <0.001
meat intake (g),
median (25th,
75th percentile)
Total fat intake, % 38.12 (9.46) 37.58 (9.26) 37.95 (9.66) 38.82 (9.44) 0.079 <0.05
energy, mean
(sd)
Total TFA intake, % 0.55 (0.38, 0.80) 0.50 (0.35, 0.76) 0.57 (0.40, 0.80) 0.58 (0.41, 0.81) <0.05 <0.05
energy, median
(25th, 75th
percentile)
Total SFA intake, % 13.41 (4.02) 13.05 (3.87) 13.41 (4.16) 13.78 (3.98) <0.05 <0.001
energy, mean
(sd)
Total energy intake 19,445 (1475, 2585) 1812 (1366, 2411) 1902 (1440, 2480) 2163 (1614, 2892) <0.001 <0.001
(kcal/day),
median (25th,
75th percentile)
MedDiet Score, 27.0 (6.4) 27.7 (6.3) 27.0 (6.5) 26.3 (6.2) <0.001 <0.001
mean (sd)
MedDiet Category 0.062 <0.05

n (%)
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Variables Population N = 1774; Total nitrite Total nitrite & nitrate intake tertiles of adult consumers p- p-
and pltrate intake, .mg/ kg bw/day, 1st Tertile N = 595; Total nitrite 2nd Tertile N = 588; Total nitrite 3rd Tertile N = 591; Total Value  trend
median (p25, p75): 0.007 (0.003, X . . R o . .
0.017)) and nltra.te intake, mg/kg bw/  and mtraFe intake, mg/kg bw/  nitrite and mtra.te intake, mg/
day, median (p25, p75): 0.002  day, median (p25, p75): 0.007 kg bw/day, median (p25, p75):
(0.001, 0.003) (0.005, 0.008) 0.026 (0.017, 0.054)
MD < 23 373 (22.9) 106 (19.4) 134 (24.8) 133 (24.5)
MD > 23 1255 (77.1) 439 (80.6) 406 (75.2) 410 (75.5)
Physical activity 0.060 0.056
status, n (%)
Sedentary 101 (6.1) 33 (5.9) 35 (6.4) 33 (6.0)
Low 255 (15.5) 105 (18.8) 87 (16.0) 63 (11.5)
Moderate 624 (37.8) 202 (36.1) 19 (36.6) 223 (40.8)
Very 670 (40.6) 219 (39.2) 223 (41.0) 228 (41.7)
Smoking status, n 0.446 0.816
(%)
Ex-smoker 257 (14.6) 95 (16.1) 88 (15.2) 74 (12.6)
Current smoker 656 (37.3) 214 (36.1) 222 (38.3) 220 (37.4)
Never smoker 847 (48.1) 283 (47.8) 270 (46.5) 294 (50.0)
Area of residence, n <0.001 0.112
(%)
Attiki & 1238 (70.5) 391 (66.4) 440 (75.7)* 407 (69.4)
Thessaloniki
Islands 165 (9.4) 52 (8.8) 43 (7.4) 70 (12.0)
(including
Crete)
Mainland 353 (20.1) 146 (24.8)* 98 (16.9) 109 (18.6)
Educational level, n <0.001 0.464
(%)
Up to 6 years of 88 (5.1) 52 (9.0)* 21(3.7) 15 (2.6)*
school
12 years of 661 (38.4) 223 (38.5) 229 (39.9) 209 (36.7)
school
Higher 974 (56.5) 304 (52.5) 324 (56.4) 346 (60.7)
education,
including
colleges
Employment <0.001 0.672
status, n (%)
Employed 1009 (58.5) 324 (56.0) 33(58.3) 351 (61.4)
Pension 180 (10.5) 98 (16.9)* 50 (8.7) 32 (5.6)*
Unemployed 535 (31.0) 157 (27.1) 189 (33.0) 189 (33.0)
Marital Status, n <0.001 <0.001
(%)
Divorced/ 1044 (62.0) 301 (53.0)° 354 (63.3) 389 (70.0)°
separated/
widowed/
single
Married/ 639 (38.0) 267 (47.0)° 205 (36.7) 167 (30.0)*
consented

¢ Statistical significant at p < 0.05. Continuous variables were presented as mean and standard deviation (sd) when normally distributed and median and interquartile range
(IQR: 25th percentile, 75th percentile) when skewed. Categorical variables were presented as frequencies. Group differences were tested using chi square test for proportions
and Kruskall-Wallis rank sum or ANOVA test depending on data distribution. Level of significance was set at alpha = 5%. Physical activity (PA) was defined according to the
International Physical Activity Questionnaire (IPAQ). Body Mass Index (BMI) was calculated from measurements of weight (kg) and height (m): weight/height? (kg/m?). BMI
category (weight status) was categorized as healthy weight <25 kg/m?, 25 < overweight <30 kg/m?, and obese >30 kg/m>.

and SBPs. Mean sodium intake increased by tertile of nitrite intake
(p-for trend<0.001), with a larger proportion of individuals in the
3rd tertile having significant higher sodium intake as well. A larger
proportion of overweight and obese individuals, as well as those
with CVD, T2D and higher adherence to Mediterranean Diet
(MD > 23), were categorized on the lowest tertile compared to their
counterparts, with significant trends observed. Overall, significant
differences were found with total energy, TFA and SFA intakes, both
expressed as % of total energy intake, age and age categories (more
than half of the individuals in the age category 18—30 years
consume higher nitrite intake), educational level, employment
status and marital status.

Table 2 presents the main results from the two linear regression
models for mean DBP and SBP; the 1st model was adjusted for
sodium intake categories, and the 2nd model included the inter-
action effect of sodium and nitric compounds. Detailed results for
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all confounding variables the models were adjusted for can be
found in Table S2 of the Supplementary Material.

In the 1st model no significant effect was found between nitrite
intake in tertiles and DBP levels, nor with sodium. However, in the
2nd model, DBP was significantly associated independently with
nitrite intake tertiles and total sodium intake levels. The interaction
term was also significant and showed an attenuating effect by
—2.11 mmHg (95%Cl: —4.13, —0.09), meaning that DBP actually
increased by 0.94 mmHg overall; the increase specifically for
subjects in the third tertile of nitrite intake was 2.24 mmHg
compared to those in the first (Table S3 of the Supplementary
Material). The actual in-crease per total sodium intake level was
2.30 mmHg. No significant relationship was found between SBP
and nitrite intake tertiles in any of the models examined and no
differences were found when over-consumers were identified (n =
1) and excluded as per sensitivity analysis.
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Linear Regression models of DBP and SBP (mmHg) using 2 models adjusted for: (a) nitrite intake tertiles and sodium intake levels (Model 1) (b) also including the interaction

effect of sodium and nitric compounds (Model 2), n = 494.

Model 1 Model 2
Coef. [95% conf. interval] Coef. [95% conf. interval]
DBP, mmHg
Nitrite intake tertile 0.18 -1.02 1.38 3.05*° 0.05 6.06
Sodium intake level 0.53 -1.51 2.57 4.41°° 0.17 8.64
Interaction of nitrite intake tertile & sodium intake level -2.11° -4.13 -0.09
SBP, mmHg
Nitrite intake tertile 0.13 -1.38 1.63 2.68 -1.09 6.44
Sodium intake level 1.68 -0.87 4.23 5.12 -0.19 1042
Interaction of nitrite intake tertile & sodium intake level -1.87 —4.41 0.66

@ Statistical significant at p < 0.05. Nitrite intake and sodium intake were assessed as continuous variables by tertile and level respectively. Model 2 included nitrite intake
tertile##total sodium intake level. Models were adjusted for (a) continuous variables: age (years), total energy intake (kcal/day), total SFA intake (% energy) and (b) categorical
variables (baseline levels): sex (males versus females), BMI category/weight status (overweight and obese versus healthy weight), educational level (higher education and 12
years of school versus up to 6years of school versus), employment status (unemployed and pension versus employed), marital status (Married-consented versus divorced-
separated-widowed-single), MedDiet category (MD > 23 versus MD < 23), smoking status (smokers versus nonsmokers), physical activity level (low, moderate, very

versus sedentary).

b Final additive effect by nitrite intake tertile: 0.94 mmHg (3.05 mmHg-2.11 mmHg).

¢ Final additive effect by sodium intake level: 2.30 mmHg (4.41 mmHg—2.11 mmHg).

Figure 1 presents the results of the sensitivity analyses per-
formed, revealing the likelihood of being hypertensive, pre-
hypertensive, with abnormal BP and unaware of abnormal BP by
nitrite intake tertile and total sodium intake level. When hyper-
tensives were considered, no significant associations were identi-
fied with nitrite intake tertile, total sodium intake level or their
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Fig. 1. Likelihood of being hypertensive, prehypertensive, with abnormal BP and un-
aware of having abnormal BP by tertile intake of nitrite from processed meat products
and total sodium intake level (sensitivity analysis). *Statistical significant at p < 0.05.
Hypertensive: an average BP of at least 140/90 mmHg or on antihypertensive treat-
ment, n = 172 (10.1% of consumers of processed meat products, n = 1774); pre-
hypertensive: an average measured BP of at least 130/80 mmHg but less than 140/ 90
mmHg, n = 143 (27.6% of those having their BP measured, n = 519); With abnormal BP:
an average measured BP of at least 130/80 mmHg, n = 148 (28.5% of those having their
BP measured, n = 519); Unaware of abnormal BP: an average measured BP of at least
130/80 mmHg, but reported being no hypertensive or on treatment, n = 123 (23.7% of
those having their BP measured, n = 519). Results based on multiple logistic regression
models for (a) hypertensive (Nirite intake tertile, 95% ClI: 0.46, 1.50; Sodium intake
level, 95% CI: 0.23, 1.21) (b) prehypertensive (Nirite intake tertile, 95% CI: 1.20, 6.18;
Sodium intake level, 95% CI: 0.1.82, 16.14) (c) with abnormal BP, including pre-
hypertensives and hypertensives (Nirite intake tertile, 95% CI: 1.10, 5.49; Sodium intake
level, 95% CI: 1.75, 14.89) (d) unaware of abnormal BP (Nirite intake tertile, 95% CI: 1,
5.73; Sodium intake level, 95% CI: 1.21, 13.15), compared to normotensives. Models
included nitrite intake tertile##total sodium intake level and were adjusted for (a)
continuous variables: age (years), total energy intake (kcal/day), total SFA intake (%
energy) and (b) categorical variables (baseline levels): sex (males versus females), BMI
category/weight status (overweight and obese versus healthy weight), educational
level (higher education and 12 years of school versus up to 6years of school versus),
employment status (unemployed and pension versus employed), marital status
(Married-consented versus divorced-separated-widowed-single), MedDiet category
(MD > 23 versus MD < 23), smoking status (smokers versus non smokers), physical
activity level (low, moderate, very versus sedentary).

interaction effect. On the other hand, the likelihood of being pre-
hypertensive or with abnormal BP, whether aware of it or not,
increased significantly with the nitrite intake tertile and total so-
dium intake level. The interaction term was found significant in
both cases as well, and thus the odds presented in Fig. 1 are the ones
attenuated by the interaction effect.

4. Discussion
4.1. Major findings

The major finding of this study was that higher nitrite intake
levels from processed meat contributed to the increased DBP only
when its intake is joint with sodium; meaning that the effect of
nitrite equivalent on DBP from processed meat, is dependent on
sodium intake. The likelihood of having higher than normal DBP
among those reporting normotensives (unaware) increased with
higher intakes of nitrite and sodium by 1.85% and 3.45% respec-
tively. If we were to extrapolate these findings to the Greek adult
consumer population, it is estimated that about 5155—9613 adults
[42] could be affected.

4.2. Rational of findings

This paper addressed effects of nitrite and nitrate from pro-
cessed meat, since this food is the main contributor of these ad-
ditives and is consumed by a large proportion of the population,
despite guidelines to limit. Processed meat has been identified as
carcinogenic to humans [43] and individuals of all ages are advised
to avoid it [44], as no level of intake can confidently be associated
with a lack of risk [45]. Processed meat has been studied with
respect to hypertension and CVD risk [14,18,46—48] with highly
contradicting results pertaining on the effect of its constituents,
other to saturated fats, on CVD risk [23], although dietary guide-
lines suggest to emphasize on avoiding preservatives [18]. To date,
research has related the nitrite/nitrate intake through processed
meat mainly with cancer, due to the development of carcinogenic
N-nitrosocompounds, and has.

Nitrite/nitrate intake and health is complex since the main food
vector that contributes to their intake can be natural or processed
in origin. To date only the positive effect on CVD nitrate from plant
based natural food sources has been highlighted, due to their
beneficial effect on endothelial function and reduction of BP [49].
The association of nitrite/nitrate intake from processed meat intake
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with CVD has also been studied with controversial results [19,22],
but the relationship with BP, a significant risk factor for CVD, has
not been specifically studied. It is worth mentioning that in a study
of van den Brandt [19] both processed meat and nitrite intakes
were found to be independently related to CVD mortality, but when
adjusted for nitrite intake, the association with processed meat
intake was attenuated and became non-significant, meaning that
the effect was mainly attributed to the nitrite compounds. How-
ever, the effect on BP was not specifically studied, and total dietary
sodium intake was not included in the analysis, despite the fact that
processed meat contains a high concentration of sodium as well. To
our knowledge, our study is the first to focus on the association of
dietary nitrite/nitrate from processed meat with BP, accounting also
for total dietary sodium intake, and our findings are consistent with
those of the only other study investigating the effect of nitrite as an
additive on the risk of hypertension [50].

Sodium from processed meat, as salt and compound in other
preservatives, has been identified as the second major contributor
to dietary salt intake [51] and excessive salt consumption may
heighten risk for hypertension, increasing likelihood of CVD [52].
Mean total sodium intake was found significantly higher among
individuals categorized in the third nitrite tertile, as expected since
sodium intake increases due to processing. Specifically, the effect of
higher sodium intake above 2300 mg set as the highest norm, also
increased BP levels, although sodium from food alone. It should also
be noted that although the interaction between sodium and nitrite
intake mitigated nitrite effects on DBP, this remained significant.
Effects of sodium were also mitigated, showing that the two vari-
ables have a joint action on DPB, and the effect of nitrite/nitrate
intake from processed meat is dependent on higher sodium intake.
And yet, although the precise pathogenic mechanism of hyper-
tension is still not fully understood, the potential contribution of
nitrite/nitrate intake from processed meat products to the etiology
of hypertension has not been specifically studied. Generally,
incomplete accounting for potential confounders is a frequent issue
in epidemiological research [14].

4.3. Strengths and limitations

Study strengths include the use of a nationally representative
sample of adults, survey-specific FPQs, the 9% endogenous nitrate-
to-nitrite conversion factor, and direct BP measurements to avoid
potential masking from various treatments and thus deal with
possible selection and reverse causality biases. Adults with
confirmed hypertension are typically advised to adhere to a thor-
ough plan of care and treatment [30] that includes reduced salt
ingestion (less than 5 g daily), increased consumption of fruits and
vegetables, limited consumption of saturated fat-rich meals and
trans-fat intake, reduced alcohol intake, regular exercise, control of
weight status, and cessation of smoking [9,53]. Therefore, including
only individuals already aware of having elevated BP in such studies
could enhance masked, incorrect results. This said, based on the
sensitivity analyses performed, no significant effects were found on
DBP by nitrite tertile intake or total sodium intake level for hy-
pertensives versus normotensives. On the contrary, DBP signifi-
cantly increased by tertile of intake in prehypertensives, probably
due to the inclusion of hypertensives with uncontrolled BP, as well
as in those with abnormal BP, whether aware of it or not. This can
be explained by the fact that those unaware have not altered their
lifestyle and dietary habits, therefore reverse causality effect is
avoided, strengthening the results of this study. When all in-
dividuals measured were considered in the analysis, including
those that were aware of their status as well, the results remained
significant, since these individuals were not controlled, hence were
probably not adhering to the proposed medical regime.
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This study has some limitations as well. These include the lack of
national occurrence data and use of legislative MPLs, which could
have led to an overestimation of intakes, challenges in FoodEx2
codification, no use of processing factors, and the small sample of
individuals identified as hypertensive per ESC/ESH guidelines (DBP/
SBP>140/90 mmHg, n = 29) which did not allow a further sensi-
tivity analysis. Extra salt added during cooking and/or at the table,
which may have further increased the effect, could not be included
since urine for analysis was not available. Furthermore, a large
proportion of the individuals were not measured, although this was
counteracted with specific methodologically valid for epidemio-
logical studies questionnaires [54].

4.4. Final remarks

Our results demonstrate that nitrite and nitrate intake from
processed meat is associated with elevated DBP and highlight the
significance of further consideration of underlying mechanisms and
policy implications. Specifically, they add more evidence to the
debate on current regulations regarding the use of nitrite as a food
additive. The French parliament recently committed to gradually
reducing nitrite in cured meats based on a relative formal opinion
of the French Agency for Food, Environment, and Occupational
Health and Safety (ANSES) [55]. Given that nearly a quarter of those
in our study were unaware of being hypertensive according to
American standard guidelines (130/80 mmHg), such a measure
could be very important for public health. In addition, adults need
to be further informed that higher processed meat intake contrib-
utes to higher salt and nitrite/nitrate consumption, both of which
are positively associated with increased BP. Finally, future research
should take into account the interaction effect of nitrite/nitrate and
sodium intake levels in order to thoroughly investigate the asso-
ciation between dietary nitrite and nitrate from processed meat
and cardiometabolic disorder risk and elucidate underlying
mechanisms that could explain findings.

5. Conclusions

Our study revealed that DBP, but not SBP, increased with higher
processed meat consumption due to nitric compound intake when
the mediating effect of total sodium intake was accounted for. This
finding adds support to public health recommendations to mini-
mize processed meat intake and indicates the need for awareness
campaigns by the competent authorities. It also provides additional
arguments in the ongoing debate over updating regulations for
nitrite and nitrate used as food additives. Future research, required
to further advance knowledge on potential mechanisms underlying
the link between the key ingredients of processed meat and hy-
pertension, should not overlook the interaction effect of dietary
nitric compounds and total sodium intakes in order to properly
interpret their individual associations with BP levels.
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Table S1. Concentration levels (mg/kg) of nitrite (E 249-250) and nitrate (E 251-252) used in the exposure assessment.

Frequency
Food in NITRITE | NITRATE
category FOODEX FOODEX HNNHS MPL MPL
number | Food category name category Code FOODEX Name % (mgkg) (mgkg)
08.3.1 Non-heat-treated meat products | Preserved meat | A022S Cured seasoned pork meat 1.9 150 150
08.3.1 Non-heat-treated meat products | Preserved meat | A022X Bacon 7.0 150 150
08.3.1 Non-heat-treated meat products | Preserved meat | A023E Cured seasoned poultry meat 3.2 150 150
08.3.1 Non-heat-treated meat products | Sausages A024X Salami-type sausage 1.8 150 150
08.3.1 Non-heat-treated meat products | Sausages A025B Pepperoni/paprika-type sausage 0.6 150 150
08.3.1 Non-heat-treated meat products | Sausages A025C Chorizo and similar 0.5 150 150
08.3.1 Total 15.0
08.3.2 Heat-treated meat products Preserved meat | A022T Ham, pork 23.0 150
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Frequency

Food in NITRITE | NITRATE
category FOODEX FOODEX HNNHS MPL MPL
number | Food category name category Code FOODEX Name % (mgkg) (mgkg)
08.3.2 Heat—treated meat products Preserved meat | A023H Cooked cured (or seasoned) pork meat 21.1 150
08.3.2 Heat-treated meat products Preserved meat | A023K Cooked pork ham 1.8 150
Cooked cured (or seasoned) poultry
08.3.2 Heat-treated meat products Preserved meat | A023S meat 1.7 150
08.3.2 Heat—treated meat products Preserved meat | A023T Cooked turkey meat 27.6 150
08.3.2 Heat—treated meat products Preserved meat | A023X Cooked other poultry meat 0.1 150
08.3.2 Heat-treated meat products Sausages A025Q Mortadella-type sausage 1.0 150
08.3.2 Heat-treated meat products Sausages A026B Frankfurt-type sausage 1.0 150
Liver based  spreadable-textured
08.3.2 Heat-treated meat products Meat specialties | A026M specialties 0.1 150
08.3.2 Heat-treated meat products Sausages AQEYP Preserved or partly preserved sausages 7.6 150
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Frequency

Food in NITRITE | NITRATE
category FOODEX FOODEX HNNHS MPL MPL
number | Food category name category Code FOODEX Name % (mgkg) (mgkg)
08.3.2 Total 85.0

TOTAL 100.00
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Table S2. Detailed results of linear Regression models of DBP and SBP (mmHg) using 2 models adjusted for: (a) nitrite intake tertiles and sodium intake levels

(Model 1) (b) also including the interaction effect of sodium and nitric compounds (Model 2), n=494.

Model 1 Model 2
[95% conf. [95% conf.
Coef. P>|tl Coef. P>1tl
interval] interval]
DBP, mmHg
Nitrite intake tertile 0.18 0.770 -1.02 1.38 3.05* 0.046 0.05 6.06
Sodium intake level 0.53 0.610 -1.51 2.57 4.41*2 0.041 0.17 8.64
Interaction of nitrite intake tertile & sodium intake level -2.11* 0.041 -4.13 -0.09
Age 0.16* 0.006 0.05 0.27 0.17% 0.004 0.05 0.28
Sex 1.38 0.187 -0.67 3.44 1.59 0.130 -0.47 3.65
Total energy intake 0.00 0.666 0.00 0.00 0.00 0.532 0.00 0.00
Total Saturated Fat Acid (SFA) intake 0.11 0.384 -0.14 0.35 0.13 0.305 -0.12 0.37

BMI Category (weight status)
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Model 1 Model 2
[95% conf. [95% conf.
Coef. P>|tl Coef. P>ltl
interval] interval]

Overweight 5.38* 0.000 3.13 7.62 5.37* 0.000 3.13 7.61

Obese 7.05% 0.000 4.19 9.92 7.20% 0.000 4.35 10.06
Educational level

12 years of school 2.02 0.551 -4.62 8.65 2.27 0.502 -4.35 8.88

Higher education, including colleges 0.89 0.793 -5.76 7.53 1.05 0.756 -5.58 7.67
Employment status

Pension -2.08 0.322 -6.21 2.05 -1.97 0.347 -6.09 2.15

Unemployed -0.67 0.544 -2.82 1.49 -0.50 0.651 -2.65 1.66
Marital status

Married/consented 0.41 0.733 -1.94 2.76 0.34 0.776 -2.01 2.69
MedDiet Category

MD>=23 -0.46 0.706 -2.83 1.92 -0.27 0.826 -2.64 2.11
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Model 1 Model 2
[95% conf. [95% conf.
Coef. P>|tl Coef. P>ltl
interval] interval]

Smoking status

Smokers 0.07 0.945 -1.84 1.98 0.02 0.987 -1.89 1.92
Physical activity status

Low 3.68 0.108 -0.81 8.17 3.22 0.160 -1.27 7.72

Moderate 3.90 0.067 0.28 8.08 3.72 0.080 -0.45 7.89

Very 247 0.249 -1.73 6.67 2.28 0.286 -1.91 6.47

SBP, mmHg

Nitrite intake tertile 0.13 0.870 -1.38 1.63 2.68 0.163 -1.09 6.44
Sodium intake level 1.68 0.197 -0.87 423 5.12 0.059 -0.19 10.42
Interaction of nitrite intake tertile & sodium intake level -1.87 0.147 -4.41 0.66
Age 0.28* 0.000 0.14 0.43 0.29* 0.000 0.15 0.43
Sex 10.64* 0.000 8.06 13.21 10.82* 0.000 8.24 13.40
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Model 1 Model 2
[95% conf. [95% conf.
Coef. P>tl Coef. P> tl
interval] interval]

Total energy intake 0.00 0.682 0.00 0.00 0.00 0.586 0.00 0.00
Total Saturated Fat Acid (SFA) intake 0.23 0.141 -0.08 0.53 0.24 0.114 -0.06 0.55
BMI Category (weight status)

Overweight 4.17% 0.004 1.36 6.97 4.16* 0.004 1.35 6.96

Obese 5.12% 0.005 1.54 8.69 5.25% 0.004 1.67 8.82
Educational level

12 years of school -3.73 0.377 12.03 4.56 -3.51 0.406 -11.81 4.78

Higher education, including colleges -5.48 0.196 13.79 2.83 -5.34 0.207 -13.64 2.97
Employment status

Pension -1.32 0.615 -6.49 3.84 -1.22 0.641 -6.38 3.93

Unemployed 1.13 0.409 -1.56 3.83 1.28 0.351 -1.42 3.98

Marital status
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Model 1 Model 2
[95% conf. [95% conf.
Coef. P>|tl Coef. P>ltl
interval] interval]

Married/consented -2.09 0.164 -5.03 0.86 -2.15 0.152 -5.09 0.79
MedDiet Category

MD>=23 -0.76 0.616 -3.73 2.21 -0.59 0.697 -3.57 2.39
Smoking status

Smokers -2.33 0.056 -4.72 0.06 -2.38 0.051 -4.76 0.01
Physical activity status

Low 3.48 0.225 -2.14 9.09 3.07 0.285 -2.56 8.71

Moderate 1.08 0.686 -4.15 6.31 0.91 0.732 -4.32 6.14

Very 1.67 0.533 -3.59 6.92 1.50 0.575 -3.75 6.75

*Statistical significant at p<0.05. Nitrite intake and sodium intake were assessed as continuous variables by tertile and level respectively. Models were adjusted for (a) continuous

variables: age (years), total energy intake (kcal/day), total SFA intake (% energy) and (b) categorical variables (baseline levels): sex (males versus females), BMI category/weight

status (overweight and obese versus healthy weight), educational level (higher education and 12 years of school versus up to 6years of school versus), employment status
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(unemployed and pension versus employed), marital status (Married-consented versus divorced-separated-widowed-single), MedDiet category (MD>23 versus MD<23),
smoking status (smokers versus non smokers), physical activity level (low, moderate, and very versus sedentary).
! Final additive effect by nitrite intake tertile: 0.94mmHg (3.05 mmHg-2.11mmHg).

2 Final additive effect by sodium intake level: 2.30 mmHg (4.41mmHg-2.11mmHg).
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Table S3. Linear Regression model of mean DBP (mmHg) adjusted for the interaction between

nitrite intake tertiles and sodium intake levels, when nitrite intake tertiles are introduced as

categorical paremeters.

Mean DBP, mmHg Coef. P>ltl [95% conf. interval]
Nitrite intake tertile
2nd tertile of nitrite intake 0.82 0.763 -4.52 6.16
3 tertile of nitrite intake? 6.70% 0.035 0.49 12.90
Sodium intake level 1.69 0.266 -1.30 4.68
Interaction of nitrite intake tertile &
sodium intake level
2nd tertile of nitrite intake -0.50 0.799 -4.32 3.33
3rd tertile of nitrite intake! -4.46*1 0.035 -8.60 -0.31

*Statistical significant at p<0.05. Nitrite intake tertile was assessed as categorical variable (1¢ tertile the

reference level) and sodium intake as continuous variable by level. Models were adjusted for (a)

continuous variables: age (years), total energy intake (kcal/day), total SFA intake (% energy) and (b)

categorical variables (baseline levels): sex (males versus females), BMI category/weight status (overweight

and obese versus healthy weight), educational level (higher education and 12 years of school versus up

to 6years of school versus), employment status (unemployed and pension versus employed), marital

status (Married-consented versus divorced-separated-widowed-single), MedDiet category (MD >23

versus MD<23), smoking status (smokers versus non smokers), physical activity level (low, moderate, and

very versus sedentary).

1Final additive effect for subjects in the 3™ nitrite intake tertile: 2.24 mmHg (6.70 mmHg-4.46 mmHg).
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C. GENERAL DISCUSSION-CONCLUSIONS
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1. GENERAL DISCUSSION

1.1. STATEMENT OF MAIN RESULTS

To the best of our knowledge, this thesis represents the first attempt to assess the nitrite
and nitrate consumption from processed meat products within the Greek population,
adopting a risk assessment approach. Moreover, the extensive literature review conducted
on health implications by source of origin along with the investigation of the correlation
between nitrite and nitrate intake from processed meat products and BP, while controlling
for potential confounding variables, complement the limited number of studies on these
subjects worldwide. Overall, the present study investigated the risk as well as the health
impact of nitrite and nitrate consumption from processed meat, given that this food source
represents the primary contributor of these additives and is widely consumed by a
significant proportion of the populace, notwithstanding recommendations to restrict

intake.

The findings of the extensive literature review carried out indicated that the consumption
of nitrite and nitrate derived from plants has been proposed to confer advantageous
outcomes on metabolic and vascular health. In contrast, an elevated consumption of the
stated compounds derived from processed animal products has been associated with
higher risk of cancer, particularly in the gastrointestinal tract. No clear links between
nitrite and nitrate from plant sources and cancer as well as nitrite and nitrate from animal
sources and cardiovascular disease (CVD) were identified. The presence of nitrite and
nitrate in drinking water is also an issue of concern, mainly due to associations with

methemoglobinemia and carcinogenesis.

Subsequent to the aforementioned comprehensive analysis of existing literature, we opted
to conduct a health risk assessment regarding the nitrite and nitrate ingestion from
processed meat and meat-based products. The decision to exclusively assess intakes from
processed meat was influenced by several factors. Firstly, the ingestion of nitrate and
nitrite from vegetable sources, despite being consumed in large quantities, was deemed
improbable to present any health hazards owing to their advantageous properties.
Secondly, the ongoing nutrition transition has resulted in an increased consumption of
processed meat products, which are known to contain these two additives, the most

commonly used in the processed meat industry. Thirdly, the COVID-19 pandemic has
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presented challenges in the production and availability of extra occurrence data, other
than the MPLs. Finally, despite its significance for public health, and the relevant risk
assessments of nitrite and nitrate intakes carried out by EFSA at EU level [1,2], such an

evaluation had not been conducted among Greeks before.

The results of our risk assessment study suggest that a significant segment of Greek
processed-meat consumers may be susceptible to potential health hazards, as their intake
of nitrite and nitrate (measured as nitrite equivalent) has already surpassed the ADI of
nitrite (0.07mg/kg bw/day) solely through the consumption of processed meat. The study
findings indicate that the likelihood of surpassing the ADI was notably greater among
children within the age range of 0-9 years. The primary sources of nitrite intake in the
diet were found to be processed meat products from pork and turkey. These products were
most commonly consumed as components of mixed dishes, including but not limited

sandwiches, toasts, and pizzas.

Moreover, despite the absence of evidence linking nitrite and nitrate from processed meat
with cardiovascular disease (CVD) in our literature review, the association between
processed meat consumption and increased risk of CVD, coupled with the absence of
international research on the subject, has prompted us to undertake a more comprehensive
investigation of this relationship. Our research took into consideration established CVD
risk factors, including dyslipidemia, hypertension, diastolic blood pressure (DBP),
systolic blood pressure (SBP), low-density lipoprotein (LDL) cholesterol, diabetes,
smoking, obesity, physical activity, and others. The consumption of nitrite and nitrate
through processed meat products exhibited a correlation with BP. Specifically, elevated
levels of nitrite equivalent intake were found to be associated with an increase in DBP,
when accounted for sodium intake. The probability of elevated DBP in individuals who
self-report as normotensive (without awareness of hypertension) was found to increase

with greater nitrite and sodium intakes.

Extrapolating from the latest data provided by the Hellenic Statistical Authority, it can be
inferred that approximately 160625 children are at risk of experiencing adverse health
effects due to the consumption of nitrite and nitrate ingested from processed meat.
Furthermore, it is projected that the DBP of 5155 to 9613 Greek -unaware of being
hypertensive- adults could be adversely affected by the consumption of processed meat
products. Therefore, our research outcomes hold significance in the context of public

health and thus have been disseminated through various social media platforms, as
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indicated in Appendix 2. In order to optimize the advantages of research after all, it is
recommended to expeditiously disseminate the findings [3]. Social media platforms have
the potential to facilitate rapid and global networking among researchers, doctors,

policymakers, the public, and other stakeholders [4].

1.2. COMPARISON WITH LITERATURE

Each published paper includes a comprehensive analysis of the findings in relation to the
current literature. Consequently, the iteration of related outcomes is deemed unproductive
within this chapter. Generally, our research follows reviews on the physiologic context
for potential health benefits [5] and nitric oxide biology [6] and complements reviews on
benefits and risks for human health [6—10], especially those related to nitrite and nitrate
derived from processed meat and meat products [11,12], as well as those indicating a
possible relation between dietary nitrite and nitrate and CVD [13,14]. It is important to
acknowledge that the discrepancies in the methodology of research studies that evaluate
the consumption of nitric compounds in processed meat products present a difficulty in
the comparison of outcomes. This is due to variations in the origins of intake, statistics
and models involved, age grouping, approaches to dietary exposure assessment,

conversion coefficients employed, and other related factors.

Research in the field persists, with a continuous stream of new data being published to
either support or challenge prior findings. Savin et al. (2022) indicated recently that nitrate
and nitrite are among the most frequently present additives in the food consumed by
children, raising the risk that their negative effects will manifest, due to the specificity of
the child’s metabolic system [15]. A review of Shakil et al. (2022) on health risk issues
of nitrite in cured meat also acknowledged the risk of methemoglobinemia in children
and colorectal cancer in adults and suggested that nitrite replacements like plant extracts,
organic acids and salts and High Hydrostatic Pressure (HHP) could be employed
efficiently instead [16]. Chazelas et al. (2022) also provided a fresh perspective in the
context of the active debate surrounding the banning of these additives from the food
industry by identifying the relationship between nitrate and nitrite intakes and cancer risk
using data from the French NutriNet-Santé cohort (2009-ongoing, median follow-up 6.7
years), a large prospective cohort with detailed dietary assessment [17]. Six (6) alternative

methods of reducing or partially replacing nitrite in meat processing have been described
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in the review of Zhang et al. (2023), suggesting that alternative additives may be the most
successful methods of replacing nitrite in meat processing [18]. Finally, in a recently
published brief communication by Srour et al. (2022) [19], the authors also underlined a
positive association between nitrite from food additives and hypertension risk, which is

in accordance with our findings.

1.3. STRENGTHS AND LIMITATIONS

A notable advantage of this study lies in the use of nationally representative samples
sourced from the HNNHS to assess the consumption of nitrite and nitrate in processed
meat products, employing also survey-specific food propensity questionnaires (FPQs) to
account for the amount of processed meat consumed over a period of time. The maximum
conversion factor of 9% was utilized to account for the endogenous transformation of
nitrate to nitrite, so as a comprehensive assessment of the highest potential risk to
consumers to be ensured [1]. As regards in particular the methodology for examining
associations with BP, the utilization of direct BP measurements effectively eliminated the
potential for masking effects resulting from various treatments and addressed the

possibility of selection and reverse causality biases.

Regarding the limitations, the term 'processed meat' encompasses a diverse range of
products that may exhibit varying levels of potential hazards [20]. Also, the variability of
nitrite and nitrate content in foods and water has significant implications for the creation
of food-composition databases and evaluation of nitrate intake in the diet [21]. Therefore,
the absence of refined nationwide data pertaining to the utilization and occurrence of
nitrite and nitrate salts in processed meat products provided a constraint to this research.
The regulatory scenario is acknowledged as the worst case one, as it has a tendency to
overestimate intakes in a systematic manner [22]. Consequently, our findings could
represent an overestimation of nitrite consumption from processed meat. However, the
levels of nitrite and nitrate in meat products, as reported by the European industry, were
found to be equivalent to the Maximum Permitted Levels (MPLs) [1,2] and furthermore,
the compounds could be used at levels exceeding those permitted by legislation as
indicated by the levels reported by European Industry [22]. Nevertheless, the
methodology used complies with the stepwise approach suggested by the European

Commission which recommends utilizing Tier 3 to estimate additive intakes, involving
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analyzing individual food consumption data and measured data on additives occurrence,

only in cases where Tier 2 has been surpassed [23].

Some other methodological limitations regarding the risk assessment process include the
challenge in FoodEx2 codification and mapping with the categories outlined in the
legislation [24], as thorough meat product classification may have not been allowed by
the information available in the Survey. EFSA has also acknowledged this challenge,
where limitations or exemptions in the Regulation are not factored into such projects
[1,25]. Moreover, residual levels might be affected by the processing time and
temperature, the primary additive dosage, pH, the addition of ascorbate and/or other
antioxidant components, the existence of microorganisms [26], but such factors could not

be considered, as no relevant data was available.

Some concerns about the methodology employed in our study of the correlation with
blood pressure are further addressed in Paper IV of this thesis. On top of that, the limited
number of participants categorized as hypertensive according to the ESC/ESH criteria
(with a DBP/SBP>140/90 mmHg, n=36) precluded the possibility of conducting a more
comprehensive sensitivity analysis. Finally, a significant segment of the population was
not subjected to measurement. However, this limitation was addressed by utilizing

questionnaires that were methodologically sound for epidemiological research [27].

1.4. FUTURE RESEARCH

Dietary shifts towards a more Westernized diet in developing economies has been linked
to a reduction in the intake of plant-based foods and an increase in the consumption of
animal-derived products [28]. The escalation of nitrite and nitrate intake from processed
meat is a significant concern in the context of the nutrition transition, as it heightens the
likelihood of surpassing ADI thresholds established (Jain and Mathur, 2015a). Finding

ways to mitigate this transition and encourage a less processed diet is essential [28,29].

The importance of a collaborative endeavor aimed at establishing standards to improve
and harmonize the assessment of nitrate and nitrite intake across all demographic
segments should be underlined [21,30]. Although it is mandatory for member states to
conduct monitoring of consumer intakes in order to facilitate dietary exposure and risk
assessment [24], the Reg. (EU) 178/2002 [31] does not define when and how to conduct
a risk assessment regarding food or feed safety. The Regulation establishes that the
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European Food Safety Authority (EFSA) serves as the designated entity responsible for
conducting risk assessments on behalf of the European Union and its constituent Member
States. Several member states of the European Union, such as the German Federal
Institute for Risk Assessment (BfR), the Austrian Agency for Health and Food Safety
(AGES), the French Agency for Food, Environmental and Occupational Health Safety
(ANSES) and the Food Safety Authority of Ireland (FSAI), have already established
National Risk Assessment Organizations. However, these Organizations do not constitute
a legal obligation. In Greece, the Hellenic Food Authority serves as the official Food
Control Body and is responsible for implementing enhanced and proactive systems to
monitor, evaluate, and regulate potential health risks through the application of risk

analysis and risk assessment principles [32].

EFSA determined that the ADIs of nitrite and nitrate could be surpassed if all dietary
sources were taken into account at the EU level. Specifically, the ADI of nitrite would be
exceeded in infants, toddlers, and children at the mean level of exposure, and in all age
groups at the highest level of exposure [1]. Similarly, the ADI of nitrate would be
surpassed in all age groups at both the mean and highest levels of exposure [2]. Generally,
for an assessment of nitrate levels in the body, an investigation of a vast variety of plant-
based foods, meats, as well as drinking water and water-based beverages is suggested to
be required [33]. It is also necessary to develop methodologies for estimating nitrate
levels in various foods that would also take into account processing factors that can have
an impact on nitrate content [34]. The application of food-composition tables exhibits
significant heterogeneity, which may potentially impact the precision of estimated daily
nitrate consumption [21]. More research is also required on the quantification of nitrate-
reducing bacteria, the evaluation of dietary factors, and other factors that affect
nitrosation, as well as enhanced exposure assessment for communities connected to
public water supplies [35]. Moreover, in order to attain consistency and consequently
enhance the dependability of nitrite exposure estimates, the establishment of a more

precise definition of the conversion factor may be necessary [36,37].

The literature review conducted has indicated the necessity of conducting separate
assessments of nitrite and nitrate intakes from processed meat, due to the potential adverse
health impacts associated with their consumption, although it is acknowledged that it is
impossible to differentiate between nitrosamines generated from permissible levels of

added nitrite and those naturally occurring in the food itself [1]. The research on
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carcinogenicity in the future should prioritize the examination of population subgroups
that have a higher risk of endogenous N-nitrosamine production, such as smokers or high
nitrate and nitrite consumers through food supplements, particularly if beneficial dietary
components, such as polyphenols or vital nutrients, are absent (Ahluwalia et al., 2016).
Research may potentially result in evaluations of larger groups of chemicals that result in
endogenous nitrosation or circadian disturbances [38]. With the new Regulation
2023/2108 of 6 October [39], the EU lowered the limits for nitrite and nitrate used as food
additives, following the recent opinion of the European Food Safety Authority (EFSA)

that raised the alarm about nitrosamines in food [40].

Additional research is also required to explore the biological mechanisms and uses of
dietary nitrate and nitrite [9], to enable a greater understanding of their impact on the
prevention of CVD incidents [41]. Future studies should examine how nitrate intake from
food can improve health in the context of overall nutritional quality, ensuring that the
general public receives consistent health messages [42]. Finally, prior to making any new
regulatory or public health recommendations for dietary nitrite and nitrate exposures, the

risk-benefit balance should be thoroughly considered [6].

Finally, the HNNHS has much more information to extract from. Further research areas

that have been already identified based on data from HNNHS may include:

1. Nitrite and nitrate intakes from drinking water.

ii.  Cumulative nitrite and nitrate intakes from diet.

iii. A more refined risk assessment of nitrite and nitrate intakes by type and
manufacturer, based on labeling of processed meat products.

iv.  Risk assessment of the most commonly used additives intakes.
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2. GENERAL CONCLUSIONS

Dietary nitrate and nitrite are plant nutrients, authorized food additives, water
contaminants, and nutritional supplements. No evidence links fruit and vegetable nitrate
and nitrite consumption to carcinogenicity. The evidence suggests that nitrate-rich
vegetables may benefit metabolic and vascular health by improving endothelial function
and lowering BP. However, processed animal products with nitrate and nitrite have been
linked to increased cancer risk, especially in the gastrointestinal tract. Drinking water may

also contribute to nitric compound-related health problems.

Median nitrite and nitrate intake (assessed as nitrite equivalent) from processed meat
products revealed that a significant portion of the Greek populace is susceptible to
surpassing the ADI of nitrite solely from the consumption of processed meat, primarily
pork and turkey, consumed in mixed dishes such as toasts, sandwiches, and pizza.
Children aged 0 to 9 years had the highest proportion of exceeding among those of the
same age group in the study. Additionally, the findings of our investigation indicate that
an increase in processed meat consumption leads to an elevation in DBP, due to the intake
of nitric compounds, after controlling for the mediating effect of total sodium intake. No

association was observed with SBP.

The outcomes of this thesis indicate a significant cause for concern, given the cumulative
impact of chronic exposure to other dietary sources of nitrite and nitrate. Further
prospective research is required to validate the correlation between dietary nitrate, nitrite,
and nitrosamines and their potential risks and benefits to human health. Authorities need
to introduce educational programs with the objective of enhancing public awareness
regarding the plausible health risks linked to the consumption of processed meat and nitric
salts. Alternative methods should be explored to substitute these additives for ensuring
safety. In addition, it is recommended that proficient regulatory bodies establish and
sustain a surveillance strategy pertaining to the levels of nitrite and nitrate present in
diverse commodities within the Greek marketplace. Subsequent studies may evaluate the
dietary consumption of nitrite and nitrate, using more refined occurrence data. Finally,
future research, aiming at enhancing comprehension of the potential mechanisms that
underlie the correlation between the principal components of processed meat and
hypertension, should take into account the interaction between dietary nitric compounds

and total sodium intake, to accurately interpret their respective associations with BP.
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Dear Editor,

We would like to thank the Authors Dr Aycicek and Dr Koca for
their interest in our research [1]. The Authors raised points that are
addressed below.

Firstly, although non-adherence of hypertensives to medical
and/or nutrition recommendations could have misled the conclu-
sion, this is not a concern as a sensitivity analysis was performed.
Specifically, the same multiple logistic regression analyses were
used for those self-reporting their status, pre-hypertensives, and
those unaware of high Blood Pressure (BP) levels. In all cases, clear
definition for their classification was reported (section-2.2.1) and
results were properly interpreted by group (section-4.3).

The second concern raised was that omitting added salt could
skew the results. We agree, and thus identify it in the discussion
as a limitation that may have exacerbated the effect (section-4.3).
However, 70—75% of salt/sodium intake comes from processed
foods, 15% occurs naturally in foods and only 10% comes from added
salt [2]. Furthermore, although the interaction attenuated DBP ef-
fects, this remained substantial in the higher salt tertile intakes
(section-4.2, Table S3).

The third concern was the inclusion of >80-year-olds, due to
therapy being recommended if SBP>160 mmHg, although this is
the case for fit and independent older adults only [3]. Furthermore,
adults were categorized by mean BP and not by age, as associations
per age group were not within the scope of our research, and thus,
results were not interpreted for this age group specifically.

A major concern was raised regarding the methodology used for
nutritional assessment, suggesting use of “nutrition”/food diaries.
Although the last are the gold standard in intervention trials, they
are not preferred in nutrition and health surveys, due to the burden
they entail in reporting all foods/drinks consumed which leads to a
simplification of a usual diet and to a reporting error [4]. The aim
was not only to achieve accurate portion sizes but to report actual
usual intake. Our methodology for consumption data followed
EFSA's guidelines [5] using two non-consecutive 24-h- recalls

https://doi.org/10.1016/j.clnu.2023.06.008

with specific probing methods, validated food atlases, standardized
household measurements as portion anchors, and a validated Fre-
quency Propensity Questionnaires (FPQ) (section-2.3).

Finally, white-coat effect (WCE) was taken into account when BP
was measured as per the guidelines of ESC/ASH [6]. Additionally, in-
dividuals with WCE are already on antihypertensive treatment,
have an increased risk of CVD and should be closely monitored
for transition to sustained hypertension [7]. Therefore, including
hypertensives and prehypertensives, aware or unaware, in our
study was important and actually added to current knowledge.

In conclusion, all the concerns raised by the Authors were fully
addressed in our paper. It is worth mentioning that our findings
regarding the effect of added nitrite on hypertension risk are also
consistent with the results of a recently published brief communi-
cation [8]. We acknowledge that future research on the subject is
required to enhance knowledge.

Funding statement

The linked research received no funding. The HNNHS was co-
funded by the European Union (European Social Fund) and Greece
(Ministry of Health) under the Operational Program “Human Re-
sources Development 2007—2013".

Author contribution

SK, AZ and EM drafted and reviewed this reply. All authors attest
they meet the ICMJE criteria for authorship.

Conflict of interest

The authors declare no conflict of interest. The authors SK and
AZ alone are responsible for the content and views expressed in
this publication and they do not necessarily represent the deci-
sions, policy, or views of the Hellenic Food Authority.

Appendix A. Supplementary data

Supplementary data related to this article can be found at
https://doi.org/10.1016/j.cInu.2023.06.008.

References

[1] Kotopoulou S, Zampelas A, Magriplis E. Nitrite and nitrate intake from pro-
cessed meat is associated with elevated diastolic blood pressure (DBP). Clin
Nutr 2023;42:784—92. https://doi.org/10.1016/j.cInu.2023.03.015.

0261-5614/© 2023 Elsevier Ltd and European Society for Clinical Nutrition and Metabolism. All rights reserved.

Please cite this article as: S. Kotopoulou, A. Zampelas and E. Magriplis, Reply-letter to the editor: “Nitrite and nitrate intake from processed meat
is associated with elevated diastolic blood pressure (DBP)”, Clinical Nutrition, https://doi.org/10.1016/j.clnu.2023.06.008

160


https://doi.org/10.1016/j.clnu.2023.06.008
https://doi.org/10.1016/j.clnu.2023.03.015
www.sciencedirect.com/science/journal/02615614
http://www.elsevier.com/locate/clnu
https://doi.org/10.1016/j.clnu.2023.06.008
https://doi.org/10.1016/j.clnu.2023.06.008

S. Kotopoulou, A. Zampelas and E. Magriplis

[2] EFSA. Opinion of the scientific panel on dietetic products, nutrition and al-
lergies [NDA] related to the tolerable upper intake level of sodium. EFSA ]
2005. https://doi.org/10.2903/j.efsa.2005.209.

Williams B, Mancia G, Spiering W, Agabiti Rosei E, Azizi M, Burnier M, et al.
2018 ESC/ESH Guidelines for the management of arterial hypertension. Eur
Heart ] 2018;39:3021—104. https://doi.org/10.1093/eurheartj/ehy339.
Thompson FE, Subar AF. Dietary assessment methodology. Nutrition in the pre-
vention and treatment of disease. Elsevier; 2017. p. 5—48. https://doi.org/
10.1016/B978-0-12-802928-2.00001-1.

[5] EFSA. General principles for the collection of national food consumption data in
the view of a pan-European dietary survey. EFSA ] 2009. https://doi.org/
10.2903/j.efsa.2009.1435.

Whelton PK, Carey RM, Aronow WS, Casey DE, Collins K], Dennison
Himmelfarb C, et al. 2017 ACC/AHA/AAPA/ABC/ACPM/AGS/APhA/ASH/ASPC/
NMA/PCNA guideline for the prevention, detection, evaluation, and manage-
ment of high blood pressure in adults. ] Am Coll Cardiol 2018;71:e127—248.
https://doi.org/10.1016/j.jacc.2017.11.006.

Cohen ]B, Lotito MJ, Trivedi UK, Denker MG, Cohen DL, Townsend RR. Cardio-
vascular events and mortality in white coat hypertension: a systematic review
and meta-analysis. Ann Intern Med 2019;170:853—62. https://doi.org/10.7326/
M19-0223.

Srour B, Chazelas E, Fezeu LK, Javaux G, Pierre F, Huybrechts [, et al. Nitrites, Ni-
trates, and Cardiovascular Outcomes: are We Living “La Vie en Rose” With Pink
Processed  Meats? JAHA  2022;11:e027627. https://doi.org/10.1161/
JAHA.122.027627.

[3

[4

[6

(7

(8

Clinical Nutrition xxx (XXxX) XXX

Sotiria Kotopoulou, Antonis Zampelas

Laboratory of Dietetics and Quality of Life, Department of Food
Science and Human Nutrition, Agricultural University of Athens, lera
Odos 75, 11855 Athens, Greece

Hellenic Food Authority, Leoforos Kifissias 124 & latridou 2, 11526
Athens, Greece

Emmanuella Magriplis”

Laboratory of Dietetics and Quality of Life, Department of Food
Science and Human Nutrition, Agricultural University of Athens, lera
Odos 75, 11855 Athens, Greece

* Corresponding author. Department of Food Science and Human
Nutrition, Agricultural University of Athens, lera Odos 75, 11855
Athens, Greece.

E-mail address: emagriplis@aua.gr (E. Magriplis).

25 May 2023

Please cite this article as: S. Kotopoulou, A. Zampelas and E. Magriplis, Reply-letter to the editor: “Nitrite and nitrate intake from processed meat
is associated with elevated diastolic blood pressure (DBP)”, Clinical Nutrition, https://doi.org/10.1016/j.clnu.2023.06.008

161


https://doi.org/10.2903/j.efsa.2005.209
https://doi.org/10.1093/eurheartj/ehy339
https://doi.org/10.1016/B978-0-12-802928-2.00001-1
https://doi.org/10.1016/B978-0-12-802928-2.00001-1
https://doi.org/10.2903/j.efsa.2009.1435
https://doi.org/10.2903/j.efsa.2009.1435
https://doi.org/10.1016/j.jacc.2017.11.006
https://doi.org/10.7326/M19-0223
https://doi.org/10.7326/M19-0223
https://doi.org/10.1161/JAHA.122.027627
https://doi.org/10.1161/JAHA.122.027627

APPENDIX 2 = 10th NATIONAL GONGRESS OF THE HELLENIC
ATHEROSCLEROSIS SOCIETY

2.1.ABSTRACT

HAA94

AIATPOOIKH EKOEXH XE NITPIKA KAI'NITPQAH AAATA ANO
EMNE=EPTAXMENO KPEAZ KAI XY2XETIXH ME APTHPIAKH TIEXH:
ANOTEAEZMATA NMANEAAAAIKHZ MEAETHZ. AIATPOOHX

KAI'YTEIAZ (MA.ME.A.Y))

X. KotommouAou'?, A. Zauméhag'?, E. MaypumAR'

"Turjua Emotiung Tpogiuwy kat Atatpopric tou AvBpwou, lewmnoviko Mavemotripio ABnvav, ABriva, *Eviaioc Dopéag

EAéyyou Tpogiuwv (EQET), Abriva

ZKOMOZ: H katavaAwon emegepyacpHévVou KPEaTog EXEl
OUOXETIOTE BETIKA pE TNV UTIEPTAON, N oToia amoTeAEL
onNUavTIkG Tapdyovta KIvEUVoU ep@Aaviong Kapdiayyel-
akwv voonudtwv (KN). Zkondg tng mapovoag epyaciag
nrav va SigpeuvnBei n cuoxETIoN HETAEL SIATPOYPIKNG
mPGOANYNG VITPIKOV/VITPWSWY aAdtwy and enegepya-
OMEVO KPEag Kal TNG aptnplaknig Staotoikng (DBP) kat
OUOTOAIKNG (SBP) migong.

YAIKO-ME@OAOI: MehetriBnkav dedopéva 1774 eviAikwv
KAtavaAwtwy enegepyacpévou kKpéatog (=18 etwv). H
Katavalwon ekTipRonke Baoel 500 24wpwv avakACEWV
Kl EPWTNHATOAOYIWV CUXVATNTAG KATAVAAWONG TPOPI-
Hwv. H Statpoikn €kBeon ektipuOnke cuvéualovtag ta
SeSopéva ATOUIKWV KATAVOAWOEWV HE Ta VOROBeTNHéVA
Méyiota Emtpendpeva Enineda (ADIs) yia mpodoron vyei-
ag. AeSopévou OTL EVAANIKES LE EYKATECTNEVN UTIEPTAON
mBava akoAouBoUv N8N 181K Slatpo@n), yia Thv amouyn
o@alpatwy emAoyrig (selection bias) kat avtiotpogng
armétntag (reverse causality) SiepeuviOnke n cuoxéTion
ue tnv DBP kat Tnv SBP 010 cuvoAo tou mAnBucpou. H Sie-
peLvNOoN £YIVE JE KATAVOUN TOL TANBUGHOU O€ TpITNUOpLa
KATAVAAWONG VITPIKWV/VITPWS WV aAdTtwv Aapfavovtag
vy mBavr cuvepyloTikh §pdon ue ) Slatpo@Ikn
mPOoANYN vatpiov.

ANOTEAEZMATA: H Sidpeon ouvolikry TpooAnyn vitpi-
KOV/VITpwSWY aldtwy (wg 1oo80vapo Vitpwdwv) Atav
0.007 (0.003, 0.017)mg/kg cwpatikov Bapous/nuépa kat
n péon Tiun TG 0.021(+0.058)mg/kg cwpatikoL Bapoug/

Journal of Atherosclerosis Prevention and Treatment — JAPT

nuépa. 5,7% (n=102) Twv KatavaAwTtwv urepéBnoav To
ADI ywa ta vitpwén AapBavovtag =0,07mg/kg cwuatt-
KoU Bapoug/nuépa. KOpteg mnyég mpdoAnyng nrav ta
ene€epyaocpéva mpoidvta amé xoipvd kpéag (39.7%) kat
yalomoUAa (34.4%).

Npoocappoopéva povtéAa maAvdpdunong édeigav ot
avénon avda TPITNHOPIO TTPOCANYNG VITPIKWV/VITPW WY
0g oUVAPTNON HE avEnon TEOSANYNE vatpiou av§avouv
OULVOAIKA oNpavTIKa TNV DBP katd 3.03mmHg (95% CI:0,
6.06) kat 4.41mmHg (95%Cl: 0.17, 8.66) og Ox£on We KABe
napdyovta avrtiototxa. Zuvunohoyilovtag dpwe Kattn on-
HavTIKR cuvepYIoTIKA Spdon Twv SVo napayoéviwy (Coef:
-2.11, 95%Cl: -4.14, -0.08), n DBP ektipatat 61t av§averal
TeAIKA kata 0.92mgHg cuvoAikd kat katda 2.20mgHg yia
TA ATOUA e TTPOCANYN OTO TRITO TPITNUOPIO O OXECN HE
TO MpwTO. AvTioTolKa avd mepimov 800mg avgnon otnv
mpoécAnyn varpiov, Avw Twv 1500mg, BpéBnke avénon
katd 2.3mgHg tng DBP. Aev S1amotwOnKe onpavtikn
OUCKETION TNG TTPOCANYPNG VITPIKWV/VITPWEWY Kat vatpiou
ue v SBP.

ZYMMEPAZMATA: H katavdAwon ene€epyacpévou KpEatog
oupBdhet otnv avénon t¢ DBP otov yeviké minBuoud
eVNAIKWV AOYW CUYKEVTPWONG VITPIKWV/VITPWEWY, aAAd
yia Tnv opBr) EPUNVEIQ TWV CUCXETICEWY TIPENEL va Aap-
Baverat uméYN N aAANAeMiSpacn AUTAG HE TN CUVOAIKN
Slatpo@ikn MpdoAnYn vatpiou, CNHAVTIKG PHEPOG TNG
omnoiag o@eileTal emiong ota enefepyacpéva TPO@IUA.
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2.2. POSTER

AIATPO®IKH EKOEZH ZE NITPIKA KAI NITPQAH AAATA AMNO EMNMEZEPTAZMENO KPEAZ

KAI ZYZXETIZH ME APTHPIAKH TIEZH: ATTOTEAEZMATA NMANEAAAAIKHZ MEAETHZ
AIATPOO®OHZ KAI YTEIAZ (MA.ME.A.Y.)

Z. KototrouAou'? , A. ZautréAag!2, E. MaypitAR!
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ZYMMEPAZMATA

< H ouykévipwon VITPIKWY Kal VITpWSWY aAdTwv
oTo eme§epyaopévo Kpéag OUPPBAAAEl oTnv
av§non Tng DBP oTov yeviké TAnBuopo
€VNAIKWY.

Tia TNV opBN EPHNVEIA TWV CUOXETICEWV TTPETTEL
va AapBdaverar urdyn n aAAnAemidpaon Tng
OUYKEVTPWONG VITPIKWY Kal VITPWSWY aAdTwv
HE TN OUVOAIKI} SIaTPOYPIKI) TTPOTANYN varpiou,
onNUavTIké PEPOG Tng omoiag o@eiAeTal emiong
oTa EMEEPYAOHEVA TPOPIHA.

< Aev SlaMOTWONKE ONUAVTIK) CUCXETION TNG
TPOCANYNG VITPIKWY KAl VITPWEWY aAdTWV HE
v SBP.
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APPENDIX 3 = DISSEMINATION OF THESIS RESULTS

The following is a non-exhaustive, indicative compilation of social media

platforms/sites where our research findings were hosted:

4+ The EC reduces the limits of nitrite and nitrate use in processed meat products
and other foods. CIBUM food experts society. 9 October 2023. [H EE peuvet
o Oplot VITP®ODOV Kol VITPIKOV OAATOV GE OAAAVTIKE Kot AL TPOQUULA.
CIBUM food experts society. 9 OxtwBpiov 2023]. https://cibum.gr/nea/i-ee-
meionei-ta-oria-nitrodon-kai-nitrikon-alaton-sta-allantika-kai-alla-trofima/

4 Nitrates: New study changes the picture about the risks involved. CIBUM food
experts society.24 May 2023 [Nitpikd drata: Néo perétn aAlalet v eikova
GYETIKA e TOLG Kvduvoug ov eAroyxevovv. CIBUM food experts society.24

Maoaiov 2023]. https://cibum.gr/nea/nitrika-alata-ofelima-i-karkinogona/

4 High dietary intake of nitrite and nitrate from the diet-Research data for Greece.
Hellenic Food Authority. 24 January 2023 [YynAf TpocAnym vitpmo®v Kot
VITPIK®OV oAdtov and ™ dwutpoen-Epsvvntkd dedopéva yuo v EALGda.
Eviwaioc®opéag EAéyyov Tpoopinmv. 24 Tavovapiov 2023].

https://www.facebook.com/efetofficial/photos/a.118682067514230/18591050745

8052/

Eviaiog ®opéag EAéyxou Tpopipwy
24 levovapiou - @

YYnAn mpoaAnyn vVITpw Wy Kol VITPIKWY ohdtwy and Tn Slatpowr] — Epsuvnuikd Sedopéva yia v EAAGSa

H pokpoxpovia UPnAR TIPOCANYN VITPWSWY KAl VITAIKWY OCAGTWY HECW TG UTIEPUETPNG KATOVGAWONG EMEEEPYOOUEVOL KPEXTOG EXEL
OUCXETLOTEL Je SUOMEVELC EMITITWOELS TNV LYEID TOU ovBPWTIOU KoL KUPIOTEPO JE EMPAVIOT KOPKIVOU TOU YAOTPEVTEPLKOU CUCTILOTOG. H
OXETIKT} HEAETN PpilokeTal oTnv ckdAouBn SlevBuveon: https://doiorg/10.1093 /nutrit/nuab113.

Tot vitpwdn dhota (VITPWEEG KAALO - E249 Kol vi... Asite TepioodTEpa

» Reposted by:
o latropedia. 25 January 2023. https://www.iatropedia.gr/diatrofi/nitrodi-kai-
nitrika-alata-apo-ti-diatrofi-erevnitika-dedomena-gia-tin-ellada/162922/

o K3-Cancer Guidance Centre. 24 January 2023 [K3-Kévtpo KaBodnynong
Koapkivomabaov. 24 Tavovapiov 2023 ].https://www.facebook.com/kapa3.k3

o Race for Life. 25 January 2023 [Ayovag Zonge. 25 Iavovapiov 2023].

https://www.facebook.com/AgonasZois

o Kalymento. 24 January 2023. https://www.facebook.com/KalymentoGR
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Dietary intake of nitrate and nitrite - its relationship to health. Hellenic Food
Authority. 17 January 2023 [Aatpo@ikn TpOGANYN VITPIKOV KOl VITPOODV
orlatwv-Xyxéon g pe v vyeia. Eviaiog ®opéag EAéyyov Tpoopipwv. 17
Iavovapiov 2023].

https://www.facebook.com/efetofficial/photos/a.118682067514230

/18419622429 6147/

Eviaiog @opéag EAéyxou Tpowpipwv
17 lovouapiou - Q@

ALTPO PIKR TIPOCANYPN VITPIKWY KOl VITPWSEWY cAATWY — Ex€0N TNG HE TNV Lyeid

O AleBvnc Opyaviopog Epeuviy yiat Tov Kopkivo (IARC) £x€l KATOTAGEL TA VITPLKA KOL VITPWSN GANTO WG TIBAVWIG KUPKIVOYOVOUG
TP ayovTEG i Tov avBpwto (https://monographs.iarc.who.int/list-of-classifications). Ztn Sotpopn, Ta dAoTo ouTd Uopsei va Ta Ppet
KOV ELG WG BPETTIKG OTOLKEIC OTA TROWIIA PUTIKAC TIPOEAEUONG. H CUYKEVTPWOT] TOUG Htopel va ouEnBel efontiog TG Xpriong Toug oTa
enelepycopéva Tpopa {wi... Asite meploodTEpa

+

» Reposted by:
o Aliment Lab. 18 January 2023.

https://www.facebook.com/alimentlab/?locale=el GR

o EATSMART. https://eatsmart.gr/dimosiefseis/

o Dimitra Ioannou Clinical Dietitian - Nutritionist BSc , MSc. 17
January 2023. https://www.facebook.com/healthyroutinebydi
Which food safety topics topped the most visited list in 2022. CIBUM

foodexperts society. 3 January 2023 [[lowo 0épato acedrelag tpo@ipwmv
Bpénkavotny Kopven ™G AMotag pe TNV UEYOADTEPT EMOKEYIUOTNTOA TO
2022. CIBUM food experts society. 3  Iavovapiov  2023].

https://cibum.gr/nea/poia-themata-asfaleias-trofimon-vrethikan-stin-koryfi-

tis-listas-me-tin-megalyteri-episkepsimotita-to-2022/

+ Ay, avté 1o wopilaxt... Tiavvng Zopmetaknc. CIBUM food experts society. 21

+

OxtwPpiov 2022. https://cibum.gr/aristero-extrem/ach-ayto-to-parizaki/

Concern for the health of Greeks from nitrites in meat - Study by EFET and
the Agricultural University of Athens. CIBUM food experts society. 10
October 2022.[Avnovyia ywoo v vyeio tov EAMvov ond to vitp®don 6to
kpéac-Merétn ToVED®ET ko tov Tewmovikov Ilavemotnpiov AOnvav.
CIBUM food experts  society. 10 Oxtoppiov 2022].

https://cibum.gr/nea/anisychia-gia-tin-ygeia-ton-ellinon-apo-ta-nitrodi-sto-

kreas-meleti-toy-efet-kai-toy-geoponikoy-panepistimioy-athinon/.
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» Reposted by:

o Geotechnical Chamber of Greece. 10 October 2022. [TEQTEE. 10
OxtwBpiov 2022]. https://www.facebook.com/groups/13095464628

o Band C EPAL Karlovassi Agricultural - Food Technology
https://www.facebook.com/groups/2421705204714519/

Cibum.gr
B 10 OkTwppiou 2022 -

Ta EAAnvOTIouA T £xouv pakpdy To UWNAOTEPO TLOCOOTO UTIEPROONG 0TV
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CIBUM.GR

Avnouyia yia tnv vyeia twv EAAvwv amnéd ta vitpwbn oto
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+ Guest 23: Sakis Spiliotopoulos-Cold Cuts. The food Processors. 14 March
2023 [Guest 23: Zaxns ZanAtwtomovrog-Arravtikd. The food Processors]. 14
Maoption2023. https://open.spotify.com/episode/51.33qp7IL5GylDD11nzEyP

» Reposted by:

o Food Science & Technology. 14 March 2023 [Emomun & Teyvoloyia
Tpopipwv. 14 Maptiov 2023]
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Abstract

Background: Evidence points to adverse effects of trans fatty acids (TFA) on health. The aim of this study was to estimate total TFA
intake, evaluate major food contributors and its effect on dyslipidemia. Methods: A total of 3537 adults (48.3% males) were included.
Total TFA intake was assessed using two 24-hour dietary recalls. Foods were categorized into specific food groups. Adjusted Logistic
Regression analysis was performed to assess the likelihood of dyslipidemia by tertile of TFA aand Saturated Fatty Acid (SFA) level.
Results: Median TFA intake was 0.53% of energy (from 0.34 to 0.81) ranging from 0.27 (Q1) to 0.95 (Q3) (p < 0.001, for trend), and
16% of individuals consumed TFA above 1% of their total energy. Cheese was the main contributor to TFA intake, with processed/refined
grains and fried fish following. The latter was the main contributor in older adults (51+ years). Adjusted logistic regression analysis
showed that individuals at the highest tertile of trans consumption were 30% more likely to have dyslipidemia compared to the lowest
(OR(g3-q1): 1.3; 95% CI: 1.02-1.66 and OR(g2_q1): 1.3; 95% CI:1.01-1.66, respectively). This increased by 10% when stratified
by SFA intake (OR: 1.4; 95% CI: 1.061-1.942) and remained significant only in individuals at the highest tertile and with higher than
recommended SFA intake. Conclusions: A high intake of TFA combined with high SFA intakes further increase the likelihood of
dyslipidemia and should be accounted for in public health prevention programs. Monitoring and evaluation of the recent EU legislative
measures on TFA levels in foods is also necessary.

Keywords: trans fatty acid intake; dyslipidemia; dietary intake; saturated fat intake; cardiovascular disease; food contribution

1. Introduction ever, have been associated with adverse health effects, dis-
rupting circulating lipid biomarkers; specifically increas-
ing LDL-cholesterol, lipoprotein (little) a (Lp«) and tria-
cylglycerol levels, decreasing HDL-cholesterol levels and
LDL-cholesterol particle size [9,10], but also increasing
total-/HDL-cholesterol ratio [ 11]. TFA intake has also been
shown to accentuate systemic inflammation, with a positive
relationship being found between TFA intake and c-reactive
protein (CRP) levels [12,13], adversely affecting endothe-
lial function. This may partially explain the higher than ex-
pected cardiovascular disease risk as a result of abnormal
lipid profile [12].

Cardiovascular diseases (CVD) are a leading cause of
death worldwide, including Europe [1,2]. Ischemic heart
disease and cerebrovascular disease have been the two lead-
ing causes of death in Greece during the past decade [2],
mainly attributed to unfavorable changes in modifiable risk
factors such as dyslipidemia [3]. Since the 1990s, accumu-
lating and overwhelming evidence points to the detrimental
effects of trans fatty acids (TFA) on human health, particu-
larly with respect to cardiovascular health and total mortal-
ity [1,4-7].

Higher TFA intakes have been associated in general

with a 20-30% increased risk of all-cause mortality, irre-
spective of replacement nutrients [8]. TFA are unsaturated
fatty acids that contain at least one double bond in the trans
configuration and can be of natural origin or industrially
produced. The latter have been widely used in food man-
ufacturing, such as bakery products and margarine, due to
their increased plasticity and chemical stability. TFA, how-

Other to the direct effects of TFA’s to the cardiovas-
cular system, they may also exert an indirect effect on it.
Specifically, a linear association has been reported between
higher TFA intake and increased weight gain and fat adi-
posity, as well as with impaired glucose tolerance [14,15].
Based on the above adverse physiological effects, it has
been reported that a 2% absolute energy intake from TFA is
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associated with a substantial increase in coronary heart dis-
ease (CHD) incidence, and specifically with 23% increase
in CVD risk [16].

The World Health Organization (WHO) recommends
that energy intake from TFA should not exceed 1%, includ-
ing TFA of natural origin [17], and since 2015 it encourages
TFA elimination in the food supply [18]. The European
Food Safety Authority [19] also suggests that the intake of
TFA should be as low as possible within the context of a nu-
tritionally adequate diet. A study conducted between June
1995 and April 1996, assessed TFA intake in 14 Western
European countries, one of which was Greece, and found
that the population median of TFA consumption in Greece
was among the lowest in Europe, ranging between 0.5%
and 0.8% of total energy intake, for men and women re-
spectively [20]. Since then a major transition has occurred
towards a more Western type dietary pattern, with a simul-
taneous decreased adherence to a Mediterranean type diet
[21]. Also, recently published [22] TFA concentration data
of commonly consumed foods in Greece, indicated that cer-
tain foods can have TFA content exceeding 2% of total fat.
It is therefore of great importance to acquire up-to-date in-
formation on total TFA intakes from a nationally represen-
tative sample of Greek adults.

Consequently, the aim of the present study was to con-
duct a TFA exposure assessment in Greek adults, identify-
ing major contributing foods to this exposure and assess the
association of TFA intake with likelihood of dyslipidemia
and prevalence of other CVD risk factors, using a nationally
representative sample.

2. Methods
2.1 Study design

This study included adults who were enrolled in the
Hellenic National Nutrition and Health Survey (HNNHS),
a population-based survey conducted between September
2013 and May 2015. The study was designed to assess the
health and nutritional status of Greek residents, excluding
individuals residing in institutions, members of the armed
forces, pregnant and lactating women, and individuals with
mental disabilities. Individuals were selected following a
multi-stage stratified sampling design, by geographical re-
gion, area, sex, and age group. Study details have been pub-
lished elsewhere [23]. A total of 3775 adults were enrolled
in HNNHS and a total of 3537 individuals >19 years were
included in this study (48.7% males) for which data on TFA
intake were available. All work was carried out upon ob-
taining individual consent and approval by the Ethics Com-
mittee of the Department of Food Science and Human Nu-
trition of the Agricultural University of Athens and by the
Hellenic Data Protection Authority (HDPA).

All individuals enrolled in the study were interviewed
by trained personnel. An interviewer-administered ques-
tionnaire was used to obtain information on sociodemo-
graphics, anthropometric characteristics, medication in-

take, and lifestyle choices (such as smoking habits and level
of physical activity).

2.2 Dietary & trans fatty acid assessment

Two 24 hr-recalls were collected; one during the first
face-to-face interview, and the second through a telephone
interview after 8-20 days on a different non-consecutive
day, using the Automated Multiple Pass Method. For opti-
mal intake assessment specific, validated food atlases and
standardized household measures were used as portion an-
chors. The TFA content of the food groups used for this
study was derived from two sources. The primary data
source was the Nutrition Data System for Research (NDSR)
developed by the University of Minnesota which is an inte-
grated data system providing extended nutrient profile data
[3] for globally consumed food. This system, however,
does not contain ethnic consumed foods. Due to the high
sensitivity requirements of TFA measurement, data from
chemical analysis of 140 samples from different foods fre-
quently consumed by the population residing in Greece, in-
cluding fast food, pies and pastries, were used [22]. De-
tails can be found in Appendix Table 3. To estimate the
contribution of each food group (FG) to total TFA intake,
foods reported in 24 hr were organized into 37FG’s, based
on their composition (Appendix Table 4). Foods included in
recipes/mixed dishes were assigned to multiple food groups
according to the different foods that they consisted of and
were then grouped as stated above.

The percentage of the contribution of each FG to TFA
intake was derived by the following formula: % contribu-
tion of FG to TFA = (sum of TFA intake for that FG/sum of
total TFA) * 100. This was calculated separately for each
age and sex group. Total TFA intake (grams/day) was then
transformed to total energy from TFA (TFA in grams * 9
kcal/per gram) and the latter was standardized by total mean
energy consumption.

Data on total fat, SFA, Poly- and Mono- unsaturated
fatty acids (PUFA & MUFA, respectively) and added sug-
ars were also calculated as per total energy intake. Total
fiber and cholesterol intake was measured in grams per day.
Sodium from foods alone was also estimated and was re-
ported in total grams per day.

2.3 Definition of dyslipidemia

Individuals with dyslipidemia were defined as those
reported having high plasma cholesterol and/or triglyc-
erides levels, or on medication, or those who were clas-
sified as dyslipidemic based on the European Society of
Cardiology cut-offs of lipid levels. These include (ei-
ther/or): LDL-cholesterol >116 mg/dL; HDL-cholesterol
<35 mg/dL in females and <40 mg/dL for males; total
triglycerides >150 mg/dL; Total Cholesterol >200 mg/dL;
or on antilipidemic medication. Therefore, those who were
unaware of their status were also accounted for. The Friede-
wald Formula was used to calculate LDL-cholesterol [24]
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and since it is known that the Friedewald Formula is not sen-
sitive for triglyceride values >400 mg/dL, individual data
were checked and only 4 individuals (out of 1088) had such
blood triglyceride levels.

LDL = Total Cholesterol — HDL-cholesterol — (TG/S),
in mg/dL

(Where TG, Triglycerides; HDL, High Density
Lipoprotein; LDL, Low Density Lipoprotein.)

All blood samples were collected in the morning, be-
tween 8:00 and 10:00 AM, after fasting for at least 10 hours.
All biochemical examinations listed above, as well as fast-
ing plasma glucose were carried out using enzymatic meth-
ods in Cobas Integra 400 analyzer (F. Hoffmann-La Roche
Ltd., Basel, Switzerland).

2.4 Other parameters

BP measurements were taken with individuals rested
for at least 5 minutes, seated with their back upright, and
their arm well-supported at a 45° angle from the trunk at
the heart level [25]. Three consecutive measurements taken
on a single occasion were used to assess individuals blood
pressure. The average of these measurements was used to
describe and report the study populations mean SBP and
DBP levels.

Sociodemographic and anthropometric data were col-
lected by trained health professionals using Computer As-
sisted Personal Interview (CAPI) software. Specifics on
age, sex and educational level were acquired by highly
trained health professionals. Educational level was classi-
fied into 3 groups: <6 years of schooling; >6-11 years;
and >12 years.

Smoking habits and physical activity level were also
assessed. Individuals were classified as ex-smokers’ if they
had stopped smoking at least for 30 days, smokers, or never-
smokers. Physical activity (PA) was defined as light, mod-
erate or high, according to the International Physical Ac-
tivity Questionnaire (IPAQ), as per calculation guidelines
[26]. Individuals scoring below the light activity level were
categorized as sedentary. Weight (kg) and height (m) were
measured from which Body Mass Index (BMI) was derived
[weight/height? (kg/m?)]. Weight status was categorized as
“underweight <18.5 kg/m?”, “18.5 < normal weight < 25
kg/m?”, “25 < overweight < 30 kg/m?”, and “obese >30

kg/m?”.

2.5 Statistical analysis

Data were analyzed using appropriate methodology
for survey design to have generalizable results to the refer-
ence population. Specifically, data were weighted by area,
age group, and sex (as per sampling frame), using the 2011
Population Census. Continuous variables were presented as
mean =+ standard deviation (sd) when normally distributed,
and median (IQR) for skewed distributions. Categorical
variables were presented as frequencies with 95% confi-
dence intervals (95% CI). CI’s were reported as informative
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for the population distribution, since this is a National rep-
resentative study. Group differences were tested using chi
square test for proportions, and ANOVA or Kruskal Wal-
lis rank sum test for continuous data, depending on data
distribution. p for trend was tested post hoc. Survey spe-
cific logistic regression model [with linearized SE’s] was
used to assess the likelihood of dyslipidemia, by tertile of
TFA intake. The model was adjusted for a priori known
risk factors. Specifically, weight status, sex, age, smoking
status, and sodium intake were introduced as categorical in
the model, whereas saturated fat intake, physical activity
level (IPAQ), educational level, and fiber intake as continu-
ous. This was decided following a preliminary assessment
on group differences. Logistic regression model was also
stratified by SFA intake, to account for potential mediat-
ing effect between TFA and SFA intakes. All p-value es-
timates were based on two-sided tests. A p-value <0.05
was considered statistically significant. STATA 14.0 (Stat-
aCorp, Texas ltd., Texas, USA) statistical package was used
for the analysis.

3. Results

The description of the main demographic, anthropo-
metric dietary and other personal characteristics is depicted
in Table 1. Overall, TFA intake did not differ by sex, age
(in total and category), BMI, weight status and total energy
consumption. Median TFA intake was 0.53% as energy
(0.34% to 0.81%) in the total population but ranged from
0.27% in the first tertile to 0.95 in the 3rd, with a significant
increasing trend (p < 0.001). A total of 16% of individuals
consumed TFA above 1% of their total energy intake while a
weighted 33.7% of the population had a TFA median intake
0f 0.95% of total energy, with an Interquartile range distri-
bution of 0.81% to 1.31%. Individuals consuming highest
TFA levels also had significant higher intakes of total fat,
SFA, PUFA and MUFA (all expressed as % of total energy
intake). Large differences were observed in SFA intake
with individuals at the 1st tertile (Q1) of TFA intake con-
suming on average 10%, individuals at the 2nd TFA tertile
consuming 13% (Q2) and those at the 3rd, 14.6% 3rd(Q3).
This increasing trend was also observed in total cholesterol
and sodium intakes (p < 0.001 for between group differ-
ences and for trend). Total fiber intake was significantly
lower in the highest tertile of TFA intake with a significant
decreasing trend found (p < 0.001). Mean systolic and di-
astolic blood pressures (SBP and DBP respectively), smok-
ing, marital and professional status, as well as educational
level, did not significantly differ.

In Fig. 1 the main food groups that contribute to TFA
intake are depicted, including dairy and meat (poultry and
red), in which TFA are found naturally. Cheese was by far
the main contributor to TFA intake, with processed/refined
grains and fried fish following.

In Fig. 2 main food contributors by age group are pre-
sented, in this case excluding food groups with naturally
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Table 1. Distribution of demographic, anthropometric, dietary, and other personal characteristics of the HNNHS population in total and by tertile of TFA intake.

o)

2,

(i

4

Ss3id NI

Variables Tertile of Trans fatty acid intake

Total Population N =3537  1st Tertile N=1163 2nd Tertile N =1196  3rd Tertile N=1178 p for differences p for trend
Trans fatty acid intake, as % energy 0.27 (0.1, 0.34) 0.53 (0.47,0.61) 0.95 (0.81, 1.31) <0.001 <0.001
Sex, % (95% CI)
Males 48.7% 50.4 (47.7,53.1) 47.2 (44.3,50.2) 47.4 (44.5,50.2) 0.26
Age in years, mean (sd) 44.1 (18.5) 42.9 (18.3) 43.8 (19.1) 0.202 0.499
Age category, % (95% CI) 0.254
18-39 years 40.0 (45.1, 48.9) 31.1(28.7,33.6) 35.9(33.5,38.5) 33.0(30.6, 35.5)
40-59 years 32.1(30.4,33.9) 37.3 (34.1, 40.6) 30.0 (27.0,33.1) 32.7 (29.6, 36.0)
>60 years 20.9(19.2,22.7) 31.3(27.2,35.8) 32.1(28.2(36.3) 36.5(32.3,41.1)
BMI (kg/m?) 25.5(4.7) 25.6 (4.8) 25.5(4.8) 253 (4.6) 0.816 0.161
BMI category, % (95% CI) 0.176 0.358
Healthy weight 88.2 (46.3, 50.1) 47.8 (44.6,51.1) 37.2(33.9,40.4) 15.1 (12.9, 17.6)
Overweight 34.7 (32.9, 36.6) 47.8 (44.7,51.2) 33.1(30.1, 36.3) 18.9(16.4,21.8)
Obesity 17.1 (15.6, 18.7) 48.8 (45.6, 52.1) 33.9(31.0,37.0) 17.3 (14.8,20.0)
Total energy in kcals, mean (sd) 1937 (859) 1956 (904) 1915 (817) 1942 (856) 0.022 0.501
Total fat, % energy, mean (sd) 38.1(10.3) 35.0(11.9) 38.1(9.3) 41.0 (8.7) <0.001 <0.001
Trans fat, % energy, median, IQR 0.53(0.34,0.81) 0.27(0.17,0.34) 0.53 (0.47, 0.61) 0.95(0.81, 1.31) <0.001 <0.001
SFA, % energy, mean (sd) 12.6 (4.3) 10.1 (3.8) 13.0 (3.6) 14.6 (4.3) <0.001 <0.001
PUFA, % energy, median IQR 49(3.9,6.4) 4.8(3.7,6.3) 4.8 (3.8,6.3) 5.2 (4.1,6.5) <0.001 <0.001
MUFA, % energy, mean (sd) 17.1 (6.1) 16.9 (7.3) 16.7 (5.6) 17.6 (5.2) 0.003 <0.001
Added sugars, % energy, median IQR 9.9 (4.9, 16.8) 8.9 (3.9, 15.8) 10.6 (5.3,17.4) 10.3 (5.6, 17.2) 0.232
Fiber (gr), median IQR 18.4 (12.1, 33.9) 22.6 (13.9,47.8) 18.1(12.3,31.3) 14.3 (6.1,22.2) <0.001 <0.001
Cholesterol (gr), median IQR 203 (126, 313) 162 (90, 274) 202 (133, 305) 238 (158, 360) <0.001 <0.001
Total sodium (mg), mean (sd) 2087 (738) 1927 (737) 2109 (702) 2222 (746) <0.001 <0.001
Total METS, median IQR 2226 (984, 4986) 2466 (990, 5280) 2160 (942, 4746) 2148 (990, 4764) 0.242 0.201
Smoking status, % (95% CI) 0.633 -
Ex-smoker 16.8 (15.4,18.3) 33.6 (29.2,38.2) 33.6 (294, 38.2) 32.8(28.5,37.4)
Current smoker 34.2 (32.3,36.2) 34.1(31.0,37.3) 33.9 (30.8, 37.0) 32.1(29.1,35.3)
Never smoker 49.0 (47.0, 51.0) 31.5(28.9,34.2) 33.5(31.0,36.2) 34.9 (32.3,37.6)
Systolic BP in mmHg, mean 118.6 (15.3) 119.1 (14.4) 117.3 (15.5) 119.5 (15.8) 0.754 0.804
Diastolic BP in mmHg, mean 72.0 (10.6) 71.5(10.8) 72.1 (11.0) 72.5(10.0) 0.422 0.276
Dyslipidemia, % (95% CI) 27.6 (26.0, 29.3) 28.0(23.3,28.9) 28.2(25.4,31.1) 28.7 (25.8,31.8) 0.393 -
Professional status, % (95% CI) 0.232 -

Employed
Unemployed

49.1 (47.1,51.2)
20.0 (18.5, 21.5)

31.3(28.7, 34.0)
35.6 (317, 39.7)

35.6 (32.9, 38.3)
32.7(29.0, 36.6)

33.1(30.6, 35.9)
31.7(28.0, 35.6)
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Table 1. Continued.

Variables

Total Population N = 3537

Tertile of Trans fatty acid intake

Ist Tertile N = 1163

2nd Tertile N = 1196

3rd Tertile N = 1178

p for differences  p for trend

Homeworkers

Pensioners

Educational Level in school years, % (95% CI)
<6

>6-11

>12

Marital status, % (95% CI)
Single/Divorced/Separated

Widowed

Married/Cohabitation agreement

7.7(6.8,8.7)
23.2(21.4, 25.0)

14.9 (13.3, 16.6)
35.9 (34.0, 37.8)
49.2 (47.2,51.3)

44.1 (42.1, 46.1)
7.5(6.5,8.7)
48.4 (46.3, 50.5)

33.9(27.8, 40.5)
32.4(28.4, 36.6)

36.0 (30.6, 41.7)
33.9(30.9, 37.1)
30.9 (28.5, 33.5)

31.7(29.1, 34.3)
32.5(26.2, 39.4)
33.5(30.6, 36.5)

28.4(22.8, 34.9)
322 (28.5,36.2)

31.5(26.6, 36.8)
32.9(29.9, 36.0)
34.9 (32.4,37.3)

34.7(32.1,37.4)
30.6 (24.3,37.7)
33.5(30.8, 36.2)

37.7(31.3, 44.5)
35.4(31.3,39.7)

32.5(27.5, 38.0)
33.2(30.2, 36.4)
34.2 (317, 36.8)

33.6 (31.1, 36.3)
36.9 (30.2, 44.2)
33.0 (30.2, 35.9)

0.383 -

0.692 -

All proportions are weighted by area, sex and age. Group differences were tested using chi square test for proportions, and ANOVA or Kruskal Wallis rank sum test for continuous data,

depending on data distribution. p for trend was tested post hoc.
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Fig. 1. Main food group contribution to TFA in total population. The three most contributing food groups to TFA intake in adults in

Greece are cheese, processed/refined grains such as pies/pastries and fried fish.

occurring TFA’s. Although total TFA intake did not differ
by age group, the weight of the major contributing foods
highly differed. Specifically, processed refined grains
(mainly from savory pastries & pies) and sweets were the
main food contributors in younger adults, whereas fried fish
clearly picked in older adults, with a 13% contribution in
adults 71+ years and 18% in those between 51 and 70 years.

A descriptive presentation of the proportion of the
population with specific CVD risk factors among those con-
suming above the recommended levels of TFA intake (>1%
of total energy) for the total population and by sex is pre-
sented in Fig. 3. Overall hypercholesterolemia and total
dyslipidemia affected more than 50% of the population with
TFA consumption above recommended intakes, with preva-
lence being significantly higher in males, although total dis-
tribution intakes did not differ (as per Table 1). Clinically
significant prevalence was also observed in those with ab-
normal plasma glucose (>110 mg/dL) and LDL-cholesterol
levels (>130 mg/dL).

Dyslipidemia likelihood in total and by level of SFA
intake is shown in Table 2. A fully adjusted model, account-
ing for weight status saturated fat intake, sex, age, smoking
status, physical activity level (IPAQ), educational level, and
fiber intake, showed that dyslipidemia was 30% more likely
for those at the 2nd tertile or the 3rd tertile compared to the
lowest intakes (OR: 1.3; 95% CI: 1.02—1.66 and 1.01-1.66,
respectively). When the logistic regression was stratified

by SFA intake above and below recommended guidelines
(10% of total energy), the likelihood of dyslipidemia in-
creased to 40%, (OR: 1.4; 95% CI: 1.06-1.94). The results
remained significantly higher only among those with >10%
SFA intakes. Higher physical activity, and never smok-
ing significantly reduced the odds of dyslipidemia but did
not null the risk attributed to higher TFA and SFA intakes.
Overweight and obesity as well as increasing age categories
significantly increased the odds of dyslipidemia in all cases.

4. Discussion

The present study showed that higher TFA intakes
were significantly associated with an increased likelihood
of dyslipidemia with prevalence of dyslipidemia reaching
63% among adults that consumed TFA above the recom-
mended intake which is set to 1% of total energy intake.
Also, although approximately 16% of the population ex-
ceeded the recommended levels of TFA intake, the median
intake of the population at the highest tertile was 0.95%
This means that approximately 1/3 of the population had
an intake borderline to the recommended cut-off level. This
proportion of the population also greatly exceeded SFA rec-
ommended intakes by 4.6%, a factor that showed to further
increase likelihood of dyslipidemia by an additional 10%.
The major food groups contributing to TFA intakes were
a mix of natural and industrially produced TFA’s, with an
emphasis on cheese, processed grains, fried fish, and baked
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Table 2. Likelihood of Dyslipidemia by tertile intake of trans fatty acids, in total and by level of saturated fat intake.

Dyslipidemia

Odds Ratio Std. Err. [95% Conf. Interval] Odds Ratio Std. Err. [95% Conf. Interval] Odds Ratio Std. Err. [95% Conf. Interval]

<10% Saturated fats

>10% Saturated fat

Trans intake % energy st Tertile the reference level
2nd tertile

3rd tertile

Weight status’

Sex?

Age category®

40-59

>60

Smoking status*

current

never

Physical activity level®

Educational level®

Total Saturated fat intake, % energy

Sodium intake (>1500 compared to <1500)
Total MUFA intake, % energy

1.3
1.3
1.7
1.1

3.7
5.4

0.8
0.7
0.7
1.1
0.9
0.9
1.0

0.2
0.2
0.2
0.1

0.4
0.9

0.1
0.1
0.1
0.1
0.1
0.1
0.0

1.02, 1.66
1.01, 1.66
1.44,2.11
0.87,1.27

2.93,4.51
3.70, 7.02

0.66,1.13
0.52,0.86
0.52,0.81
0.95,1.30
0.70, 1.11
0.79, 1.05
0.99, 1.02

1.4
0.8
2.0
1.0

5.0
7.4

0.9
0.8
0.5
1.2
1.0
1.0

0.3
0.2
0.4
0.2

1.1
2.3

0.2
0.2
0.1
0.2
0.1
0.0

0.94,2.22
0.49,1.34
1.38,2.80
0.70, 1.40

3.23,7.66
3.98,13.72

0.56,1.52
0.47,1.26
0.35,0.83
0.88,1.52
0.74,1.231
0.99, 1.05

1.3
1.4
1.7
1.1

33
4.6

0.9
0.6
0.7
1.1
0.9
1.0

0.2
0.2
0.2
0.1

0.4
0.9

0.1
0.1
0.1
0.1
0.1
0.0

0.97, 1.80
1.06, 1.94
1.34,2.11
0.85, 1.35

2.60,4.29
3.20, 6.68

0.62,1.18
0.48,0.85
0.53,0.88
0.92,1.32
0.75,1.07
0.98, 1.02

Reference categorization: ‘overweight & obesity vs healthy weight; “baseline level 19-39.9; ®females compared to males; *compared to ex-smokers; ®assessed as continuous variables.

model adjusted for weight status, saturated fat intake, sex, age, smoking status, physical activity level (IPAQ), educational level, and fiber intake

MUFA, Monounsaturated fatty acids.
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Fig. 2. Main food group contribution to TFA by age group. The most contributing food group to TFA intake (excluding naturally

ocurring TFA) for the age groups 19-30 y and 31-50 y was processed/refined grains, while for the age groups 51-70 y and 71+ y this

was fried fish.

goods & sweets. These results are in agreement with other
studies [27] who reported a higher CVD risk with increas-
ing TFA intakes and underline the need for public health
prevention programs.

In 2020 WHO created a Certification Programme for
Trans Fat Elimination in order to recognize countries that
have eliminated industrially produced TFA’s, with 14 coun-
tries, including USA, being recognized with best-practice
and monitoring and enforcement systems in place already
in effect policies [18]. TFA’s can be of natural (rumi-
nant) origin (r-TFA) or industrially produced (i-TFA). In-
dustrial sources of TFA are mainly of concern, since the
consumption of r-TFA on average contributes to less than
0.5% of total energy intake [14]. Recently, the EU Regula-
tion 2019/649 (EC, 2019) set a limit of 2% i-TFA per 100
g of fat in processed foods, in an effort towards further i-
TFA reduction in the food supply in the EU, a regulation
fully implemented since April 2021. A reduction of i-TFA
intake has been a global public health priority. However,
the question remains whether a banning policy alone will
effectively decrease CVD risk, since the present study re-
vealed that even levels close to but below 1% TFA intake
with respect to energy consumption are associated with in-
creased likelihood of dyslipidemia, especially among in-
dividuals that have SFA intakes >10% of their total en-
ergy consumption. This is of major importance since stud-
ies that have evaluated implemented mandatory TFA limit

policy, showed that in foods that had decreased their TFA
content to adequate levels, in some cases SFA content in-
creased [28-31], while in other cases unsaturated fats in-
creased [32]. Of course, it should be mentioned that a recent
meta-analysis of epidemiological studies did not find a sig-
nificant increased risk of CVD outcomes with SFA intake,
but it was associated with TFA [8]. The studies included
however, did not assess TFA intake by level of SFA con-
sumption, hence the results are not comparable. Mazidi et
al. [33], reported that SFA intake was associated with all-
cause mortality in the National Health and Nutrition Exam-
ination Survey (NHANES). When the authors performed a
meta-analysis on end point associated with SFA intake they
found a significant association with CHD only [33]. An-
other study showed that non-optimal SFA and TFA intakes
accounted for 3.6% and 7.7% of global CHD mortality, with
important between country heterogeneity [7]. The type of
fat consumed, may therefore, affect health outcome [7] and
may also be population specific based on dietary, lifestyle
and other variables.

In the present study r-TFA’s were not distinguished
from i-TFA’s since a recent systematic review reported that
both sources of TFA can increase cardiometabolic risk pa-
rameters, especially lipid profile [6]. Specifically, although
rTFA seems to be less harmful than iTFA for HDL choles-
terol, in the case of total cholesterol and LDL cholesterol
it may be worse. This is of great importance consider-
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Fig. 3. Proportion of population with specific disease status that consume over 1% of total energy from trans-fat, in total and

by sex (N =577, 46.35% of population). LDL, Low density Lipoprotein, all in md/dL. Dyslipidemia as per measured abnormal lipid

profile. Hypercholesterolemia: >200 mg/dL. Abnormal Glucose status: Fasting plasma glucose >110 mg/dL.

ing that LDL is one of the strongest determinants of CVD
risk and high levels of LDL were found in 36.5% of this
study’s population that consumed TFA >1% of their total
energy. In addition, considering the potential mediating ef-
fect of SFA on dyslipidemia, the fact that cheese was the
main food item contributing to TFA with an approximately
7% marked difference compared to the 2nd main contribu-
tor (refined/processed grains) raises concerns on the effec-
tiveness of the implemented TFA policy, if educational and
other promotional campaigns are not administered.

TFA’s are also present in baked and fried foods and
significantly intake in the Greek population. Interestingly,
results from the present representative study showed that
apart from cheese, another major contributor to total TFA
food was processed grains and their products and in par-
ticular baked goods such as savory and sweet pastries and
pies.

Finally, the third major food which contributed highly
to total TFA intake was fried fish, in all age groups, and
primarily in adults over 50 years of age, indicating that the
method of cooking could also significantly contribute to to-
tal TFA intake. This is of special interest since fish is a
food that is perceived by most individuals as healthy and

&% IMR Press

can be consumed in restaurants or at home. Since there are
no available occurrence data on TFA content of fried fish
prepared at home and/or out of home in Greece, these re-
sults should be viewed with caution and point to a need to
focus on sampling fried fish, particularly from the catering
sector, in future official food controls in Greece.

The results of this large, national cross-sectional study
have been presented with caution due to the nature of the de-
sign and should be treated accordingly. Specifically, only
the likelihood of outcomes can be evaluated with respect
to specific risk factors, in this case dyslipidemia and level
of TFA intake, and no temporal effects can be established.
Other strong end points were not included, such as CVD
outcomes since people tend to change their dietary and
lifestyle habits after a specific event. This would have in-
cluded systematic exposure measurement error in the anal-
ysis. The study however also has strong points, since it is a
strategically designed study that aimed to evaluate the nutri-
tional and health status using a national representative sam-
ple. Furthermore, TFA analysis was performed using coun-
try specific data, particularly for baked goods consumed,
obtained during an official control program by the Hellenic
Food Authority.
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Table 3. Content of Trans Fatty Acids (g/100g food). total (TFA) and industrial (i-TFA) per food group.
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Food Groups Samples analyzed HNNHS (n) HNNS unique foods list (n) TFA g/100 g food i-TFA g/100 g food
Savoury (i.e., non-sweet) foods and snacks 70 2703 39
Cheese pies 30 712 6 0.58 0.49
Cheese pies kaseropita 2 14 2 0.87 0.72
Spinach pies 5 235 4 0.09 0.09
Sausage pies 5 67 3 0.43 0.40
Pizza 12 451 3 0.16 0.01
Pizza tomato. cheese margarita 4 55 2 0.21 0.04
Meat products 10 1094 15
Pork skewers 3 265 3 0.05 0.05
Pork gyros 3 201 4 0.09 0.09
Chicken gyros 1 88 3 0.11 0.11
Burger (no bread) bifteki 1 498 1 0.08 0.08
Kebab 2 42 4 0.26 0.18
French Fries 5 44 7 0.05 0.05
Pop corn 3 100 1 0.12 0.12
Dessert/sweet foods and snacks 70 2854 58
Cakes 20 608 21 0.09 0.07
Cakes 10 531 15
Cake vanilla-chocolate/cocoa 2 22 1 0.08 0.08
Cake cocoa 2 23 1 0.05 0.05
Gateaux type layer cakes 10 77 6 0.2 0.00
Gateaux cake almond 2 6 1 0.172 0.00
Gateaux cake vanilla-chocolate 2 9 1 0.322 0.00
Gateaux cake chocolate 1 33 1 0.28 0.00
Cookies/biscuits 15 1113 15
Cookies 10 940 12 0.23 0.13
Butter cookies 1 55 1 0.21 0.00
Cinnamon cookies 2 58 1 0.07 0.03
Grape must cookies 1 79 1 0.08 0.08
Chocolate/cocoa cookies 1 41 1 0.11 0.10
Biscuits 5 173 3 0.07 0.07
Stuffed biscuits 4 169 1 0.08 0.08
Croissants 10 382 8 0.18 0.07
Doughnuts 10 112 2
Doughnuts Loukoumas 5 53 1 0.07 0.04
Doughnuts Donuts 5 59 1 0.08 0.08
Sweet Pastries (Bougatsa)) 5 54 1 0.48 0.47
Wafers 5 104 3 0.61 0.59
Ice creams 5 481 8 0.13 0.01
Ice cream parfait 1 9 1 0.14 0.00 177
Sum 140 5557 97
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Table 4. Total Food Groups used for TFA study analysis.

Food Groups

Fruits Egg Artificially-sweetened beverages
Fresh fruits, cooked or dried Eggs Carbonated artificially-sweetened beverages
Fruit juice, 100% Fish and Shellfish Salty snacks

Natural fruit juices unsweetened Fish fresh and frozen Chips, crackers, pop corn
Non-starchy vegetables Shellfish Desserts and Sweets

Green leafy vegetables Red meat Sweets, candy, chocolate
Tomatoes, carrots, lettuce Lamb, pork, veal, game Milk desserts

Mixed and other vegetables White meat Sugary foods (i.e., baklavas)
Vegetable juice Poultry Condiments and spices
Starchy vegetables Processed meat Salt all types

Corn, beans, green beans Sausages, ham, salami, beacon of red meat origin Water from mixed recipes
Pumpkin Processed white meat ‘Water natural, mineral and carbonated
Sweet potatoes Sausages of white meat origin Coffee

Potato Chicken nuggets Tea

Potatoes Processed fish Artificially sweeteners

Wholegrain cereals
Wholegrain cereal products
Processed cereals

All refined grains and cereal products
Legumes

Legumes, (i.e., beans)
Meat alternatives, soy, tofu
Nuts

Nuts, almonds, seeds
Peanut butter

Almond milk

Milk

Milk and milk drinks
Yogurt

Yogurt

Cheese

Smoked, caned and salted fish
Fish sticks
Olive oil and olives
Olive oils
Oils
Vegetable fat
Vegetable oils, vegetable fat, vegetable oil-based salad dressing
Animal fat
Butter, mayonnaise
White sauce, cream
Alcoholic beverages
Alcoholic beverages
Sugar-sweetened beverages

Carbonated and non-carbonated sugar-sweetened beverages

Sugar
Sugar, honey, syrup
Baked products
Cake, biscuit, pie, muffin, doughnuts
Artificially sweetened Fruit juices
Artificially sweetened fruit juices
Baby food
Baby food
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5. Conclusions

Dyslipidemia prevalence increased with higher total
TFA intake, especially among those with high SFA intakes,
underlining the need for stricter adherence to dietary guide-
lines following educational programs along with set pub-
lic health policies. These are both highly modifiable fac-
tors and can greatly serve as vehicles to reduce dyslipi-
demia, a major cardiovascular risk factor. Both r-TFA and
i-TFA should be monitored and further evaluated by level
of SFA intake. Although i-TFA is expected to decrease fol-
lowing the implemented TFA elimination policy, monitor-
ing the lipid profile of processed foods, particularly non-
branded/non-prepackaged foods such as bakery foods and
fried fish, and checking the abidance of the food and cater-
ing sector to the new EU legislation on i-TFA is necessary
and important.
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Appendix

TFA Content of Foods

Food items sampled and analyzed are shown in Ta-
ble 3. The mean TFA from multiple measurements was cal-
culated and used for ethnically consumed food.

The TFA was recalculated for 5557 out of 87953 food
consumed by the HNNHS sample. representing a percent-
age of 6.3% and for 97 out of 1915 unique foods (5.1%).
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ABSTRACT

Background: In Greece, nearly a third of savory baked goods (SBGs) exceeded the limit of 2 g of nonruminant or industrial #rans fatty acids (i-TFA) per
100 g fat in 2015. The impact of the Commission Regulation (European Union) 2019/649 on exposure to frans fatty acids (TFA), i-TFA, and saturated
fatty acid (SFA) from SBGs has not been previously evaluated.

Objectives: The study aimed to explore fatty acid reformulation of SBG products and assess differences in TFA, i-TFA, and SFA intakes using a sample
of Greek SBG consumers from a nationally representative survey.

Methods: In 2021, 140 samples of SBGs were collected in the greater metropolitan area of Athens, and their fat profile and content were compared to
those from 2015. Based on these measurements, food consumption substitution models were employed to examine TFA and SFA intake differences, and
the percent contribution from SBG among consumers was calculated (N = 1008). Nutrient densities were calculated by adjusting all fat intakes by
individual mean energy intake (percentage of daily total energy intake).

Results: The 2% i-TFA legislative limit/100 g of fat in measured SBGs was exceeded by 11.4% in 2021 compared to 31.1% in 2015 (19.7% increase in
compliance). Median i-TFA and TFA intakes from SBGs were reduced from 0.05 (0.01, 0.12)% and 0.13 (0.03, 0.27)% in 2015 to 0.03 (0.01, 0.09) and
0.06 (0.03, 0.13)% in 2021, respectively. In terms of SFA, a mean increase/100 g was calculated, resulting in an increased intake in 2021 compared to
2015 [5.18% (2.78, 8.37) and 3.55 (1.99, 5.73), respectively].

Conclusions: Despite the reductions seen in i-TFA content of SBGs, food product reformulation efforts in Greece should focus not only on TFA content

but also on SFA reduction to improve public health.

Keywords: i-TFA, TFA, dietary exposure, dietary intake, SFA, savory baked goods, EU regulation, fat intake

Introduction regarded as a relatively straightforward, cost-effective policy measure
that can save lives [3]. In fact, a recent systematic review that assessed

Dietary trans fatty acids (TFAs) can be of natural origin (r-TFA) or
of nonruminant origin (usually referred to as industrially produced,

the link between food reformulation and health outcomes showed that
mortality from cardiovascular diseases (CVDs) was reduced between

i-TFA). Although evidence of the differences between the 2 as per their 4.3-6.2% in 4 of the 5 studies which evaluated the effect of TFA bans

health impact remains insufficient [1,2], the elimination of i-TFA is

in packaged or restaurant foods [4]. In 2004, Denmark became the first

Abbreviations used: CVD, cardiovascular disease; EU, European Union; FAME, fatty acid methyl ester; HNNHS, Hellenic National Nutrition and Health Survey; i-TFA, industrial

trans fatty acid; r-TFA, ruminant (natural) trans fatty acid; SBG, savory baked good; TFA, trans fatty acid.
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country in the world to adopt legislation that set a maximum amount on
the content of i-TFA in processed foods [5], and its example was fol-
lowed later by other countries. Following these initiatives, in 2019, the
European Commission adopted Regulation European Union (EU)
2019/649, which set a legal limit for nonruminant TFA of 2 g/100 g fat
to restrict the i-TFA concentration in foods. However, despite the
importance of this measure, exposure to foods containing i-TFA, even
at amounts less than the legislative limit, could still place consumers at
risk if these are consumed frequently and in large portions [6]; hence,
estimation of the population exposure to main food sources of i-TFA is
necessary for the evaluation of this legislative measure.

Commercially baked products are easily accessible and among the
main sources of i-TFA [7]. Intake assessment using data from adults
participating in the Hellenic National Nutrition and Health Survey
(HNNHS) indicated that bakery products were the main contributors to
TFA intake in the age group 18-50 y [8] and 1 of the top 3 in the older
population, most probably due to the partially hydrogenated marga-
rines and shortenings that are used in dough preparation. Previous
occurrence data on TFA and i-TFA in processed foods available in the
Greek market, collected in 2015, indicated the presence of i-TFA above
the currently imposed legal limits for several products [9]. The
Regulation (EU) 2019/649 on i-TFA has been fully implemented in all
EU member states since April 1, 2021 [10], but the replacers of the
i-TFA have not been defined. It has been observed that in some
countries where this measure has already been implemented, the mean
fat content of the products remained constant; however, the majority of
the i-TFA were substituted by SFA [11], a fat type that has also been
associated with cardiovascular events [12,13] and all-cause mortality
[14].

Consequently, the primary aim of the present study was to explore
fatty acid composition in commercial savory baked goods (SBGs),
following the Regulation (EU) 2019/649 and assess intake differences
of TFA, i-TFA, and SFA in 2021 compared to 2015, using food con-
sumption substitution models. The secondary aim was to assess TFA, i-
TFA, and SFA contributions from SBGs. Our hypothesis was that
TFA’s were substituted with SFA’s to maintain organoleptic charac-
teristics and/or to minimize cost of production.

Methods

Study design and population

Participants from the HNNHS, a population-based survey carried
out between September 2013 and May 2015 among noninstitutional-
ized individuals and nonpregnant nor lactating females, were included
in this study. Details of the HNNHS sampling and methodology,
including questionnaires used, have been published elsewhere [15]. All
HNNHS participants who were SBG consumers were included in this
study. The Hellenic Data Protection Authority and the ethics committee
of the Department of Food Science and Human Nutrition of the
Agricultural University of Athens approved the study, and individual
consent to participate was signed prior to commencement.

Dietary intake data were retrieved in 2013-2015. For the purpose of
this study, data from SBG consumers (n = 1008, 54.5% females),
which constituted 22.7% of the 4450 HNNHS participants, were
retrieved from the HNNHS database and were included. Specific SBG
measurements of SFA and TFA (r-TFA and i-TFA) content were
performed in 2 different periods: in 2015 and in 2021. Based on these
measurements and intake data, TFA and SFA intakes from SBGs were
estimated. Intakes from the different time points were compared using
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food consumption substitution models (from now on called substitution
models with details provided below). Participants were categorized into
3 age groups: children and adolescents (<19 y), adults (20-59 y), and
elderly (> 60 y) (see also Supplementary Table 1). The flow of the
study population selection process and the final sample size included
can be seen in Figure 1.

Estimation of trans and SFAs content of SBGs

Sampling of SBGs

Seven categories of commercially produced SBGs were included in
this study and were selected based on previously recorded frequency of
consumption [8] and availability. Specifically, SBGs included: 7)
cheese pies made with puff pastry, 2) cheese pies made with shortcrust
pastry, 3) cheese pies made with phyllo pastry (characterized by thin
sheets of unleavened dough of crispy texture when baked, made from
flour and water; typically prepared by brushing with olive oil or other
types of vegetable oil between sheets of dough), 4) vegetarian pies
(spinach or leek pies without cheese typically made with phyllo pastry
and olive or other types of vegetable oil), 5) processed meat pies
(sausage or ham pies) typically made with puff pastry, 6) savory
“bougatsa” (made with special type of dough containing butter/solid fat
and filled with cheese) and 7) “peinirli” (i.e., pizza boat with cheese and
vegetables and/or processed meat). The choice of these food categories
was based on the results of a previous TFA evaluation program of the
Hellenic Food Authority, which showed that particularly the non-
prepacked SBGs were more likely to have TFA exceeding the 2% limit
[9]. Approximately 20 samples were obtained for each product cate-
gory. Samples were purchased from 123 different food businesses in
Attiki prefecture (Athens greater metropolitan area) during the last 2
wk of March 2021, just before the full implementation of the Regu-
lation (EU) 2019/649 [10]. We sought to collect samples not only from
artisan bakeries (small businesses) (n = 111) but also from chain
bakeries (located all over Greece) (n = 12) to optimize measured
sample accuracy. Sampling was stratified according to product cate-
gory and geographical location of Attiki prefecture, aiming to collect as
equal as possible numbers and categories of bakery products from
randomly selected bakeries in each of the regional units of Attiki
prefecture. The sampling of products in 2015 has been previously
described [9].

Chemical analysis of SBGs.

The chemical analysis of SBGs sampled in 2021 was identical to the
chemical analysis of SBGs sampled in 2015 and was performed by the
same scientific personnel. In brief:

e Sample preparation

Each sample was homogenized and separated into 2 sub-samples
that were stored at 4°C and analyzed within 2 d.

o Lipid extraction for the determination of Fatty Acid Methyl Ester (FAME)
profiles

The fat extraction was carried out by a mild in-house method based
on AOAC 966.06 (Association of Official Analytical Chemists 2005)
and Roese-Gottlieb method (AOAC 905.02) to avoid any possible
alteration of the FAME profile. Briefly, 5 g of each sample was diluted
in a flask with a 10% ammonia (NH3) solution (v/v) and refluxed in a
water bath at 60°C for half an hour. After cooling, the flask content was
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FIGURE 1. Participant flow chart.

poured into a separating funnel and extracted with 3 portions of a
diethyl ether-petroleum ether solution (1:1). All ether phases were
collected into a second separating funnel and washed with 3 portions of
water. Finally, the remaining ether phase was filtered and evaporated at
a moderate temperature (40°C). ~0.1 g of the resulting fat was treated
with 3 mL heptane and 0.2 mL KOH methanolic solution 2 N in a vial
and mixed in a vortex. After 30 min, the upper heptane phase was ready
for injection into a gas chromatograpthy with a flame ionization indi-
cator (GC-FID) system (Agilent 7890A Network Gas Chromatograph;
Agilent Technologies).

o Fatty acid analysis

The gas chromatography system was equipped with a TR-FAME
capillary column (50 m x 0.22 mm, 0.25 ym film thickness Thermo
Fisher Scientific). Helium was used as carrier gas at a flow rate of 3.0
mL/min. The setting temperatures for the injector and the detector were
260°C and 280°C, respectively. The oven temperature was initially set
at 100°C for 6 min, then raised at a rate of 4°C/min to 160°C,
remaining stable for 10 min. Afterwards another gradual temperature
rise was held with a rate of 4°C/min <240°C and retained stable for 4
min, resulting in a total run time of 55 min. Each sample was injected
twice by an autosampler unit (Agilent 7683B Series injector) in split
mode (30:1) with an injection volume of 1uL.

Four commercial standards purchased from Supelco (Sigma) were
used for the identification of the chromatograph peaks [i.e., a FAME
Mix C4-C24 (n = 37 components), a trans-9-claidic methyl ester
standard (18:1), a linoleic acid methyl ester isomer mix (18:2) (n = 4)
and linolenic acid methyl ester isomer mix (18:3) (» = 8)]. Fatty acids
and frans-isomers content were expressed as a percentage of the sum of

the fatty acids. Both r-TFA and i-TFA were estimated according to the
European Commission’s analytical approach of 2018 [10]. Specifically,
r-TFA was calculated using the following equation: r-TFA (g/100 g) =
[butyric acid (g/100 g) x 29.4 x 6]/100. Then, the i-TFA content was
estimated from the subtraction of r-TFA from total TFA: i-TFA
(g/100 g) = total-TFA — r-TFA. Any negative value of i-TFA was
replaced by 0 as recommended by the European Commission [10].

TFA and SFA intake assessment

Using the Automated Multiple Pass Method, 2 24-h recalls were
obtained per participant on a different nonconsecutive day: 1 at the
initial in-person interview and the second through a telephone inter-
view 8-20 d later. Individuals were asked to select the amount
consumed using validated food atlases and standardized grids and
mounts. Intake reported was converted to specific grams represented by
these pictures, as previously described [15].

For the substitution models, the HNNHS, which is the latest food
consumption dataset from a nationally representative sample of the
Greek population and was previously used in research to assess TFA
intake among Greek adults [8], was updated to include both measured
TFA and SFA content of SBGs sampled. Specifically, results from the
current fatty acid analysis (year 2021) of SBG samples regularly
consumed by Greeks were included in the database, adding an extra
column with the new nutritional content of these foods, as well as the
previously measured values (2 models based on real measurements
from 2 different time points). These newly measured nutritional values
were used to derive the (new) estimated concentrations of TFA and
SFA that would be consumed from SBGs for each individual, and in
total, after food reformulation as per the policy (models of intake based
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on measured reformulated SBGs). Nutrient densities for TFA’s and
SFA were calculated by adjusting all fat intakes by individual mean
energy intake (percentage of daily total energy intake). Differences in
energy-adjusted TFA and SFA intakes for SBG consumers were then
calculated, comparing new estimated values from 2021 measurements
with those based on 2015 measurements, maintaining SBG consump-
tion unchanged. Food composition of other foods and amounts of foods
consumed were assumed unchanged during this process.

The different types of nonprepacked commercial SBGs involved are
presented in Supplementary Table 3. The daily TFA and SFA intakes
from these products (g/d) were calculated by multiplying the mean
content of TFA/SFA per SBG (g in 100 g) with the individual daily
consumption of each product (g/d). Subsequently, the estimated daily
intakes were summed per individual and averaged over the number of
reporting days (the majority of the populations had 2 24-h recalls). TFA
and SFA estimates were adjusted for energy intake and were expressed
as nutrient densities (percentage contribution to daily total energy
intake) to have comparable data. The percentage contribution of each
SBG to the overall TFA intake from savory bakery products was
additionally estimated.

Other parameters

Qualified, trained professionals collected data on anthropometric
and sociodemographic characteristics, including lifestyle preferences,
using the Computer Assisted Personal Interview method. Health pro-
fessionals collected data on disorders and medication use.

Area of residence was classified into 3 groups: Attiki and Thessa-
loniki, islands (including Crete), and mainland. Marital status was
categorized into 4 groups: single, married/cohabiting, divorced/sepa-
rated, and widowed. Educational level was grouped as follows: <6y of
schooling, 12 y of schooling, and higher education (including col-
leges). Employment status was grouped into 3 categories: unemployed,
employed, and pension. Physical activity status was defined as
sedentary, low, moderate, and high, based on the International Physical
Activity Questionnaire as per calculation guidelines [16]. Individuals
were also categorized as ex-smokers if they had stopped smoking for
>30 d, were never smokers, and were current smokers, as per the
definition by the National Center for Health Statistics [17]. BMI
(kg/m?) of adults was calculated based on measured weight and height
[weight/heightz(kg/mz)]. Weight status was classified into 3 groups:
healthy weight <25, 25 < overweight <30, and obese >30. Children
and adolescents were classified using the extended International
Obesity Task Force tables [18]. Differences between the total study
sample (n = 1008) and sub-totals are attributed to 2 missing values in
the sex and age variables.

Statistical analysis

Data were analyzed by STATA software version 13.0 (StataCorp;
Texas Ltd.). Continuous variables were presented as mean (SD) when
normally distributed and median (25th, 75th percentile) for skewed
distributions. Categorical variables were presented as frequencies.
Group differences were tested by the X2 test for proportions and anal-
ysis of variance or Kruskal-Wallis rank sum test for continuous data,
depending on their distribution. The Wilcoxon signed-rank test was
used to compare our results with those of previous research [8]. Level
of significance was set at 5%, and trend analysis was also assessed for
continuous variables. Survey-specific analyses were not employed
since the aim of the study was to examine intake TFA and SFA dif-
ferences and estimate SBG contribution to TFA and SFA intakes, using
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substitution models based on measurements from 2 different years, and
not to estimate mean population intakes.

Results

The contents of total fat and fatty acids in different types of SBGs in
2021 compared to 2015 are depicted in Table 1. An increase in total fat
content was found in all SBGs other than cheese pies with phyllo
pastry, with most of the products having a concomitant increase in SFA
content (g/100 g of product). Mean i-TFA values were reduced in
almost all product categories in 2021 compared to 2015 (Table 1).
Table 2 presents the amounts of SFA, total TFA, and i-TFA per 100 g of
fat and indicates that the number and percentage of products for which
i-TFA was found to be above the legal limit of 2% of fat was reduced in
most categories. There was a ~19.7% reduction in the number of
products exceeding the 2% limit between the 2 sampling periods
(31.1% in 2015 compared with 11.4% in 2021).

The baseline characteristics of SBG consumers are depicted in
Table 3, whereas their dietary characteristics are separately presented in
Table 4, overall, and by total SFA consumption tertiles of the refor-
mulated SBGs. The median (25th, 75th percentile) TFA contribution to
energy intakes of SBG consumers, regarding sampling 2021, were 0.61
(0.47,0.77)%, 0.50 (0.34, 0.75)% and 0.52 (0.35, 0.77)% per age group
(£19y, 20-59 y and >60 y) respectively (Supplementary Table 4). The
mean (SD) contribution of SFA to energy intakes of children/adoles-
cents, adults, and elderly consumers of SBGs were 17.32 (4.40)%, 14.71
(4.49)%, and 15.10 (3.86)% respectively (Supplementary Table 4).

Significant differences were observed in the age of SBG consumers,
as well as in age categories and in area of residence (P < 0.001 for
between groups and for trend). Specifically, more children and ado-
lescents were categorized in the third tertile compared to the first for
SFA intake, whereas the opposite was observed among adult consumers
(P < 0.001) (Table 3). In urban areas (Attiki and Thessaloniki), there
was a significantly higher percentage of consumers in the first tertile of
SFA intake compared to that of the third, a finding that was not
observed in the mainland nor in the islands (Table 3). No differences
were found for sex, marital status, education level, employment status,
physical activity status, and smoking status between tertiles of SFA
(Table 3).

Based on 2021 models, the mean total SFA intake for SBG con-
sumers was 15.2% of total energy and ranged from 10.42% in the first
tertile to 20.26% in the third tertile (Table 4). Median (25th, 75th
percentile) total TFA intake was 0.52% (0.35-0.76%) of daily total
energy intake and ranged from 0.39% (0.26%, 0.59%) in the first tertile
t0 0.66% (0.48%, 0.89%) in the third with a significant increasing trend
(P < 0.001). Individuals consuming the highest SFA concentrations also
had significantly higher intakes of total TFA from all foods and total
TFA, SFA, and i-TFA from SBGs (all expressed as % of daily total
energy intake). Significant differences were observed in TFA, SFA, and
i-TFA intakes from SBGs, with consumers in the first tertile of total SFA
intake consuming on average 0.05%, 2.53%, and 0.02%, at the second
tertile consuming 0.07%, 3.55%, and 0.03%, and at the third tertile
0.10%, 5.18%, and 0.06%, respectively. Total energy intake, BMI, and
weight status, both in adults and children, did not significantly differ.

Estimated median total TFA intake from SBGs, based on the SBG
reformulation and for the same intake, was reduced from 0.13% in
2015 to 0.06% of energy intake in 2021 (P < 0.01) (Table S5).
However, estimated total SFA intake from SBGs increased from 2.66%
in 2015 to 3.50% of energy intake in 2021 (P < 0.01) (Supplementary
Table 5).
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TABLE 1
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Contents of total fat, SFA, trans fatty acid, and industrial trans fatty acid (g/100 g product as purchased) in different types of nonprepacked savory baked goods

(mean and SD) from bakeries in Greece in 2015 and 2021

Type of product Total fat (2015)  Total fat (2021)  SFA (2015)  SFA (2021)  TFA (2015) TFA (2021) i-TFA (2015) i-TFA (2021)

Cheese pies with phyllo pastry 19.52 (4.49) 19.21 (4.96) 7.70 (3.59) 7.25 (3.60) 0.26 (0.12)  0.12(0.05)  0.15(0.11) 0.01 (0.02)

Cheese pies with shortcrust pastries  19.68 (4.51) 25.08 (3.83) 9.60 (2.07) 12.13(2.52)  0.51 (0.40)  0.55(0.47)  0.45(0.39) 0.44 (0.46)

Cheese pies with puff pastry 22.54 (2.30) 25.65 (3.04) 12.40 (1.31)  14.13(1.74) 094 (0.53)  0.31(0.29)  0.86 (0.56) 0.24 (0.29)

Bougatsa with cheese - 17.71 (3.76) - 8.09 (2.16) - 0.28(0.22) - 0.16 (0.21)

Pizza/peinirli’ 11.7 (1.4) 12.46 (2.32) 6.30 (0.77) 6.83 (1.86) 0.12 (0.03)  0.18 (0.06) 0.0 (0.0) 0.02 (0.06)

Vegetarian pies 11.4 (0.46) 17.63 (3.98) 2.30 (0.80) 4.03 (2.21) 0.09 (0.08)  0.06 (0.04)  0.09 (0.07) 0.05 (0.03)
(e.g., spinach or leek pie)

Meat-containing pies 22.2 (1.96) 23.14 (4.70) 11.20 (0.53)  11.14(3.51) 0.43 (0.30)  0.18 (0.21)  0.40 (0.29) 0.15 (0.22)
(e.g., sausage pies, ham pies)’

All SBGs 18.8 (5.2) 20.1 (5.8) 8.9 (3.7) 9.1 (4.2) 0.47 (0.45)  0.24 (0.28)  0.39 (0.45) 0.15 (0.27)

i-TFA, industrial #rans fatty acid; SBG, savory baked good; SD, standard deviation; SFA, saturated fatty acid; TFA, trans fatty acid.
! In 2015, pizza slice samples from bakeries were collected, whereas, in 2021, pizza boat (peinirli) samples from bakeries were collected.
2 In2015 only sausage pies were collected (N = 5), whereas in 2021 sausage pies (N = 16), cheese and ham pies (N = 3) and cooked beef in tomato sauce pies

(N = 1) were collected.

TABLE 2

Percentage of SFA, trans fatty acid, and industrial #rans fatty acid (g/100 g fat) in different types of nonprepacked savory baked goods (mean and SD) collected in

2015° and 2021

Type of product SFA SFA total TFA total TFA i-TFA i-TFA No. of samples ~ No. of samples
(g/100 g fat) (g/100 g fat) (g/100 g fat)  (g/100 g fat) (g/100 g fat) (g/100 g fat) exceeding the exceeding the
(2015)° (2021) (2015)° (2021) (2015)° (2021) legal limit legal limit
(i-TFA>2%) (i-TFA>2%)
(2015) (2021)
Cheese pies with phyllo  37.90 (11.62)  36.42 (9.86) 1.28 (0.50) 0.66 (0.25) 0.76 (0.57) 0.06 (0.11) 0 (0%) 0 (0%)
pastry
Cheese pies with 49.13 (5.53) 48.21 (6.33) 2.75 (2.24) 2.24 (1.83) 2.36 (1.98) 1.78 (1.81) 5 (50%) 6 (31.6%)
shortcrust pastries
Cheese pies with puff 55.03 (2.59) 55.11 (2.55) 4.09 (2.17) 1.21 (1.06) 3.72 (2.31) 0.96 (1.06) 7 (63.6%) 2 (9.1%)
pastry
Bougatsa with cheese - 45.44 (5.91) - 1.60 (1.19) - 0.93 (1.17) - 5 (25%)
Pizza/Peinirli' 54.1 (5.9) 54.20 (9.14) 1.02 (0.36) 1.52 (0.65) 0.00 (0.01) 0.24 (0.71) 0 (0%) 2 (10%)
Vegetarian pies (e.g., 19.9 (6.9) 23.14 (12.03)  0.77 (0.58) 0.34 (0.20) 0.76 (0.63) 0.30 (0.20) 0 (0%) 0 (0%)
spinach or leek pie)
Meat-containing pies 50.5 (2.4) 47.15 (9.59) 1.93 (1.27) 0.77 (0.77) 1.81 (1.23) 0.63 (0.82) 2 (40%) 1 (5.26%)
(e.g., sausage pies,
ham pies)2
All SBGs 45.78 (12.78) 4434 (13.29)  2.28 (1.97) 1.19 (1.14) 1.87 (1.98) 0.69 (1.11) 14 (31.1%) 16 (11.4%)

i-TFA, industrial trans fatty acids; SBG, savory baked good; SD, standard deviation; SFA, saturated fatty acids; TFA, trans fatty acids.
! In 2015, pizza slice samples from bakeries were collected, whereas in 2021, pizza boat (peinirli) samples from bakeries were collected.
2 In 2015, only sausage pies were collected (N = 5), whereas in 2021, sausage pies (N = 16), cheese and ham pies (N = 3), and cooked beef in tomato sauce pies

(N = 1) were collected.
3 Reproduced from reference [9] with permission.

Among SBG consumers, 11.5% (N = 116) consumed TFA at levels
above 1% of their daily total energy intake (Supplementary Table 1).
No individual exceeded this level from the consumption of SBGs
alone. All the data regarding the population enrolled and those
consuming total TFA >1% of daily total energy intake, regarding
sampling 2021, in total and per age group as proportions of the general
population and consumers of SBGs, are provided in Supplementary
Table 1. Information on the distribution of baseline characteristics
(demographic, anthropometric, and other personal characteristics) for
the total HNNHS population and by SBG consumption is shown in
Supplementary Table 2.

Figure 2 illustrates the distribution of TFA and SFA intakes in total
and from SBG consumers, and Figure 3 depicts median i-TFA intakes
from SBGs in total and by age group in 2015 and 2021, respectively,
assuming that the composition and consumption of other foods

remained the same. Supplementary Table 4 shows the distributions of
total TFA and SFA intakes from all foods, and Supplementary Table 5
the TFA, SFA, and i-TFA intakes from SBGs for SBG consumers by
sex and age group, as a proportion of their daily total energy intake
considering sampling of 2015 and 2021.

The primary sources of TFA intake (percentage energy) from
different categories of SBGs for the highest consumers of each age
group and in total are shown in Figure 4. In total, the main contributor
for percentiles (p) p90, p95, and p99 was cheese pie made with
shortcrust pastry, followed by cheese pie with puff pastry, and cheese
pie with phyllo. These differed, however, for older age groups at the
90th percentile, with participants >60 y not consuming any cheese pies
made with shortcrust pastry and having vegetarian pies as their main
TFA contributor. Peinirli (pizza boat) contributed only among the
highest consumers (p99) in total and between all age groups, and
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TABLE 3
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Distribution of baseline characteristics (demographic, anthropometric, and other personal characteristics) for savory baked goods consumers from the Hellenic
National Nutrition and Health Survey (conducted between 2013-2015) overall and by tertile of SFA! intake using substitution models’

Tertiles of total SFA intakes among consumers (2021)

Variables Population 1st Tertile 2nd Tertile 3rd Tertile P for between P-trend’
N = 1008; N = 335; N =337, N = 336; Tertile
SFA intake as SFA intake as SFA intake as SFA intake as differences’
Y%energy, mean Y%energy, mean Y%energy, mean Y%energy, mean
(SD): 15.20 (4.5) (SD): 10.42 (1.85) (SD): 14.92 (1.09) (SD): 20.26 (2.78)
Age groups, n (%) <0.001 <0.001
0-19y 165 (16.4) 339.9) 44 (13.1) 88 (26.3)
20-59 y 706 (70.2) 261 (77.9) 243 (72.1) 202 (60.5)
60+ y 135 (13.4) 41 (12.2) 50 (14.8) 44 (13.2)
Sex, n (%) 0.275 0.276
Females 548 (54.5) 189 (56.4) 189 (56.1) 170 (50.9)
Males 458 (45.5) 146 (43.6) 148 (43.9) 164 (49.1)
Area of residence, n (%) <0.001 <0.001
Attiki and Thessaloniki 711 (70.8) 261 (77.9) 239 (71.1) 211 (63.5)
Islands (including Crete) 98 (9.8) 24 (7.2) 25(7.5) 49 (14.8)
Mainland 194 (19.4) 50 (14.9) 72 (21.4) 72 (21.7)
Marital status, n (%) 0.213 0.601
Single 422 (50.2) 146 (48.3) 149 (50.9) 127 (51.6)
Married/cohabiting 352 (41.9) 136 (45.0) 113 (38.6) 103 (41.9)
Divorced/separated 34 (4.0) 72.4) 18 (6.1) 9 (3.7)
Widowed 33 (3.9 13 (4.3) 13 (4.4) 7 (2.8)
Education level, n (%) 0.142 0.066
<6y of school 68 (8.0) 23 (7.5) 17 (5.8) 28 (11.2)
12 y of school 309 (36.3) 115 (37.6) 102 (34.6) 92 (36.6)
Higher education (including colleges) 475 (55.7) 168 (54.9) 176 (59.6) 131 (52.2)
Employment status, n (%) 0.648 0.972
Unemployed 241 (28.3) 81 (26.5) 81 (27.4) 79 31.7)
Employed 485 (57.0) 178 (58.2) 169 (57.1) 138 (55.4)
Pension 125 (14.7) 47 (15.3) 46 (15.5) 32 (12.9)
Physical activity status, 1 (%) 0.182 <0.05
Sedentary 67 (7.9) 23 (7.5) 21 (7.2) 23 (9.2)
Low 114 (13.5) 35(11.5) 51 (17.6) 28 (11.2)
Moderate 337 (39.5) 128 (42.0) 116 (40.0) 93 (37.2)
High 327 (38.7) 119 (39.0) 102 (35.2) 106 (42.2)
Smoking status, n (%) 0.107 0.060
Never smoker 447 (52.0) 153 (49.7) 146 (49.0) 148 (58.3)
Current smoker 309 (35.9) 120 (39.0) 115 (38.6) 74 (29.1)
Ex-smoker 104 (12.1) 35(11.3) 37 (12.4) 32 (12.6)

EU, European Union; HNNHS, Hellenic National Nutrition and Health Survey; SD, standard deviation; SFA, saturated fatty acid; TFA, trans fatty acid.
! Substitution models: measured SFA and TFA content in savory baked goods in 2021 were replaced from those measured during the HNNHS study years
(2015) to evaluate TFA intake amounts post Regulation (EU) 2019/649 if intakes remained unaltered.

2 P for between group distributions differences (between tertiles).
3 P-trend across tertiles.

4 Physical activity was defined according to the International Physical Activity Questionnaire, as per calculation guidelines [4]. Individuals scoring below the

light activity level were categorized as sedentary.

savory bougatsa was the least consumed. The main contributors to TFA
intake from SBGs per age group and in total can be viewed in the
supplementary material (Supplementary Figure 1). In total, cheese pies
made with puff pastry were the main contributor to TFA intake
(29.5%), followed by cheese pies with shortcrust pastry (25.6%) and
cheese pies with phyllo pastry (24.1%). However, for consumers over
60 vy, vegetarian pies (17.2%) contributed more to TFA intake than
cheese pies with puff pastry (16.6%).

Discussion

This study aimed to assess the level of compliance of SBG pro-
ducers in Greece, the main TFA contributor, with the Regulation (EU)
2019/649 for TFA reduction and evaluate the effect on TFA, i-TFA, and
SFA intakes following the Regulation. Measured SBG fatty acid

content showed that most SBG producers complied with the TFA upper
limit of 2 g of i-TFA/100 g of fat in 2021, with a 19.7% increase in
compliance compared to 2021 (11.4% of SBG’s exceeded the limit in
2021 compared to 31.1%), but an increase in SFA content/100 g
resulted. As per findings from substitution models, this would lead to a
reduction in TFA and i-TFA intake expressed as percentage of daily
energy in all age groups, with the contribution from SBGs being almost
halved for all consumption amounts (p25-p99). The increase in SFA
content, however, would lead to increased consumption, resulting in
over half of the SBG consumers exceeding 15% SFA of daily total
energy intake compared to 13.7% prior to reformulation.

The main SBG contributor to i-TFA and SFA was cheese pie in
total, with children and adolescents preferring cheese pies with short-
crust pastry and adults aged 20-59 y cheese pies with puff pastry, 2
types of foods that had the highest mean i-TFA content among the food
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TABLE 4

Distribution of dietary characteristics of savory baked good consumers extrapolated from Hellenic National Nutrition and Health Survey consumption data

The American Journal of Clinical Nutrition xxx (xxxx) xxx

(2013-2015); results overall and by tertile of SFA intake adjusted for individual mean energy intake using savory baked goods using substitution models'

Total SFA tertiles of consumers (2021) N = 1008

Variables SFA intake as Ist tertile N=335; 2nd tertile N = 337, 3rd tertile N = 336; P for between P-trend’
%energy, mean SFA intake as SFA intake as SFA intake as group
(SD): 15.20 %energy, mean %energy, mean %energy, mean (SD): differences’
4.5) (SD): 10.42 (1.85) (SD): 14.92 (1.09) 20.26 (2.78)
Total energy intake (kcal/d), mean 2127.3 (916.3) 2184.6 (1025.6) 2097.3 (881.0) 2100.2 (831.7) 0.3745 0.86
(SD)
Total TFA from all food intake as % 0.52 (0.35, 0.39 (0.26, 0.59) 0.53 (0.39, 0.74) 0.66 (0.48, 0.89) <0.001 <0.001
energy, median (25th, 75th 0.76)
percentile)
Total TFA intake from savory 0.06 (0.03, 0.05 (0.02, 0.08) 0.07 (0.03, 0.13) 0.10 (0.05, 0.20) <0.001 <0.001
bakery products as %energy, 0.13)
median (25th, 75th percentile)
SFA intake from savory bakery 3.50 (1.89, 2.53 (1.42,3.99) 3.55(1.99, 5.73) 5.18 (2.78, 8.37) <0.001 <0.001
products as %energy, median 6.04)
(25th, 75th percentile)
i-TFA intake from savory bakery 0.03 (0.01, 0.02 (0.01, 0.04) 0.03 (0.01, 0.09) 0.06 (0.01, 0.14) <0.001 <0.001
products as %energy, median 0.09)
(25th, 75th percentile)
BMI adults (kg/m?), mean (SD) 25.2 (4.6) 25.1 (4.4) 252 (4.7) 25.5 (4.8) 0.183 0.776
BMI adults categoriesf’ n (%) 0.747 0.59
Healthy weight 457 (54.9) 161 (53.8) 162 (56.3) 134 (54.7)
Overweight 243 (29.2) 95 (31.8) 79 (27.4) 69 (28.2)
Obese 132 (15.9) 43 (14.4) 47 (16.3) 42 (17.1)
BMI children categories, n (%) 0.704 0.185
Healthy weight 108 (75.5) 23 (82.1) 31 (79.5) 54 (71.0)
Overweight 28 (19.6) 4(14.3) 7 (17.9) 17 (22.4)
Obese 7 (4.9) 1 (3.6) 1 (2.6) 5(6.6)

EU, European Union; HNNHS, Hellenic National Nutrition and Health Survey; i-TFA, industrial #rans fatty acids; SD, standard deviation; SFA, saturated fatty
acids; TFA, trans fatty acids (total from all foods in this analysis).

! Substitution models: measured SFA and TFA content in savory baked goods in 2021 were replaced from those measured during the HNNHS study years
(2015) to evaluate TFA intake amounts post Regulation (EU) 2019/649 if intakes remained unaltered.

2 P for between group distributions differences (between tertiles).

3 P-trend across tertiles.

4 Weight (kg) and height (m) were measured from which BMI was derived [weight/height” (kg/m?)]. Weight status was categorized as “healthy weight if BMI
<25 kg/m*”, “25>overweight<30 kg/m>”, and “obese>30 kg/m>.” Children and adolescents were classified using the extended international obesity task force
tables [5]. For adults only.
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FIGURE 2. Distribution of TFA and SFA intakes in total and from SBGs as a percentage of daily total energy intake for consumers of SBGs using substitution
models.'

EU, European Union; HNNHS, Hellenic National Nutrition and Health Survey; SBG, savory baked good; SFA, saturated fatty acids; TFA, trans fatty acids.
!Substitution models: measured SFA and TFA content in savory baked goods in 2021 were replaced from those measured during the HNNHS study years (2015)
to evaluate TFA intake amount post Regulation (EU) 2019/649 if intakes remained unaltered.

The x-axis (p25-p99) refers to the percentile intakes of SBG consumers, from the lowest consumers (25th percentile to the highest 99th percentile), of SFA and
TFA as percent of total energy intake.
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2Substitution models: measured SFA and TFA content in savory baked goods in 2021 were replaced from those measured during the HNNHS study years (2015)
to evaluate TFA intake amounts post Regulation (EU) 2019/649 if intakes remained unaltered.
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FIGURE 4. TFA intake (percentage daily total energy intake) among high consumers (upper 10% bound of the distribution) from different SBGs per age group

and in total using substitution models.!

!Substitution models: measured SFA and TFA content in savory baked goods in 2021 were replaced from those measured during the HNNHS study years (2015)
to evaluate TFA intake amounts post Regulation (EU) 2019/649 if intakes remained unaltered.
X-axis SBG consumers at 90th, 95th, and 99th percentile (p90, p95 and p99, respectively).

categories investigated on the eve of the full implementation of the
Regulation (EU) 2019/649. Cheese pie prepared with phyllo pastry, a
choice lower in i-TFA and within limits compared to puff pastry, was
the main TFA contributor among the SBGs for older adults. These
results are important because other than the health risks from frequent
consumption, they also show the trend of food preference toward a
more processed diet [19] and higher saturated fat choices. Therefore,

depending on the type of fat that manufacturers will choose to replace
hard margarine, the nutritional profile backbone of the SBGs will be
provided, and potentially the public health effectiveness on the
Regulation (EU) 2019/649 policy of TFA.

Recently, a reduction of i-TFA intake has been a global public
health priority, with the WHO creating a Certification Programme for
Trans Fat Elimination. This Programme aims to recognize countries
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that eliminate i-TFA [20] and will soon be launching a Validation
Programme for i-TFA elimination for countries that have demonstrated
implementation of a best practice TFA policy and effective monitoring
and enforcement systems [21]. Questions and concerns, however, have
been raised in the past on the type of fat that will replace TFA, saturated
compared to cis-unsaturated, following TFA elimination actions [22].
Consequently, the question remains whether an upper i-TFA limit
policy from processed food alone will effectively help decrease TFA
intake and overall CVD risk. The decrease and ultimate elimination of
i-TFA is regarded as a relatively straightforward, low-cost, and effec-
tive policy measure [3,23]. This study showed that the majority of the
SBGs sampled in 2021 followed the Regulation (EU) 2019/649, and in
practice, this resulted in a decrease in TFA intake among SBG con-
sumers. Similar findings have been reported by other countries that
have also examined the effects of the 2 g/100 g fat policy following its
implementation in i-TFA in many industry-manufactured processed
foods [24]. Despite these first positive results, challenges in TFA
reduction in food content must be acknowledged, such as the avail-
ability of suitable replacement fats/oils with healthier fatty acid pro-
files, reformulated food quality and taste, operational alterations,
consumer acceptance, and cost [25]. Nevertheless, even small increases
in either TFA or SFA intake translate to large health impacts at the
population level [26], and the opposite is true for small risk reductions.
This study showed a small decrease in TFA and an increase in SFA
between all population age groups based on the food reformulation
made. Despite the controversies between SFA intake and CVD risk, it
has been shown that replacing SFA with any cis-unsaturated fatty acids
has been shown to improve metabolic control [12] and decrease CVD
events [13]. Furthermore, higher SFA intake may be associated with
higher all-cause mortality [27] and heighten the effect even of lower
TFA consumption amounts on serum lipid concentrations [8]. Hence,
monitoring intake of food products high in both SFA and TFA is
essential, especially based on the results obtained in this study using
substitution models in population-based usual intakes from measured
fat content in SBGs.

TFA reduction is part of Greece’s National Action Plan on Food
Reformulation [28] following the European Council Conclusions on
food product improvement in 2016 [29], although replacers have not
been specified and no actions have been taken for SFA reduction.
Studies that have evaluated the implementation of mandatory TFA ban
policy showed that SFA content TFA in foods decreased to adequate
amounts, but SFA concentrations varied by type of food, with a slight
increase seen in supermarket foods and a decrease in restaurants [30]. A
Dutch modeling study on the impact of food reformulation of pro-
cessed food reported a decrease of total TFA by 0.2% in young adults,
without changes observed in SFA intake [31].

Most oils and fats are not composed of only 1 group of fatty acids,
and hence, increases in fat content alone can increase SFA content of
foods. Therefore, it is imperative to raise awareness among members of
the Hellenic Federation of Bakers not only of the importance of fatty
acid composition of the fat that they use in SBGs but also of the amount
of fat and the portion sizes of the final product. SFA reduction goals
similar to those in other EU countries [32] could also be set so that the
Regulation (EU) 2019/649 on TFA would achieve meaningful results in
terms of public health.

Study limitations that need to be accounted for include the small
differences in sampling between the 2 y tested. Although some differ-
ences may have resulted, these mainly reduced both SFA and TFA intake
since sausage is relatively higher in fat content than minced meat or ham.

The American Journal of Clinical Nutrition xxx (xxxx) xxx

Random measurement errors between years cannot be excluded since
samples from 2015 were not retained to be re-analyzed in 2021. This was
minimized by employing exact methodological analyses, the same in-
struments, and laboratories. Our results rely on a sample of SBG con-
sumers identified through a nationally representative nutrition survey.
This may limit the extrapolation of our study results to SBG consumers
in Greece. In addition, since the study did not employ a nationally
representative sample of SBG consumers, survey design analysis was
not performed to correct variance estimates. Another limitation of this
study is the lack of recent food consumption data from a representative
population sample. For this reason, substitution models were employed
using data collected from HNNHS based on measurements performed in
2021. Finally, the authors acknowledge that data from 24-h dietary re-
calls are affected by random measurement error, which may cause bias to
the estimated distribution, percentile values, or regression coefficients
[33], particularly in the case of episodically consumed foods. It is for this
reason that the present analysis focused on individuals who reported
SBG consumption (consumers only). This is a conservative approach,
which may lead to higher median intakes, but it is the recommended
method for risk characterization purposes, as per the aim of this study.
This is an acknowledged assumption, although random within-person
variance can affect intakes estimated through short-term measurements
in any direction.

In view of the validated and robust methods followed for dietary
data collection and sample analysis, to our knowledge, this study
provides a first evaluation of the effectiveness of the Regulation (EU)
2019/649 TFA policy in Greece, confirming low TFA intake in Greece.
The Regulation (EU) 2019/649 to eliminate i-TFA was found effective
in its primary goal, but vigilance and monitoring of the concentrations
of SFA following product reformulation is also essential. It is also
important to examine processed packaged foods that contain manda-
tory food labels to assess the type of fat that replaced TFA reformu-
lation following the trans-fat policy implementation in Greece. A
further risk assessment of processed brand-named foods that are
frequently consumed is also recommended to monitor the population
that may remain at risk for chronic disease because of increased SFA
consumption, regardless of the implementation of the TFA policy.
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Table S1: General population, consumers of savoury baked goods and exceeders of 1% of their daily total energy intake from trans fatty acid

consumption in general population and consumers.

Povulation in Population in HNNHS
H(;\II)II\IIH So Consumers of SBGs with total TFA Consumers of SBGs with total TFA intake 21% energy
intake>1%energy
Age o o % per o
group, lo per lo per 8¢ | 9% in total age % in total % per % in total Jo per age % in %in general
o age group in group in .

y % [(a)/ general group | general age general consumers | population

N N group general . N . N . general .

@ Total(a)* (b) [(b)/Total | population population © [(c)/ population @ group population opulation of SBGs with total TFA

100] (b)* ﬁbl))/ @I* [(b)/Total Total | [(c)/Total [(d)/Total | [(d)/Total ﬁ dl;/ [(d)/Total | intake 21%
(a)]*100 @I* | (a)]*100 (d)]*100 | (a)]*100 (b)]*100 [(d)/Total(c)]*100
100] 100 (a)]*100
100

0-19 845 | 19 165 | 16.4 19.5 3.7 165 | 25.5 3.7 20 | 172 0.5 24 2.0 3.1
20-59 2779 | 62.6 706 | 70.2 254 159 350 | 54.1 7.9 74 | 638 1.7 27 74 114
60+ 815 | 184 135 | 13.4 16.6 3 132 | 20.4 3.0 22 1 19.0 0.5 2.7 2.2 34
Total 4439 | 100 1006 | 100.0 22,7 22.7 647 | 100.0 | 14.6 116 | 100.0 2.6 2.6 11.5 17.9
Total
in 4450 1008 22,7 647 14.5 116 2.6 11.5 17.9
study

(a): HNNHS population; (b): Population of SBGs consumers; (c¢) HNNHS population with total TFA intake > 1% of daily total energy intake; (d): Population of SBGs consumers
with total TFA intake > 1% of daily total energy intake
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Table S2: Distribution of baseline characteristics (demographic, anthropometric and other personal characteristics) for Hellenic National Nutrition
and Health Survey population and SBG’s consumers and non-consumers

-for
Variables HNNHS! population SBG? consumers SBG non-consumers getween
N=4450 N=1008 N=3442 SBG Consumers and
SBG Non-Consumers differences
Age groups, n (%) <0.001
0-19years 845 (19.0) 165 (16.4) 680 (9.8)
20-59years 2779 (62.6) 706 (70.2) 2073 (60.4)
60+ years 815 (18.4) 135 (13.4) 680 (19.8)
Sex, n (%) <0.05
Females 2557 (57.6) 548 (54.5) 2009 (58.5)
Males 1882 (42.4) 458 (45.5) 1424 (41.5)
Area of residence, n (%) 0.001
Attiki & Thessaloniki 2924 (66.1) 711 (70.9) 2213 (64.7)
Islands (including Crete) 477 (10.8) 98 (9.8) 379 (11.1)
Mainland 1025 (23.1) 194 (19.3) 831 (24.2)
Marital status, n (%) <0.001
Single 1561 (43.5) 422 (50.2) 1139 (41.4)
Married/Cohabiting 1599 (44.5) 352 (41.9) 1247 (45.4)
Divorced/Separated 168 (4.7) 34 (4.0) 134 (4.9)
Widowed 262 (7.3) 33(3.9) 229 (8.3)
Education level, n (%) <0.001
Up to 6 years of school 443 (12.1) 68 (8.0) 375 (13.4)
12 years of school 1328 (36.3) 309 (36.3) 1019 (36.3)
Ii)lﬁ?;se)ducatmn (including 1884 (51.6) 475 (55.7) 1409 (50.3)
Employment status, n (%) <0.001
Unemployed 1129 (30.9) 241 (28.3) 888 (31.7)
Employed 1786 (48.9) 485 (57.0) 1301 (46.4)
Pension 738 (20.2) 125 (14.7) 613 (21.9)
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Variables

HNNHS' population

SBG? consumers

SBG non-consumers

p-for
between

N=4450 N=1008 N=3442 SBG Consumers and
SBG Non-Consumers differences

Physical activity status®, n (%) 0.518

Sedentary 252 (6.9) 67 (7.9) 185 (6.6)

Low 505 (13.9) 114 (13.5) 391 (14.0)

Moderate 1422 (39.2) 337 (39.9) 1085 (39.0)

High 1451 (40.0) 327 (38.7) 1124 (40.4)
Smoking status, n (%) <0.05

Never smoker 1876 (50.6) 447 (52.0) 1429 (50.2)

Current smoker 1244 (33.6) 309 (35.9) 935 (32.9)

Ex-smoker 584 (15.8) 104 (12.1) 480 (16.9)

'HNNHS: Hellenic National Nutrition and Health Survey
2SBGs: Savoury Baked Goods

3Physical activity (PA) was defined according to the International Physical Activity Questionnaire (IPAQ) , as per calculation guidelines
[4]. Individuals scoring below the light activity level were categorized as sedentary.
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Table S3: Types and number of savoury baked goods analyzed in 2015 and in 2021 and number of consumers per type of SBGs based on
Hellenic National Nutrition and Health Survey

No of samples No of samples

. . Consumers

analyzed in analyzed in

2015 2021 No of
Type of bakery product CONSUMEES Percentage (%)
Cheese pies with phyllo pastry 9 20 305 30.26%
Cheese pies with puff pastry 11 22 189 18.75%
Cheese pies with shortcrust pastry 10 19 98 9.72%
Pies containing meat (e.g., sausage pies, ham 5 19
pie) 118 11.71%
Peinirli (a.k.a. pizza-boat) 5 20 33 3.27%
Mpougatsa with cheese - 20 6 0.60%
Vegetarian pies (e.g., spinach or leek pie) 5 20 259 25.69%
Total sum 45 140 1008 100.0%

SBG’s: Savoury Baked Goods
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Table S4. Distribution of total TFA and SFA intakes* from all foods, as % of daily energy intake, by sex and age group of SBG consumers.

Age groups N Total TFA intake Total SFA intake
(years) p25 | p50 | p75 | p90 | p95 | p99 | mean | SD | p25 p50 p75 p90 p95 p99 mean | SD
FEMALES 548 | 0.44 | 0.62 | 0.88 | 1.18 | 1.47 | 2.82 | 0.71 | 0.48 | 11.13 | 13.62 | 16.37 | 19.05 | 20.37 | 23.81 | 13.87 | 3.92
0-19years 77 0.51 | 0.69 | 0.84 | 1.20 | 1.65 | 4.07 | 0.80 | 0.55 | 12.96 | 15.13 | 18.34 | 20.44 | 21.61 | 28.80 | 15.63 | 3.89
20-59years 390 [ 041 | 058 | 0.88 | 1.11 | 1.47 | 3.00 | 0.69 | 0.48 | 10.79 | 13.20 | 15.93 | 18.55 | 20.07 | 23.81 | 13.48 | 3.91
60+ 81 047 |0.61 | 089 | 135|144 |195|0.71 |0.37|11.66 | 13.52 | 16.80 | 18.61 | 19.41 | 22.36 | 14.06 | 3.51
MALES 458 | 0.44 | 0.64 | 0.88 | 1.24 | 1.48 | 3.24 | 0.73 | 0.55 | 11.23 | 13.78 | 16.61 | 19.31 | 20.59 | 24.49 | 14.04 | 3.99
0-19years 88 0.54 | 0.72 | 0.89 | 1.07 | 1.29 | 3.96 | 0.76 | 0.44 | 12.87 | 15.54 | 18.71 | 20.87 | 22.69 | 24.50 | 1593 | 3.85
20-59years 316 | 041 |0.58 | 0.84 | 1.18 | 1.45 | 2.12 | 0.68 | 0.41 | 10.83 | 13.20 | 15.55 | 18.59 | 20.22 | 24.28 | 13.42 | 3.90
é 60+ 54 0.55 [ 0.73 | 1.07 | 1.62 | 3.36 | 6.16 | 1.01 1.08 | 11.51 | 14.72 | 17.39 | 20.21 | 20.78 | 21.35 | 14.60 | 3.75
S | TOTAL 1006 | 0.44 | 0.63 | 0.88 | 1.18 | 1.47 | 3.00 | 0.72 | 0.51 | 11.21 | 13.71 | 16.50 | 19.21 | 20.48 | 24.28 | 13.95 | 3.95
,ED 0-19years 165 | 0.54 | 0.71 | 0.88 | 1.16 | 1.39 | 3.96 | 0.78 | 0.50 | 12.91 | 15.31 | 18.46 | 20.46 | 22.42 | 24.83 | 15.79 | 3.86
? 20-59years 706 | 0.41 | 0.58 | 0.87 | 1.16 | 1.46 | 2.39 | 0.69 | 0.45 | 10.83 | 13.20 | 15.80 | 18.58 | 20.07 | 23.81 | 13.45 | 3.90
@ 60+ 135 | 0.47 | 0.68 | 097 | 1.37 | 1.62 | 4.69 | 0.83 | 0.75 | 11.66 | 14.25 | 17.11 | 19.17 | 20.48 | 21.35 | 14.28 | 3.61
FEMALES 548 | 0.34 | 0.51 | 0.74 | 1.01 | 1.37 | 2.91 | 0.62 | 0.47 | 11.69 | 14.91 | 17.85 | 20.77 | 23.04 | 26.93 | 14.99 | 4.50
0-19years 77 045 | 063 [ 074 | 1.18 | 1.58 | 4.14 | 0.71 | 0.56 | 13.46 | 16.42 | 20.51 | 22.98 | 25.12 | 29.70 | 17.20 | 4.55
20-59years 390 | 033 | 0.51 | 0.74 | 098 | 1.36 | 2.94 | 0.60 | 0.47 | 11.29 | 14.53 | 17.41 | 20.35 | 23.08 | 26.93 | 14.60 | 4.53
60+ 81 0.34 1050 | 0.73 | 1.13 | 1.43 | 1.93 | 0.59 | 0.37 | 12.17 | 14.75 | 17.45 | 19.67 | 20.46 | 22.71 | 14.76 | 3.66
MALES 458 | 037 |0.53 | 0.79 | 1.11 | 1.43 | 3.19 | 0.65 | 0.54 | 12.06 | 15.30 | 18.33 | 21.41 | 23.44 | 27.11 | 15.44 | 4.48
0-19years 88 0.49 | 0.60 | 0.84 | 1.06 | 1.20 | 3.90 | 0.69 | 0.43 | 13.95 | 18.18 | 20.38 | 23.49 | 23.79 | 29.57 | 17.44 | 4.29
20-59years 316 | 034 | 0.50 | 0.78 | 1.08 | 1.43 | 2.14 | 0.60 | 0.41 | 11.60 | 14.74 | 17.36 | 20.69 | 22.49 | 27.11 | 14.85 | 4.44
g 60+ 54 0.40 | 0.56 | 0.89 | 1.45 | 3.22 | 6.16 | 0.90 1.08 | 12.07 | 15.33 | 18.95 | 20.74 | 23.14 | 23.98 | 15.63 | 4.13
s | TOTAL 1006 | 0.35 | 0.52 | 0.77 | 1.07 | 1.39 | 2.94 | 0.63 | 0.50 | 11.79 | 15.10 | 18.12 | 21.22 | 23.14 | 26.93 | 15.19 | 4.50
,Eﬂ 0-19years 165 | 0.47 |0.61 | 0.77 | 1.06 | 1.27 | 3.90 | 0.70 | 0.50 | 13.67 | 17.64 | 20.51 | 23.20 | 23.93 | 29.57 | 17.32 | 4.40
? 20-59years 706 | 034 | 0.50 | 0.75 | 1.01 | 1.37 | 2.26 | 0.60 | 0.44 | 11.50 | 14.59 | 17.37 | 20.47 | 22.99 | 26.93 | 14.71 | 4.49
@ 60+ 135 | 035 1052 | 077 | 1.25 | 1.57 | 4.68 | 0.71 | 0.75 | 12.09 | 15.09 | 18.03 | 20.43 | 21.54 | 23.87 | 15.10 | 3.86

196



* Intake distribution of total TFA intake in 2021 are from substitution models' based on measurements from reformulated SBGs samples post
Reg. (EU) 2019/649 on TFA reduction; TFA: trans fatty acids; SFA: saturated fatty acids.

ISubstitution models: measured SFA and TFA content in savoury baked goods in 2021 were replaced from those measured during the HNNHS
study years (2015) to evaluate TFA intake levels post Regulation (EU) 2019/649 if intakes remained unaltered
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Table S5. Distribution of trans, saturated and industrial fatty acid intakes* from savoury baked goods, as % of daily total energy intake, by sex

and age group of SBGs consumers only.

i-TFA intake from SBGs

Age TFA intake from SBGs SFA intake from SBGs
groups N
(years) p25 | pS0 | p75 | p90 | p9S | p99 | p25 | pSO | p75 | p90 | p9S | p99 | p25 | pSO | p75 | p90 | p95 p99
FEMALES | 548 | 0.04 | 0.13 | 0.27 | 0.45 | 0.61 | 0.88 | 0-01 | 0.05 | 0.12 | 0.21 | 0.36 | 0.73 | 151 | 274 | 439 | 6.34 | 7.68 | 10.18
0-19years | 77 | 0.06 | 0.15 | 0.28 | 0.51 | 0.61 | 0.89 | 0-01 | 0.05 | 0.10 1 0.24 | 0.34 1 0.67 | 1 55 | 287 | 441 | 6.91 | 9.06 | 12.2
20-59years | 390 | 0.04 | 0.12 | 0.25 | 0.43 | 0.59 | 0.87 | 0-01 | 0.05 | 0.11 1 0.20 | 0.36 | 0.75 | 1 48 | 2.60 | 4.26 | 6.09 | 7.50 | 9.91
60+ 81 | 0.04]017]033]045]0.65] 1.16 | 001 ]0.04 ] 0.13 1021 036097 500 (332484693836 |10.74
MALES | 458 | 0.03 | 0.13 | 0.27 | 0.44 | 0.55 | 0.82 | 0-01 | 0.05 ] 0.12 1 0.23 | 0.34 | 0.46 | 157 | 2,55 | 3.97 | 5.83 | 7.20 | 11.78
0-19years | 88 | 0.03 | 0.14 | 0.27 | 0.41 | 0.49 | 0.73 | 0-01 | 0.05 1 0.12 1 0.22 | 0.33 1 0.37 | 1 49 | 236 | 3.68 | 5.81 | 7.08 | 8.56
v, | 20-59years | 316 | 0.03 | 0.13 | 0.26 | 0.44 | 0.55 | 0.82 | 0-01 | 0.05 | 0.11 ] 0.23 ] 0.35 | 046 | 151 | 249 | 3.87 | 5.83 | 7.17 | 11.24
S | 60+ 54 ]0.06]0.16]0.33]051]0.55]1.18]001]007)0.1371027 1034051 533 |307|481]6.11]|11.27 | 15.02
S | TOTAL 1006 | 0.03 | 0.13 | 0.27 | 0.44 | 0.56 | 0.87 | 0-01 | 0.05 | 0.12 | 0.22 | 0.34 | 0.54 | {57 | 2,66 | 4.24 | 6.07 | 7.50 | 10.88
£ | 0-19years | 165 | 0.04 | 0.15 | 0.28 | 0.42 | 0.56 | 0.88 | 0-01 [ 0.05 | 0.11 [ 022 1034 [ 043 | 150 | 2,59 | 427 | 6.32 | 7.20 | 10.88
g 20-59years | 706 | 0.03 | 0.13 | 0.26 | 0.44 | 0.56 | 0.82 | 0-01 | 0.05 | 0.1T 1 0.22 | 0.35 | 0.59 | 1 49 | 2.56 | 4.04 | 6.01 | 7.43 | 10.23
2 | 60+ 135 | 0.05]0.16 | 0.33 | 0.46 | 0.65 | 1.16 | 0-01 | 0.06 | 0.13 1 0.26 | 0.36 | 0.51 | 5 15 | 3,15 | 4.84 | 6.93 | 8.82 | 13.46
FEMALES | 548 | 0.03 | 0.06 | 0.12 | 0.22 | 0.29 | 0.49 | 0-01 | 0.03 | 0.08 | 0.16 | 0.23 | 0.38 | 99 | 3.45 | 5.74 | 8.63 | 10.77 | 17.94
0-19years | 77 | 0.04 | 0.07 | 0.15 | 0.26 | 0.33 | 0.50 | 0-01 | 0.03 1 0.10 | 0.17 | 0.25 1 0.41 | 5 15 | 383 | 6.48 | 10.5 | 13.12 | 23.46
20-59years | 390 | 0.03 | 0.06 | 0.12 | 0.21 | 0.28 | 0.51 | 0-01 | 0.03 ] 0.08 | 0.16 | 0.22 | 0.37 | 1 g0 | 3.20 | 5.58 | 8.30 | 10.85 | 17.94
60+ 81 | 0.04]0.06|0.12]0.18]0.24 | 0.38 | 0.01 ]0.02]005]0.14 1 0.18 | 0.29 | 5 36 | 385 | 6.32 | 8.28 | 9.34 | 11.8
_ | MALES | 458 |0.03 | 0.07 | 0.14 | 0.22 | 0.29 | 0.51 | 0-01 | 0.03 1 0.09 | 0.16 | 0.22 | 0.38 | ;g5 | 3.55 | 6.42 | 9.23 | 11.29 | 14.79
S [0-19years |88 | 0.04 | 0.08 | 0.14 | 0.22 | 0.27 | 0.56 | %-01 | 0.03 | O.11 } 0.17 ] 0.21 | 043 | 1 68 | 3.74 | 6.52 | 9.31 | 10.62 | 15.32
S | 20-59years | 316 | 0.03 | 0.07 | 0.14 | 0.22 | 0.29 | 0.42 | 0-01 | 0.03 1 0.09 | 0.16 | 0.23 1 0.33 | 1 g4 | 345 | 6.39 | 8.92 | 11.25 | 14.43
2 | 60+ 54 | 0.03]0.07]0.13]022]0.29]0.66 | 001|002 /00870.16 0221052735 |365]|639|9.66 | 14.53 | 14.79
g TOTAL 1006 | 0.03 | 0.06 | 0.13 | 0.22 | 0.29 | 0.49 | 0-01 | 0.03 | 0.09 | 0.16 | 0.22 | 0.38 | § g9 | 3.50 | 6.04 | 9.12 | 11.05 | 16.43
2 | 0-19years | 165 | 0.04 | 0.07 | 0.15 | 0.23 | 0.29 | 0.50 | 0-01 | 0.03 | 0.11 | 0.17/{ 0.23 1 0.41 | 195 | 382 | 6.5 | 9.53 | 11.49 | 20.46
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Age TFA intake from SBGs i-TFA intake from SBGs SFA intake from SBGs

roups N

(gyearI;) p25 | pSO | p75 | p90 | p95 | p99 | p25 | pSO | p75 | p90 | p95 | p99 | p25 | pSO | p75 | p90 | p95 | p99
20-59years | 706 | 0.03 | 0.06 | 0.13 | 0.21 | 0.29 | 0.42 | 0.01 | 0.03 | 0.08 | 0.16 | 0.22 1 0.33 | | 8> | 335 | 589 | 8.76 | 11.16 | 16.67
60+ 135 | 0.03 | 0.06 | 0.13 | 0.21 | 0.29 | 0.49 | 0-01 | 0.02]0.07 ] 0.14 | 0.22 1 0.38 | 5 35 | 385 | 6.39 | 9.19 | 10.27 | 14.56

* Intake distribution of total TFA intake in 2021 are from substitution models based on measurements from reformulated SBGs samples post Reg. (EU)

2019/649 on TFA reduction; TFA: trans fatty acids; SFA: saturated fatty acids; i-TFA: industrial trans fatty acids.
SBGs: Savoury Baked Goods
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Figure S1. The contribution of different SBGs to the total daily intake of TFA by age group

and in total.
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APPENDIX 5 = PARTICIPATION IN ADDITIONAL CONFERENCES

5.1. 6th GRESPEN CONGRES 2023

e Abstract

AEIOAOTHIH THE EYPQMNAIKHEI MOAITIKHE MEIQEZHZ TON TRANS
AIITAPOQN OZEQN I'TA THN ITPOAZIIIEH THE AHMOZIAYX YTEIAX

I'. Mapdkng!, Z. Kotomoviov!?, X. Ilpoestdg?, Z. Mobdow!, A. Iarnadnuntpiov!, A. Naoka?,
A, Zapaérog'?, B, Maypuhi®*

! Eviaiog Qopéag EXéyyov Tpooinmv, Aewodpog Knewiag 124 & latpidov 2, 11526 Abiva

2 Tpque Emotiung Tpoginmy ko Awatpogrg tov Avlpamov, I'eomovikd Mevemotpio
AbBnvov, lepd Odog 75, 11855 Abnva

* TpApo. Xnpeicg, EBvikd kat Karodwtpuakd Mavemotipo Abnvév, avemotnuiotmoin
Zoypaoov, 15771 Abnva

* Tppo. Yyiewtic, Emdnoioyiag kot Iotpikic Ztanotikng, latpikn Zyoiy, Efvikd ko
Komodwotpraxod Iovemotuo Abnvev, Adiva

* emagriplis@aua.gr

Ewuayoyi/Exonds: Zoppova pe npoceotn £peuval, to 16% tov Edinvikod minBuopod
vnepéPove To avadTato oplo Tpochnymg trans Mnapmv (Trans Fatty Acids-TFA). Aedopévov
0T Ta enelepyocpéva TpOPIa HTav pio amd TIg Kopleg mnyeg €k0eong, oKomog TG mopovoT|g
peAémg eiven vo extiunBei n wpdboinym TFA kot kopeapévey Mnapodv (Saturated Fatty Acids-
SFA) and edpopd aprookevdopata guropiov (Savoury Baked Goods-SBGs) oto oivolo tov
AN oD, evoyer T TANpovg epappoyng Tov Evpondikon Kovoviopov (EE) 2019/649.
Yik6/M£B0bog: Metpninke n mepektikomro o Amoapd oféa 140 derypdrov SBGs wov
cvihéytnkay to 2021. Ta amoteléouata ypnoilomomiBnkay yo Tov APOGHOPIGHO TNG
Swtpogukiig éxbeong oe Bounyovikmg napaydpeva TFA (i-TFA), ovvolikd TFA kot SFA,
¥PNOOTOIOVING  HOVIEAC  ovTikatdotoong  (substitution models) evdg  ebvikd
avTIpoo®ORELTIKOD delypatog katavoiotav SBGs ano v [Mavelladikn Mehét Awtpogrg
kot Yyeiog (IAMEAY). O extymBeioeg Tylég cuykpinkav pe exeiveg TG TponyoOHevnS
épeuvag!.

Anoteshéoparo: H sknupdpsvn Sudpeon npochinym i-TFA ko TFA ond SBGs peidbnke
petalld Tov etdv 2015 won 2021 eve n aviiotoyyn SFA avihbnke. Opolag, 1 Sdpeon
npooinym ohkav TFA peunbnke, evd n péon xpdoinym olkav SFA avéninke. O petafoiéc
oTic TnéG mopovaiaioval otov Iivaka 1. To mocootd ToL Yevikoy AnBucpod ue TpOSANYN
TFA>1% pe1dbOnxe amd 15.7% 10 2015 o 14.5% 10 2021.

Zopnepaopare: H peiwon mg npdocinyng i-TFA, TFA and SBGs kaBag ko ohwdv TFA
cuvodevetal and avéneon m™¢ mpoéchnung SFA, yeyovog mov Sewkvdel v avaykaudmIa
Sigpedivnone tou Mmdayukov npoeid v Aowmdy enefepyacpévay Tpoipnv, kabdg ko
Siefayoyng afwioynoenv kKvdivou-oQELOVE, Y10 TIV EKTIPNGN TG ATOTEAEGUATIKOTTOG TNG
gvpandikhg Tolttikng peioong tov TFA oy npodonion g dnpociog vysiog.

IMivaxac 1. Tlpocinymn i-TFA, TFA, SFA ond SBGs ki odwadv TFA, SFA (% mueprotog cuvoiikig
evepyslakng mpooinume) petadn 2015 ko 2021 e tovg kozavelwtés SBGs

Etog

i-TFA TFA SFA Olka TFA Olaa SFA

==p50 (p25,p75) p95 | p50 (p25,p75) p95 | pS0 (p25,p75)  p95 | pS0(p25,p75) p95 | mean (sd)

P95

2015

(.05 (0.01,0.12) 0.34 | 0.13(0.03,0.27) 0.56 |2.66 (1.51,4.24) 7.50 |0.63 (0.44,0.88) 1.47 |13.95(3.95) 2048

2021

0.03 (0.01,0.09) 0.22 | 0.06 (0.03,0.13) 0.29 |3.50 (1.89, 6.04) 11.05 |0.52(0.35,0.77) 1.39 |15.19(4.50) 23.14

**p50: Sudpieon Ty, p25: 25° ekatostnpopo, p75: 75° ekatootnudpio, p95: 950 exaTooTNHAGPLO, mean: PEGT) Ty,
sd: tomicr] ook on.

! Emmanuella Magriplis, Georgios Marakis, Sotiria Kotopoulou, Androniki Naska, George Michas,
Renata Micha, Demosthenes Panagiotakos, Antonis Zampelas. Trans fatty acid intake increases
likelihood of dyslipidemia especially among individuals with higher saturated fat consumption. Rev.
Cardiovasc. Med. 2022, 23(4), 130. https://doi.org/10.31083/j.rcm2304130
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Reviews in > 16%
i 7 sica o of Greeks consumed TFA above
Cardiovascular Medicine B oo kL 205 30 <

S 1% of energy intake (WHO
i recommendation)
Trans fatty acid intake increases likelihood of dyslipidemia especially . . .
among individuals with higher saturated fat consumption » Processed/refined grains (mainly

Emmanuella Magriplis*, Georgios Marakis?, Sotiria Kotopoulou'2, Androniki Naska®, from savoury paStrles and pIES): one
George Michas', Renata Micha®%, Demosthenes Panagiotakos®, Antonis Zampelas!-? of the main contributors

» The Commission Regulation (EU) No 2019/649 on TFA specifies that the
content of TFA in foodstuffs, other than TFA naturally occurring in fat of animal
origin, shall not exceed 2 grams per 100 grams of fat.

6th GrESPEN Congress 2023

Objectives

* To measure the content of TFA and SFA of commercial
Savoury Baked Goods (SBGs) /\/\/‘\/
» To estimate exposure to TFA and SFA from SBGs in a .
representative sample of consumer participants in the
Hellenic National Nutrition and Health Survey (HNNHS)

4

o
@
@
* To assess the percentage of population at risk @ % t

in the eve of the full implementation of European Regulation (EU)
2019/649 on TFA (April 2021)

202



6th GrESPEN Congress 2023

Methods

Concentration Data

140 SBG samples collected in

March 2021 and analyzed
Cheese pies with phyllo pastry
Cheese pies with puff pastry Consumption Data
Cheese pies with shortcrust pastry
Pies containing meat
Peinirli
Bougatsa with cheese .'
Vegeterian pies

No ok wh =

Exposure Assessment

o 4 4
Products with ]
iTFA>2% ? Population with Comparison with
TFA intake>1% of intakes of
energy intake? previous research

reformulation assessment

6th GrESPEN Congress 2023

Results

l iTFA, TFA from SBGs (% daily energy intake) t SFA intake from SBGs (% daily energy intake)

0.14 0.13 4
3.50
0.12

0.1 2 266

0.08

0.06
0.06 0.05 -
0.04 0.03 1
0.02 . 0.5
0
iTFA TFA

W 2015 m2021

2015 2021
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Results

A 37% reduction in the number of products
above the 2% limit seen between the two
sampling periods 2015 and 2021

A statistically significant lower proportion of
the population in 2021 compared to the
corresponding one in 2015 (14.5% vs 15.7%)
has TFA intakes above 1% of energy intake
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Conclusion

The decrease in TFA intakes is accompanied by an increase in SFA intakes.
Further investigation of food lipid profiles and risk-benefit assessments
are required to evaluate the effectiveness of the
European TFA reduction policy in protecting public health.

i DISCUSSION
Thank you for your attention,

Sotiria Kotopoulou :
Hellenic Food Authority & Agricultural University of Athens (4

292,

204



5.2. 9th PANHELLENIC CONFERENCE OF THE GREEK LIPID FORUM

e Abstract

22 October 2021

Exposure assessment of trans fatty acids among adults in Greece; Results from the
Hellenic National Nutrition and Health Survey (HNNHS)

G. Marakis!, A. Zampelas'-2, §. Kotopoulou 2, A. Naska®, Z. Mousial, E. Magriplis®*
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® Dept. of Hygiene, Epidemiology and Medical Statistics, School of Medicine, National &
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* emagriplis@aua. gr

Abstract: Trans fatty acid (TFA) intake has been associated with increased cardiovascular
discase risk, mainly due to their adverse effects on blood lipids levels and markers of
inflammation. In the 90°s, the TRANSFAIR Study concluded that TFA intake in Greece was
low and below the WHO recommendation of <1% of total energy intake. Since then, there has
been lack of information regarding specific population based TFA intake in Greece. The
primary aim of this study was to cstimate TFA intake in a representative sample of Greek adults
from two individual 24-hour recalls and derive the main food groups contributing to TFA intake,
by combining the most recent occurrence data on TFA with food consumption data from the
Hellenic National Nutrition and Health Survey (HNNHS). Finally, consumer profile of those
exceeding intake was evaluated. The population sample of HNNHS consisted of 3726 adults
{mean age 45.4+19.1 years, mean BMI 25.8+4.7 kg/m?, 59.3% females). The median intake of
TFA among adults was 0.53% (IQR: 0.34-0.81) of total energy intake, with 16.1% of adults
consuming >1% of total energy. Consumer profile of those exceeding TFA recommendations,
in both males and females, was being married or cohabiting, employed, of higher educational
level (>12 years) and non-smoker (p for all<0.001). Adjusted logistic regression showed that
adults consuming >1% of total energy from TFA, were 9.4 times more likely to have higher
serum LDL-cholesterol levels, above 130mg/dL, compared to those with <1% TFA (OR =94,
95%CI [2.0-43.7]), which is in line with current knowledge regarding the effects of TFA on
blood lipids. Adults who consumed >1% of total energy intake from TFA, were also 1.9 times
more likely to have sodium intake >2300mg/d ([95%CI: 1.4-2.7] and 1.8 times more likely
[95%CT: 1.1-3.2] to exceed saturated fatty acid recommendation, than those with <1% TFA.
Cheese (16.9%), processed refined grain products (9.5%) and fried fish (9.2%) were the 3 main
food contributors, with processed refined grain products being the main source of industrially
produced TFA in the age group 18-50 y. These results can provide guidance to public authorities
for planning targeted food inspections and developing awareness campaigns.

Keywords: trans fat, exposure assessment, HNNHS
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