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OVAG66 MIEAKES HLA-A2 S FEESMHMESREENTAR

I A, & &, KR&%, IME, Bk, AL, BER(LETLRRFAR Lk —EHAHKRF, L
# 200025 )

(# ZE]1 B8 @r A T2 40N PR A R OVAG6 Hh HLA-A2 R R KR A Se s st ik T
BHLINZRS OVA66 Bl Z AN B T FER R EEC 0.2 pg/ml,2 we/ml,5 pg/ml Al 20 pg/ml ) T T2 4iH
HFEBE 4 hIE0HIFEESGH 0,2,4 b l5E T2 4103 1 HLA-A2 73T 0734 k0 5, BRI 5 HLA-A2 19350 H1 L) 20%
MFL,, B 9T JRUAE v B 2 s PRIR S HLA-A2 /- F45 A faE Ll MFIC4 h )/MFIC0 h)IE AR . &R S35l
T IR AS R 4R [E] 4 4 Pk OVAG6 PURARERAT S T2 ANHI R HLA-A = 0201 Y454 RE ) RIS A R T B 22 51,
It H A5 0M A EAREE, Hor 1235 #11238 5 HLA-A #0201 19455 T 1236 F1 1237, &5t FIH T2 4] LR
RIS 5 HLA-A * 0201 A & 3R AU iHR Ak,
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The Binding Ability and Binding Stability between OVA66 Peptides and HLA -
A x 0201 Molecule

WANG Ying, YOU Qiang, ZHANG Hui-zhen, WANG Shu-jun, CHEN Lin-lin, ZHOU Guang-yan, GE Hai-li-
ang( Shanghai Institute of Immunology, Shanghai Second Medical University, Shanghai, 200025 )

[ Abstracts | Objective: To establish the methods for screening the HLA-A2-restricted peptides on T2-dependent cell
model. Methods: The binding ability and binding stability of peptides to HLA-A2 molecule was determined by measuring
peptide-induced expression of HLA-A2 molecules on TAP-deficient cell line-T2 cells. Briefly, T2 cells were incubated
with OVA66 candidate peptides at different concentration( 0. 2 pg/ml, 2 pg/ml, 5 wg/ml, 20 wg/ml ) and different
time. After incubation, expression of HLA-A2 molecules on T2 cells was detected by flow cytometry with murine mAb
BB7.2 against human HLA-A2 molecule. The binding ability of peptides was calculated with peptide concentration of
20% MFI_,_, while the binding stability of peptides was calculated with percentage of MFI( 4h )/MFI( O h ). Results:
Four OVA66 candidate peptides were assayed with this method. Compared with reference peptide, two peptides ( 1235
and 1238 ) displayed strong binding ability and good stability, while other two peptides ( 1236 and 1237 ) exhibited low
affinity to HLA-A2 molecules on T2 cells. Conclusion: With T2-dependent cell model, we could test the binding ability
and binding stability of peptides before inducing peptide-specific T cell lines in vitro.

[ Key words | OVA66 peptide; HLA binding ability; stability

Y MHC 43 FMgs 2 PR IZ A B E R PR AR i SER 0 DA AIE . 28 M Y S5 U vk
V5 R S AN M e R LA . A SR R KR
AT BT IR LS 3 G 2 T 32 o0 32, I 5 5% R i e
JEUK LA o B2 £ BT ABUER S MHC 23 T [R&WB ] EEK AR E LA 39970824), Fi s

ZIERAMRANEEIES PRI REMER B fﬁfﬁ%ﬁﬁi“fgf Wb e
s A g g i o N . X & 97 - A 1969-), &, BN, A, B T
BT A e B R D5 ) P ML B 9% Ao

] LS RIBRRE MHC 45 & BRIk, (HHE 5 MHC 43 [ @RIEE] HiER



+ 258 ¢

o [ e A 3R 7 2478 2003 Dec; 10( 4 )

e AT T 40 S B NE DA B 2 B DA R 1 1 o,
H TR 46 2% 0 B R KG, BOR R B R, T2 4 i 2
HLA-A #0201 BHPE , TAP 43 Bl B A4 4 ik, 3120 i
ASHEIN TP A B SR, L T LA 3 S AR 4 R
JUK s 7E TCHUIEIRAZAE I B0, HL 40 i 26 7T HLA-A2 43
TR IR TFARK S, — B A A &R SNEEDE K S
T2 40 M3 18 B9 HLA-A2 43145 45, Ho 40 0 36 i HLA-
A2 (AR B R AR . BT LURI T2 48 i 0 1k
HLA-A2 55 3 U7 0 SRR AT AR hy BRSE Ti A A% ) 552
Livgs BN

OVA66 PLIF I TR T30 23 1L 75 4 Jr % MO 5198 40
JitL cDNA SCJE Hh i 35 75 2] 9 — A o 5 S pE b I,
SRR CML BUJFELA 5 BE IR IR 76 B Rg 14
Il R A2 W R Tt S BRE v T e iR 7 AR
IR . ARSI, OVA66 LR A oE Xt 4, @t ST
DL T2 2 A 40 A 750 (4 HILA-A2 B ) 4 4 B ok 7 2
Jrik A5 HLA-A2 47 F BAT = 454 g 1 A i fa
FETER) OVA66 HT 5K, A RSN HE ST OVA66 it It ik R
SRR T 20 A AR PR AR B LIRS

1 HESTE

1.1 MR

OVA66 #i J5 JIk 1235, 1236, 1237 Hl 1238, HIV
pold76( 1239 ) 1 35 [ Chiron 23 )4 1 T2 40 i h %
Stanford K 2% 5| #F; $1 HLA-A2 #idg BB7.2 £
UCSF Z B FITC-E 40 R 1gG — il A Sigma 247 .
1.2 OVA66 L5 K Y T

SR FHAL JE R T30 51 53 A R A5, 090 3 b kil A -
tp://bimas. dert. nih. gov/molbio/hla - bind,
1.3 OVA66 EEPL NS HLA-A = 0201 45550

DL T2 200 + B, TR AE F1( 3 wg/ml ) [ 4] R,
W T2 A AR R W EC0. 2 weg/ml,2 pg/ml,5 pg/ml,
20 pg/mD)HTREMALFRIFE 4 h J5, R 148 G 2 o¢
S R =2 0 A I S T2 40 i T HLA-A2 4» 1Y
TR E B LL (R R ), LL 20% MFL,, B ©
OVA66 Hit J5 Ik B2 R P ik 5 HLA-A2 43 F R 45 &
REJT .
1.4 OVA66 HiJf k5 HLA-A % 0201 454 % E Mk E:

VPRI RO BE 05 T2 41 AN J5E K 3 [ i
H 4 h, A BITEESS 9 0,2,4 h MAE T2 40022/ HLA-
A2 ST FRIRGRE LA MFI(4 h )/MFIC0 h)H
Iy e FRBUEIR S HLA-A2 Z5 & i Fa e

2 & R

2.1 OVA66 PR AR iR AIL A4 T

FEATTLLDA G158 9 S i e 7 38 ) T Ao 18 0 Dt
OVA66 A FFE XS 42, SR T S5 IR I3 014 hitp 2/ bi-
mas. dert. nih. gov/molbio/hla — bind )18 K1 8| L4~ 5
HLA-A2 AHVEEC A PTEIR , e P A H AR S
ZF HLA 73 7458 Be I B K, 150G it ik

F1 HENRGTNIRFH OVA66 HLIR K FK AL
Tab. 1 Characteristic of OVA66-derived candidate epitopes

Peptide Sequence  Position in OVA66  Score
1235 FLPDHINIV 306-314 1236.9
1236 VLTTKNLFL 568-576 199.7
1237 ALCECLRRV 509-517 131.2
1238 AIAERLMHL 378-386 27.6

1239° IVGAETFYV 330.1

* : 1239 as positive control

2.2 OVA66 HiJF kS5 HLA-A * 0201 4541 S25:

(B 1) E7R T2 it SHeJE ke & Ja  Hoa i
i HLA-A2 S FFRIAMEE B EF. BRI SS &
SIS LE R 209 MFT,, B (1Bt R Kk B vl i 2440
WA 1238 1.239,1.235,1237 F1 12365505294 2.0 pe/
ml,1.0pg/ml,0.8 pwg/ml,0.1 wg/ml 0.1 Mg/ml,ﬁ?
BE b e, KBS HLA-A2 = 0201 43 45 & 1Y 4 5 ik
M, LR B, X T AL A E A 4 4 OVA66
SRR BT IRK, 5 X BB R KR E, 1238 Fi 1235 5
HLA-A2 % 0201 7> T4 & g1 = F 1237 1 1236,

1 FACS #2ill T2 4ff15R E HLA-A2 5 FHIRIE
Fig.1 HLA-A2 expression on T2 cell surface
with or without peptide

2.3 OVA66 HLJ Ik HLA-A = 0201 45 & Fe e il

UKL AR E S i 25 AR (B 3), Bk 4
FRYCIFARAE 4 h BFAS MFT 5 0 B MFT HC{E i = 24K
WY 1238 27. 73% , 1235 21. 13% , 1239 20. 64% ,
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1236 15. 18% 1 1237 3.91% , Vi WA Fiti & i ] 4 ZE
PR K S T2 400 22 T HLA-A2 43T 1Y 45 4 3 W 0k
B AR AR BB R K S HLA-A2 70 T 10 45 4 Fa E
AN A, 55 % BET R R AR FE L 1238 A1 1235 5 HLA-
A2 25 AR E PRI T X B PR AR, 11T 1236 A1 1237 1
I T3 BB IR

B2 OVAG66 Hi/EAS HLA-A2 = 0201 L5 MLER
Fig.2 HLA-A = 0201 binding ability
of OVAG66-derived peptides

B3 OVA66 fii[REk5 HLA-A 0201
HETREMIRER
Fig.3 HLA-A * 0201 binding stability
of OVAG66-derived peptides
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A RIPTIF IR, 13X 3 4 160 B £ i 48 2R RURS 1 i EER .
UNIR BB AE MR AN HE ST — R A7 R 400 45 0 18 14 O 2, 5 K
TR > T AR A S M IR I 75 46 3% A s ) RS

AW B TE B S ARSI A PR IR S5 AH . HLA 43
TS5 RE T B 07 ik T B T T R A5 4 T K
TR . RATEEFEIE B LT 4 DA E S TR
JHK, 38 2 TR IR G A 6 2 B, LARE DA 93000 A - oA ik
RN AR 2 OVA66 PR, 28 Pt J5 IR 45 & S50 Fi
PR SS A A M se sl 2 , HAE RS S HLA 2 F 1
SERMIMBRMES, Hrp 1235 fil 1238 BA 5
HLA-A = 0201 43 F 84 E U, v LUE A5 S 405
JRR SR G T 40 AR A9 1 e B JRURK .

2 WA T I 46 /N T TR BT R K S
Bl o MRS IR ZE A S50 FN2S A Foue PR L g 45 31
FEARE B IR AP JE R ) o 38 Sk | fe 47 38 1 15 &
He M CD8 T E CD4 T 4il il & 4 HAE A
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