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Anoonaopa npakTikot 16/4-12-2017 tou A.E Tou E.®.E.T.

ZIXET.:  (AAA:QPOOOPYT-ISQ)

To AI0IKNTIKG ZupBoUAio Tou E®ET pe Tnv un' apiB. 414/4-12-2017 Anogacn Tou
uloBeTnoe TV andgaon-glonynan Tou Emotnuovikou ZupBouAiou EAgyxou Tpopipwy
(EZET) Tou E.®.E.T. YeT@ anod OXeTIKA NpoTACN TNG avTioTolxng opadac epyaociac OXETIKA IE
TOV 10XUpIopO uyeiag Tou Mapaptipatog Tou Kavoviopol (EE) apif. 432/2012 yia TIg
NoAuQaivoAeg eAdloAddou, nToi: «Or moAU@aivéAes eAaioAddou  oupBdArouy ornv
npooraocia Twv Aimidiwy Tou aipatog and 1o o&EIdWTIKO OTPEG» CUUNEPIAGUBAVOUEVAS TNC
AioTag Twv oucidv Kal Twv peBodohoyidv oTIG onoieg kaTéAnEe n Opada Epyaociac Tou
EZET.

ZUYKEKPIPEVA, OUUPWVA HE TNV aVWTEPW aNdYAcH Yia TNV TEKUNPIwWaN Tou IO UpICHOU
UYEIag yia TIG NoAUQaIvVOAEG EAIOAGdOU pNopoUV va NPOCHETPMVTAlI N_USPOEUTUPOTOAN, N
TUPOOOAN _Kal Ta napdywyd Toug, Onw¢ autd anapiBuolvralr oTo ENICUVANTOMEVO
Mapaptnua 1.

ZT1o Mapdptnua II ava@épovtal of péBodol mou unopolv va Xpenoiuonoindouv yia
TOV MPOCOIOPIOHO TWV AVWTEPW EVMOEWV, EVM YIO TOV €MiONUO E£AEYXO TOU &V AOYW
IoxupiopoU uyeiag and Tiq appodieg Apxeg EAéyxou Tpogipwv, kai oTto napdv nAaioio,
anopacicTnke n Xpnon tng peBodou Tou AleBvolcg SupBouliou EAalokopiag - COI/T.20/Doc
No 29, November 2009, oUupwva kal Ue Tnv gionynon Tng Opdadag Epyaoiac.

Inpeiwveral o1l Ta Mapaptipata I kar II emikaiponoioUvTal kABe @opd nou
nNpokUNTOUY VEa CTOIXEIQ.
Teog, enionpaiveral 6T TRV uBUVN TNG XPAONG TOU AVWTEPW IGXUPIOHOU PEPEI O EKACTOTE
unelBUVOG ENIXEIPNONS TPOPILWY.
Z7n d1a6gon oag yia onoladnnoTe nAnpogopia,
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NINAKAZ ANMOAEKTON

Ano3EKTEC NPOG EVEPVEIQ

1. Mepipepeiakeg Afoeig E.O.E.T.

2. TEPIPEPEIEC TNS XMPAC YIA EVAHEPWON OAWY TWV ApUOdiwy UNNPECIOV TV MEPIPEPEIDY Kal TWY
Nepipepelakv EvoTnTwy

Epyaotipia Aokip@v & Epeuvav Tpopipwy E.®.E.T.
4. AveEapTnTn Apxn Anuociov Ecodwv
Fevikr) A/von MevikoU Xnpeiou Tou KpaToug
A/von AAKOOANG & Tpoipwy
5. Ynoupyeio Okovopiag & AvanTtugng
revikn Mpappateia Eunopiou & Mpooraciag KatavaAwT
revikn A/von Ayopdg
A/von EAéyxwv & MapatnpnTnpiwy
TuApa Xnuikov AvaAloewy

Anod£KTEG NPog Kolvonoinon

1. Ynoupyeio AypoTikfg AvanTugng & Tpopipwy:
A) I'papeio YnoupyoU Kou AnogToAou
B) Mpageio AvaninpwTn Ynoupyou kou Taipwvn
M Fpageio YpunoupyoU Kou KOKKaAn
A) Mpageio MevikoU MpappaTéd KOU AVTOVOYAOU

E) Mpageio MevikoU TpappaTéa AypoTikhg MOAITIKAG Kal Aiaxeipiong KolvoTikwy Mopwv Kou
Kaoipun

=T)leviki A/von Tpoipwyv

Z)revikr A/von Fewpyiag

EATO-AHMHTPA

EBvikn AlgnayyeApaTiki Opyavwon EAaiohddou & EAIGG (EAOEE)
TUvBeopoc EANNVIKOV Blounxavid@yv Tunonoinoews EAaloAadou (ZEBITEA)
MNaveAAfviog Z0vdeopog Ehaloupyeiwv (MA.X.EA)

EAANVIKO KévTpo EEaywymv kal Mpowlnong EAaioAadou (EKETE)
FUvSeoUoc EAANVIKGV Blopnxaviav Tpogipwv (ZEBT)

® N oW AW N

Mpappateia EZET yia gvnuépwon Twv PEA®V Tou EZET kal Twv MEAWY TNG OXETIKNAG Opddag
Epyaciag Tou EZET

Ecwrepikn Alavoun:

1. Tpageio Mpoédpou A.Z E.O.E.T.

2. Tpageio Avtinpoedpou A.Z E.O.E.T.
3. Ajosig KY E.O.E.T.
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AopEg VOPOELTVPOGOANGS, TUPOGOANGS KOL GUYYEVAV SOUIKA EVAGEMV TTOV £x0vv ava@epOel otn Pipiroypagio pe drapopes peddoovg Kot Tov v SuvapeL
GUVELGPEPOVY GTOV LGYVPLGUO VYELOG Yo TIS QUIVOLES TOV ehdtoAdoov (Kav 432/12)

YOVTOKTIKOG TOTTOG Ovopooio Epnepikn ovopacia Ovopoaocio/eg otnv Ayyhki 2OVTONOYPOQia
1: vdpo&utvpocdin 1: (3,4-dihydroxyphenyl) 1: 3,4-DHPEA
OH 1: 2-(3,4-6wdpo&ueatvoro)-abavorn ethanol/ hydroxytyrosol
R 2: TVPOCOAN
2: 2-(4-vdpo&veaivuro)-a1favorn 2: ( p -hydroxyphenyl) ethanol/ | 2: p-HPEA
tyrosol
HO
1-E=0H
ER=H
3: AloAdebhOK, 3: ehotacivn 3: Dialdehydic form of 3,4-DHPEA-EDA
o amokapPoéopedviopévn Lopen Tov decarboxymethyl elenolic acid
R GyAVKOL NG EAAOELPOTAIVIG linked to 3,4-DHPEA/oleacein
4: AMaAdeboK, 4: ghorokovOain 4: dialdehydic form of p-HPEA-EDA
HO amokapPoéuuedviouévn popen Tov decarboxymethyl elenolic acid
R dyAvkov tov Mykatpolitn linked to p —~HPEA/oleocanthal
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5 R = 0H
5:R=0H —-CH
6xR=H -CH;

0 0 COOCH;
litjg/r "
R

5ab: ALSebdkn popen Tov GyAvkov
OLOTATIKOV TNG EAOLOELPOTOIVIG
(dvo otepeotcopepn))

6a,b: AASehOIK Lopen TOL dyAvKov
oLGTATIKOV TOL AtykoTpolitn (dvo
GTEPEOIGOUEPT

Inu: ‘Exet avoaeepbet omavidotepa kot
TPITO GTEPEOTGOUEPEC.

6: Myxotpdan

5: Aldehydic form of
oleuropein aglycon

6: Aldehydic form of
ligstroside aglycon/ ligstral

5: 3,4-DHPEA-EA

6: p-HPEA-EA

Inp: AOY® v00TOOHAVTOT TS OEV
OVOPEVETUL VO, VTTAPYOVYV GTO AGOL
OE GNUOVTIKEG TOGOTNTES

7: Erowogvpomoaivn
8: Arykotpolitng

7: Oleuropein
8: Ligstroside
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9: AyAvko ghatogupomaivng
10: Aylvko Mykotpolitn

9: Oleuropein aglycon
10: Ligstroside aglycon

11: AeAdebown, Lopen Tov dyAvkov

g edaogvpomaivng (5S,4R ko
5S,4S)

12: Atohdehdkn popen tov dyAvkov
ovotatikov Tov Aykotpolit (5S,4R

Kot 5S,4S)

11: eElooevp®TATIVOSTIAAT

12: Mykotpodidin

11: Dialdehydic form of
oleuropein aglycon/
oleuropeindial

12: Dialdehydic form of
ligstroside aglycon/ligstrodial

13: gvoAikd Tavtopepég ™G

SLASEHOKN G LOPPTG TOV AYAVKOL

NG EAALOELPOTOTVIG
14: evolxo TavTopEPES TNG

SOAOEDOTKNG LOPPNGTOV BYAVKOV

ToL MyKkotpolitn

13: Elaopucciovain

14: EAotokopmvain

13: enolic tautomer of the
Dialdehydic form of oleuropein
aglycon

14: enolic tautomer of the
Dialdehydic form of ligstroside
aglycon
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0 0
e
HO 0
».E=0H CHq

2% K=H

25: AmoxapBoupebvimpévn popen
TOV GYAVKOV TNG EAOOELPMOTOIVIG
26: AmoxoapPo&upebvimpévn popen
ToV dyAvkov Tov Mykotpolitn

Inu: Aotafeig dopéc mov dgv gival
mOavo vo VTAPYOLY VTO VT TN
LOPP1 GE CNUAVTIKES TOGOTNTES
6TO AGOL

25: Decarboxymethyl form of
oleuropein aglycon
26: Decarboxymethyl form of
ligstroside aglycon

B~
HOI';\/“D’JDL‘CH,

29 R=0H
30 E=H

29: O& KOG e0TEPOG TNG
VOPo&LTLPOGOANG
30: O& KOG £0TEPAG TUPOGOANG

29: Hydroxytyrosol acetate
30: Tyrosol acetate

CH-CH~0OH

31 R=4-p-D-glucosze

31: 4-B-D-yivxolitng g
VOPOELTLPOGOANG

Inp: AMOY® v00TOOHAVTOT TS OEV
OVOPEVETOL VO, VTAPYEL GTO AAOL GE
ONNOVTIKEG TOGOTNTESG

31: 4-B-D-glucoside of
hydroxytyrosol

&
= Rz

HO R1

32 R P-H
33 pOHR.OCH,

32: 1-pavvro-6,7-61dpo&u
GOYPOUAVN

33: 1-(3’-pebo&u-4’-vdpokv)
(QOVOA0-6,7-3100p0o&L 1GoYP®UAVN

Xnu: Eivar vro cvlfjtnon av 0a
ApémEL vo, TEPLA POV

32: 1-Phenyl-6,7-
dihydroxyisochroman

33: 1-(3’-Methoxy-4’-
hydroxy)phenyl-6,7-
dihydroxyisochroman
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ﬁ 40: go01épag VOPOEVTVPOGOANG LE TO 40: B-hydroxytyrosol ester of
x"‘“-‘aT"'*-\f-’o‘m“,-f“'xw,f ~~ pebvro-pniiko o&H methyl malate

OH 40

B-hydrosytyrosol ester of methyl malate

AKOAOYOEI MIA XEIPA AIIO AOMEX II0Y EXOYN ANA®EPOEI QX XYXTATIKA TOY EAAIOAAAOY (Xvvontika

avagépovrar 1o JAFC 2005,53,4331-4340) AAAA TPOKEITAI I'A TEXNHTA MMPOIONTA (artifacts)[IOY IPOKYIITOYN AIIO
THN ANTIAPAXH ME TOYX ATAAYTEXZ THE XPQMATOI'PA®IAY 'H I'TA YHHOOETIKEX AOMEX ITOY AEN EXOYN
HHEPIT'PA®EI ME ITAHPH ®PAXMATOXKOIIIKA XTOIXEIA
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HO

25:R=0H

26:R=H

H H
HO R
0 0 0] 0]
HO COOCH, HO
H 2 OH H e i)
OCH
0] OH - 3
2~ COOCH, F |
R v |
X a7 o 0
HO HO O hydrated dialdehyvdic
form of olewropein 38 E =OH
21:R=0H OCH3; CH3 39 &7
22:R=H
HO
H HO
0
o "o o
HO HO COOCH3
o
~
CH3
OH =
= 0
H H
15 OH 16 KCH3

hydraxy-o-oleuropein aglycone lacking
a carboxymethyl

3 4-dinydroxyphenylethy 2,6-dimethoxy-
J-ethylideneptetrahydrapyran-4-yllacetate
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YHMEIQXH:

H Katdotaon Twv napaywywv tTng TUpoooAng Kat UdPoEuTUPOOCOANG TIPETEL VA EVNLEPWVETAL KAOE
dopd ov TauTomoLeiTal KoL VEOL £VWON TTOU OXETL{ETOL LE TOV LOXUPLOMO UYEiag Tou Kav 432/12
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KataAoyo¢ peBodwv rmou €xouv SnUOCLELBEL KOl LITOPOUV Vo XpNoLpomotnBouyv yla Tov mpoodloplopd Twv OUCLWYV TTOU
avadEpovTtal otov Kavoviopo 432/2012 yia tov Loxuplopo vyeiag yia tig Blodatvoleg eAatoAadou.

TITAOZ

ZYITPAQEIZ

MPOETOIMAZIA AEITMATOZ

MEOOAOZ ANAAYZHZ

Determination of biophenols in
olive oils by HPLC

International Olive Council
COI/T.20/Doc No 29
November 2009

Direct extraction of the biophenolic minor
polar compounds by means of
methanol/water 80/20 (V/V) extraction
solution

+»* Quantification by HPLC — DAD at 280nm
with the aid of a UV detector at 280 nm
+» Internal standard is used and specifically
syringic acid
The content of polyphenols is expressed
in mg/kg of tyrosol

Analysis of Total Contents of
Hydroxytyrosol and Tyrosol in Olive
Oils

Concepcién Romero and
Manuel Brenes

J. Agric. Food Chem. 2012,
60, 9017-9022

Olive oil (2.5-25 g) and 2 M HCI (25-50 mL)
were put into a 100 mL glass bottle that
was closed with a polypropylene cap. The
mixture was vigorously homogenized by
agitation at 400 rpm in an orbital shaking
incubator

HPLC Analysis. Diode array and fluorescence
detectors were used. Calibration curves were
constructed for Htyr and Tyr

Characterization and Quantification
of Phenolic Compounds in Olive
Oils by Solid-Phase Extraction,
HPLC-DAD and HPLC-MS/MS")

IH pébodoc xpnotponoidnke oe pia
aro Ti§ BAOIKES invivo HEAETEG TTOU
UTIOOTHPLEQY ETLOTNUOVIKA TOV
LOXUPLOWUO UYELOG TOu
kav(EU)432/2012.

Karina de la Torre-Carbot et
al. J.Agric. Food Chem. 2005,
53, 4331-4340

The polar fraction was extracted using diol
cartridges WatersVac RC 500mg
- activation: 6m hexane, 6ml
MeOH:H20 8:2, 3ml MeCN)
- percolation: 3g oil in 6ml hexane
- washing: 10ml hexane
- elution: 8ml MeOH:H20 8:2, 4ml
MeCN
The entire process was performed in
conditions of darkness and with brown
glass material.

++ Quantification by HPLC-DAD at 280, 240
and 320 nm

» |dentification with HPLC-MS/MS

» Each phenolic compound is expressed
with its standard when it is available:
tyrosol, vanillic acid, vanillin, p-coumaric
acid, oleuropein, luteolin, apigenin and
methoxyluteolin
- Secoiridoids are expressed as oleuropein
- Tyr and HOTyr are expressed as Tyr
- unknown flavonoids as luteolin
The method is validated and precision
values are given

DS

DS

Determination of phenol
compounds in olive oils - Reference
method

International Olive Council
Chemists’ meeting
Madrid 2016

Direct extraction of the phenolic
compounds from olive oil, either with
MeOH/H20 8/2 (LLE) or by SPE with diol

¢+ Quantification by HPLC-DADat 280,335 nm
+¢ Internal standard:
- p-hydroxyphenyl acetic acid (280 nm)
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cartridges.

In the LLE process, 4g oil are premixed with
1ml IS (p-OH-phenyl acetic acid and o-
coumaric acid) and then extracted twice
with 5ml MeOH/H20 8/2 (vortex 1 min,
ultrasounds 15 min). The combined extracts
are centrifuged. The upper phase is
analyzed with HPLC.

- o-coumaric acid (335 nm)
Each phenolic compound is quantified using
its response factor relative to the respective
internal standard. Results in mg/kg.
Relative response factors are given and are
identical with those of Raquel Mateos et al.,
J.Agric. Food Chem. 2001, 49, 2185-2192

Direct measurement of
oleocanthal and oleacein levels in
olive oil by quantitative'H-NMR.
Establishment of a new index for
the characterization of extra virgin
olive oils.

E. Karkoula, A. Skantzari, E.
Melliou, P. Magiatis.

J Agric Food Chem 60 (2012)
11696-11703.
10.1021/jf3032765

Olive Oil Extraction and Sample
Preparation for NMR Analysis.

Olive oil (5.0 g) was mixed with
cyclohexane (20 mL) and acetonitrile (25
mL). The mixture was homogenized using a
vortex mixer for 30 sec and centrifuged at
4,000 rpm for 5 min. A part of the
acetonitrile phase (25 mL) was collected,
mixed with 1.0 mL of a syringaldehyde
solution (0.5 mg/mL) in acetonitrile and
evaporated under reduced pressure using a
rotary evaporator (Buchi, Switzerland).

NMR Spectral Analysis.

The residue of the above procedure was
dissolved in CDCl; (750 plL) and an accurately
measured volume of the solution (550 L)
was transferred to a 5 mm NMR tube. H-
NMR spectra were recorded at 600MHz
(Bruker Avance600) and 400 MHz (Bruker
DRX400). Typically, 50 scans were collected
into 32K data points over a spectral width of
0-16 ppm with a relaxation delay of 1 s and
an acquisition time of 1.7 s. Prior to Fourier
transformation (FT) an exponential weighing
factor corresponding to a line broadening of
0.3 Hz was applied. The spectra were phased
corrected and accurate integration was
performed manually for the peaks of interest
using TOPSPIN as described in details in
references 1,2,3.

From Olive Drupes to Olive Oil. An
HPLC-Orbitrap-based Qualitative
and Quantitative Exploration of

Olive Key Metabolites

Periklis Kanakis, Aikaterini
Termentzi, Thomas Michel,
Evagelos Gikas, Maria
Halabalaki, Alexios-Leandros
Skaltsounis

Planta Med 2013; 79: 1576—
1587

The polar fraction was extracted using diol
cartridges. Briefly, after the activation of
diol material with three column volumes of
MeOH, the cartridges were conditioned
with three column volumes of n-hexane
(nHex). One hundred mg of each extract,
diluted in nHex,were applied and eluted
with five column volumes of the same

All analyses were performed on an Accela
High Speed LC System equipped with a PDA
detector and hyphenated to an LTQ-Orbitrap
XL hybrid mass spectrometer, using an ESI
ionisation probe, in the negative mode
(Thermo Scientific). Calibration curves were
constructed for nine standard compounds
and Syringaldehyde was used as IS
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solvent. After the removal of the lipophilic
compounds, the phenolics were eluted with
five column volumes of MeOH. Finally,
cartridges were washed with three column
volumes of MeOH/H20 mixture (50/50).
The recovery of all compounds quantified
was estimated to be > 95%

Evaluation of total hydroxytyrosol
and tyrosol in extra virgin olive oils

Giorgia Purcaro, Rafael
Codony, Lorena Pizzale,
Carlo Mariani and Lanfranco
Conte
Eur. J. Lipid Sci. Technol.
2014, 116, 805-811

1) Polyphenol extraction procedure
(following the International Olive
Council method)

2) Hydrolysis procedure (by adding 1.5mL
of the acetyl chloride solution to 1mL of
a phenolic extract, previously
completely evaporated, and let react at
80°C for 1h.

3) Derivatization step

4)

GC-FID analysis for quantification of tyrosol
and hydroxytyrosol (Quantification was
carried out by using the response factor (RF)
method (with 1,3-OH-Tyr as IS internal
standard)

Addressing Analytical
Requirements To Support Health
Claims on “Olive Oil Polyphenols”
(EC Regulation 432/2012)

Aspasia Mastralexi, Nikolaos

Nenadis, Maria Z. Tsimidou

Agric. Food Chem, 2014, 62,
2459- 2461

1) Polar Fraction extraction The polar
fraction was extracted from 2.5 g of
VOO dissolved in 5 mL of hexane using
an equal volume of methanol/water
(60:40 v/v).

2) Acidic Hydrolysis according to Mulinacci
et al. An aliquot (200 pL) from the polar
fraction was mixed with 200 uLofa 1 M
H 2504 solution. The mixture was
maintained in a water bath at 80 °C for
2h

RP-HPLC Analysis. Diode array and
fluorescence detectors were used in line.
Calibration curves were constructed for Htyr
and Tyr at appropriate wavelengths. Htyr and
Tyr were quantified using respective external
calibration curves.

Quantitative measurement of
major secoiridoid derivatives in
olive oil using gqNMR. Proof of the
artificial formation of aldehydic
oleuropein and ligstroside aglycon

E. Karkoula, A. Skantzari, E.
Melliou, P. Magiatis.

J Agric Food Chem 62 (2014)
600-607. 10.1021/jf404421p

Olive Oil Extraction and Sample
Preparation for NMR Analysis.

Olive oil (5.0 g) was mixed with
cyclohexane (20 mL) and acetonitrile (25
mL). The mixture was homogenized using a

NMR Spectral Analysis.

The residue of the above procedure was
dissolved in CDCl; (750 uL) and an accurately
measured volume of the solution (550 L)
was transferred to a 5 mm NMR tube. H-
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isomers.

vortex mixer for 30 sec and centrifuged at
4,000 rpm for 5 min. A part of the
acetonitrile phase (25 mL) was collected,
mixed with 1.0 mL of a syringaldehyde
solution (0.5 mg/mL) in acetonitrile and
evaporated under reduced pressure using a
rotary evaporator (Buchi, Switzerland).

NMR spectra were recorded at 600MHz
(Bruker Avance600) and 400 MHz (Bruker
DRX400). Typically, 50 scans were collected
into 32K data points over a spectral width of
0-16 ppm with a relaxation delay of 1 s and
an acquisition time of 1.7 s. Prior to Fourier
transformation (FT) an exponential weighing
factor corresponding to a line broadening of
0.3 Hz was applied. The spectra were phased
corrected and accurate integration was
performed manually for the peaks of interest
using TOPSPIN as described in details in
references 1,2,3.
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and anti-inflammatory phenolic
compounds in olive oil by capillary
electrophoresis

Isabella Vulcano, Maria
Halabalaki, Leandros
Skaltsounis, Markus Ganzera

Food Chemistry 169 (2015)
381-386

The samples were prepared by liquid—liquid
partitioning following the protocol
described by Rios-Martin and Gutierrez-
Rosales (2010), with slight modifications. In
brief, 5 mL of an ethanol/ water-mixture
(8/2; v/v) was added to five gram olive oil,
the mixture was vortexed for five min and
then centrifuged. The polar extract (lower
phase) was removed, the same extraction
procedure repeated two more times and
the combined solutions evaporated to
dryness under reduced pressure. Prior to
CE analysis they were dissolved in 5.00 mL
anhydrous acetonitrile and washed two
times with hexane to remove lipids and
pigments.

Finally, the ACN phase was membrane
filtered and used for analysis.

Analytical experiments were performed on a
3D-CE system from Agilent (Waldbronn,
Germany), equipped with autosampler, diode
array detector (DAD) and temperature
controlled column compartment. Separations
were performed in fused-silica capillaries (50
Imi.d 52 cm effective length) purchased
from Polymicro Technologies (Phoenix, AZ,
USA).

The developed CE-method was validated as
required by ICH guidelines (International
Conference on Harmonization guideline
Q2(R1), 2005). Calibration curves were
established by dissolving the reference
compounds in non-aqueous acetonitrile and
preparing individual concentration levels by
serial dilution with the same solvent.
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Olive oil (5g) was extracted with 5ml MeOH
(3times). The extracts were evaporated and
the residue was diluted in 5ml acetonitrile.

Two subsequent washes with hexane were

performed.

HPLC analysis. Two detectors were used, DAD
and MS.

Oleokoronal and oleomissional:
new major phenolic ingredients of
extra virgin olive oil”
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Olive Oil Extraction and Sample
Preparation for NMR Analysis.

Olive oil (5.0 g) was mixed with
cyclohexane (20 mL) and acetonitrile (25
mL). The mixture was homogenized using a
vortex mixer for 30 sec and centrifuged at
4,000 rpm for 5 min. A part of the
acetonitrile phase (25 mL) was collected,
mixed with 1.0 mL of a syringaldehyde
solution (0.5 mg/mL) in acetonitrile and
evaporated under reduced pressure using a
rotary evaporator (Buchi, Switzerland).

NMR Spectral Analysis.

The residue of the above procedure was
dissolved in CDCl; (750 uL) and an accurately
measured volume of the solution (550 pL)
was transferred to a 5 mm NMR tube. 'H-
NMR spectra were recorded at 600MHz
(Bruker Avance600) and 400 MHz (Bruker
DRX400). Typically, 50 scans were collected
into 32K data points over a spectral width of
0-16 ppm with a relaxation delay of 1 s and
an acquisition time of 1.7 s. Prior to Fourier
transformation (FT) an exponential weighing
factor corresponding to a line broadening of
0.3 Hz was applied. The spectra were phased
corrected and accurate integration was
performed manually for the peaks of interest
using TOPSPIN as described in details in
references 1,2,3.
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1) Polyphenol extraction procedure
(following the International Olive
Council method with some
modifications)

2) Acid hydrolysis was carried out by
adding 1mL of 5M HCI to 1mL of
hydroalcoholic phenolic extract and let
react at 100°C in an oven for 1h

3) The Folin-Ciocalteu assay was
performed.

Spectrophotometric analysis using an UV—-Vis
1800 spectrophotometer.

Phenolic compounds were detected at
750nm and quantified using HTyr calibration
curve The data were expressed as mg HTyr
20g? of oil.
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Olive oil is extracted with
hexane/Acetonitrile or
hexane/MeOH:water 60:40

The acetonitrile or MeOH:water 60:40
extract is analyzed with LC-QqQ MS/MS using
pure oleocanthal and oleacein for calibration




