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= AapPavel yopa kvping otovg 3° taync C
" oynuaticnog taov 20- kol 25-OH
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Aopéc Avaiutwv (HPLC/UV

20a-hydroxycholesterol 25-hydroxycholesterol

cholesterol

7-ketocholesterol

22R-hydroxycholesterol 228S-hydroxycholesterol 7b-hydroxycholesterol 7a-hydroxycholesterol




Xpwpatoypagikry MéBodog HPLC/

!\?IGTSC XPWUOTOYPOPIKEC ZUVGI"]K?(!

>TtnAn: Kvaviou -(CH,),CN

KNt ®@daon: €€avio/2-TipoTiavOAN/aKETOVN
(97:1.5:1.5,viv)
PuBuoc Pong: 1.5 mi/min

Oepuokpaaoia: 25 °C

/\/ = ' e 3.9 MM

Si 4 um 30 cm




Xpwpoatoypagikr MéBodog HPLC/

| BEATIOTOC XPWHATOYPOAPIKOC AlOXWPIOHOG ]
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(1) 20a-0OH, (2) 22R-OH, (3) 225-0OH, (4) 25-0OH, (B) 7-keto, (6) 7p-OH,
(7) 7a-OH




Xpwpoatoypagikr MéBodog HPLC/

. AZ10AOYNON XpWHATOYPOPIKAC MeBOSOU ]

Mn ikavomoinTikr) RSD
, LOD LOQ
AVOAOTNG | r?
(bg/ml) (bg/ml)
200-OH | 1.0000 0.15 0.45 davopeva EATUIONC
22R-OH [1.0000|  0.29 0.88 RSD (%) \
22S-OH | 0.9998 0.63 1.01 Tt (5 et () \
25-OH | 0.9999 0.36 1.09 . — . = Baac')'
Vv Vv
7keto |09999| 043 1.32 i a R a
0.17 0.90 1.63 6.90
7B-OH [ 0.9998 0.57 1.72
17 92 2.00 8.33
70-OH | 0.9998 0.55 1.67 0 09
0.25 0.92 2.24 7.73
| LOD & LOQ pe otriAn CN vs otriAn C18 0.19 1.08 2.17 8.55
0.17 0.27 1.01 7.59
0.27 1.48 1.05 8.45
| Xpovot €kdouang twv COPs 0.42 1.54 0.98 8.33




[E@appoyr) Mebodouv HPLC/UV

| BEATI0TO AVOAUTIKO MPWTOKOAAO ]

EkxOAlon Mmidiwv / ¢ 2 0TIWVOToinon
YADPOPOPLLO/neBavorn IM KOH oBavorn/vepo |
HPLC-UV 2:1,vIv) (60:40, viv) 18, RT |

NH, - SPE
NH,-SPE

A
B . n-sé(?wo/oém(:)g m@v?»scsr?;pag (95:5, v/v)
C * N-e&avio/o&kog abvieatépag (90:10,v/v)
) * AKETOVN
2OmTOVOTOINoT
NH,
Ecayoyn I c
Autidimv Ag [ COPs

Amola Amioto Kot YOANGTEPOAN




[E@appoyr) Mebodouv HPLC/UV

[Moootntec Twv COPS, avd ypoupapio TPo@ipov, mou
BpEBnKav ota d1a@opa TPOPIUA TIOL AVAAVBNKOV UE TO
BEATIOTO OVOAUTIKO TIPWTOKOAAO (Ug/g).

\.

COPs “oiwa naseks OO gocets oourda
20a0-OH 0.106 0.147 0.145 - -
22R-OH <LOQ <LOQ - - -
22S-OH - - - - i
25-OH - - - i i
7-keto <LOQ 0.133 <LOQ 1.092 <LOQ
/3-OH 0.204 0.220 0.589 2.535 <LOD
70-OH <LOQ <LOQ 0.623 <LOQ -

TOTAL 0.310 0.500 1.357 3.627 -




[Ultra Performance Liquid Chromatograf
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Atadox 1K PacpaTopeTpia Mol

AaiypaS ) ( ) ( ) ‘
|‘I |1,
— —

Mnyn Tetpdmolo (MSL) KeMi diomaong Tetpdmoo (MS2) AVIXVEUTHAC
loviopov (Collision cell)

tapingy, o S

To untpiko 10v (parent ion) TOL TAPEYETAL OO TV TNYT LOVTIGUOV EMAEYETAL KOl OLEPYETOL
oto 1° tetpdmoro (MS?)

To unTpkod 1OV 610 KEM S1ACTAGNS GLYKPOVETUL UE TEPIGGELD 0OPAVOVS aEPiov (cLVNOmC
Ar ) mapayovtac Buyatpikd ovta (daughter ions).

O Soy®PIopoc KoL 1 HETPNOT TOV BUYATPIKOV 10VI®V YiveTon 0to 2° TeTpdmolo (MS?)




[rBéArloTec XPWHOTOYPOOIKEC SUVORKEC ﬂ

Yvomua ACQUITY TQD UPLC-MS/MS (Waters)
Tpurhd TeTPOmOAIKO PACUATOUETPO HALOG
- IInyn niextpoyekacuov ESI (+)

[TapdueTpot TyNg 1OVIGHOV
capillary voltage, 3.5 kV .

Oepupokpacio,
extractor voltage, 3V . oTHANG, 40 °C
desolvation temperature, 200 °C - oetypatonmn, 10 °C

cone gas flow, 50 L/h
" Toydmra pong, 0.4 mL/min

Zhin BEH Shlel.d RP18 " Acgtypota avorlutov: 1 mg/mL ce dtoAvn
50x 2.1 mmi.d, 1.7 um uebovorn




Xpwpatoypa@ikr M£Bodog UPLC-I\/I&P 7

[I A&loAOYNon Xpwuoatoypaeikng Medodou ﬂ

[ pOUPIKOTNTO LODs & LOQs

U I

AVOAUTEC LODs (ngmL?1) LOQs (ng mLY)
7-keto 0.9993 5.7 17.4
5,6-EP 0.9992 6.4 19.5
7-OH 0.9992 5.9 17.9

22R-OH 0.9989 7.3 22




Xpuwpotoypagikn Mébodog UPLC-I\/IEF‘i,“

[l AZ10\0YNonN XpwuoTtoypo@Iknic MeBodou ﬂ

AKpipetla |:> Intra-day precision r} emavaAnyiuotnTo

AL0OOYIKES TEIPAUATIKEG LETPNOELS TNV 1010 NUEPQL

Inter-day precision r] evdlapeon akpifela

Ot petpnoeic Aapupdvovior o O10POPETIKES UEPES

AvaAUTec  Intra-day precision (n=10) Inter-day precision (n=3)

RSDyg (%)  RSDyes(%)  RSD(%)  RSD,y, (%)

7-keto 0.14 1.9 0.26 4.1
5,6-EP 0.20 1.3 0.23 1.7
7-OH 0.08 1.9 0.35 2.5

22R-OH 0.17 1.1 0.18 1.5




“Xpwuarovpa(ler’] MeEB0do¢ UPLC_M% :

| A&loAOYNon Xpwuoatoypaeikng Medodou ]

Entidpaon MntpikoL YAiIkou (Matrix Effect, ME)

l

KoataostoAn 1 evicyvon 61tn UETPMNON TOV GNUATOS TOV AVAADTH
OV OPEILETOL GTT GLVEKAOVGT] GUGTATIKMV TNG U TPOS

[Tocotikn extiunon
%ME = (As — Ans)/Ass x 100

As & Ans: 1 amokplomn ToL avoALT 6€ euPoMacuevo & un epPfoArtacuévo detyuo
ASS: 1 amdKPIoT TOV AVAADTH atd Eval TPOTLTO dLdAV LA LE TNV 1010 CLYKEVTPMON




Emnidpacn MntpikoL YAikov (Matrix Effect, ME)
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ﬁ AvAKTNON j]

H ene&epyaoia tov deiyporog omotelel To KPIOIPOTEPO
GTAO10 EVOC AVOAVTIKOD TPOTOKOAAOV

!

Meydin avaxtnon avoaldtn and T unTeo.

>uykévtpwaon (ng/mL)  Avaktrioeic (%)

100 86 - 96
500 89 — 98
1500 89 -98

ATOTELEGUATIKY) EKYOAIGT] TOV OVOAVTAOV OO TO UNTPIKO VAMKO
2VYKPIGIUEC TIUEC KOl Y10 TO TPio EMITEON GUYKEVIPOGEWDY
EEmtepikn fabuovounon eival pa £yKvpn GTpATYIKT TOGOTIKOTOINGNS




E@oappoynl Mebodov UPLC-MS/MS

> uykévTpwan COPs (ng/250mg of fat)

Asiypota 7-OH 7-keto 5,6-EP  >ZuvoAika COPs

TOAOKTOKOUIKA TIPOTOVTO

[Maovptt <LOQ 45 (5.2) 204 (1.7) 249
Topi pétta 1479 (2.8) 52 (2.8) n.d 1531
Topi yaroO 1451 (1.1) 81 (3.0) n.d 1532
MNpotovta Kpéatog
Yalykdpio 4368 (1.8) 345 (2.8) n.d 4713
YUKOTL <LOQ 73 (5.5) 50 (1.8) 123
Xopopépt 24 (2.2) 59 (2.8) 102 (2.7) 185
Aovkavika, 1842 (1.7) 225 (4.7) n.d 2067
[Teprotépt 2348 (2.3) 472 (2.2) 1745 (2.7) 4565
SoAdu 4202 (2.5) 194 (2.7) 121 (3.0) 4517
Mndia 164 (1.7) 152 (3.6) 231 (2.3) 547
Mmréikov (opo) 67 (1.5) 57 (3.0) n.d 124
Mmréikov (Tnyovnto) 278 (3.0) 81 (2.2) 50 (2.8) 409
Kovvéh (tnyavntd) 279 (1.8) 177 (1.4) 121 (1.9) 577
Kovvél (oo povpvo) 2716 (0.3) 220 (1.8) 1077 (3.9) 4013

n.d., un avyvevoo, ot ywég RSD divovtar ot mapévieon (n=4)




[Egapuoyn) Mebddou UPLC-MS/MS

> VyKévTpwan COPs (ng/250mg of fat)

Asgiypota 7-OH 7-keto  5,6-EP  >uvoAika COPs
Agiypota ouywv
Avyo #1 2546 155 n.d. 2701
Avyo #2 2604 150 n.d. 2754
Avyo #3 2146 126 n.d. 2272
Avyo #4 1645 98 111 1854
Avyo #5 1756 106 123 1985
[Ipdotvo avyd #1 266 80 n.d. 346
[Ipdotvo avyd #2 312 96 n.d. 408
IIpdoivo avyd #3 298 91 n.d 389
[Ipdotvo avyd #4 295 86 n.d. 381

[Ipdoivo avyo #5 324 114 n.d. 438




[Tupunepdopata

E@appuoyr) avaAUTIKOU | KOVOTIOINTIKOI TOPAPETPOL )
TIPWTOKOAAOU EMKUPWONG |

Kuplapxio Twv COPs Tou B-daKTUAIOU E&aipeTikn ypoupikotnta ( R?2>0.99)

T Mmopotntac = T ouykévipwong Twv COPS | KAVOTIOINTIKN OKPiPEL
(RSD, ., %<5 & RSD%<1)

N XPron oVTIOEEIOWTIKWY AVOOTTEAAEL
T0 oXNUaTIoUO Twv COPs XapnAd opta avixveuong (ng) =» UPLC

0 avIxveuTh¢ UV gival akatdAANAoC yia TV
avéAuon twv COPs (T LOD & LOQ)

, - , YUPnAeg ouykevtpwoel COPs
| AUEANTEQ EMIOPACN TNC UNTPOAG ] (7-keto & 7-OH)




| EUXOPIOTIEC

=> AIDOKTOPIKI @oITtnTpla XpiaTiava [Mswpyiov

=> MixaAn¢ Kwvatavtivou (MSc)




