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MW 2 HOV $HE AR 3 2 At a S NS K C RS TEEM A, 3F 58 HCV NS3 & E — T8
Bh T MR 724 (SAEBRL 1 1248-1261) % HCV BB E R RMETHE : AL S RIER G fTH B 30
R SR IN AR, WR R RS RS B K T Al - R B B R
FEHRESREA THRE, ARSI HRM Y TR, S§REHEREE 2 MRA 2 THHREMY
ik e 2 F HOV fRstfE B & H 1 MERE ENTE R T EE CO4' T MEE
B, BT THMBERMEARRY O S THRE., EMTERERERE -TFEYETH
EARHY T ARG, M HCV T SIS B YE 28 L.
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HCV BAREHEARWIEREZ — KFEESRASEANEEREE. CRABR
ZENHE T AR EKFSRENEEM IFENFREEFY, o HOV NS3 & H
FREME THRESNRAZZAREER, NI BARFE— 14 + T EROE
D T MR O AERR O 1248-1261), BEBE K £ ¥ HLA DR S FREM &, FKIHF
KT ERLERFAMRARME —HALTRE B0 F P RTE, ERRREERRETEBRE
MM EKTRISE S, FBILT RUSFERER THRE, A SHRITTER.
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1.1 /”oA

2 HCVIFEMEE R E (WS N 291, D HMREREEHE RS ¥ 681), R A £ L, Ko 201,
941HCV RNA M#-HCV FHEEM+¥E, 681 HCV RNA ¥, Hi-HCV £ PAHE. & RIEEB R & 15 A vf B,
A FER S AL, ] Ficoll-Paque Plus(Fi ¥ Pharmacia £ &) ) 4+ 24 b 8 1L 51 42 40 iR (PBMC) . 7E i Bl (7 '
&R
1.2 HLA-T 4%

FEES HLA- 1 3 FIREE One lambda 23 7 )3T 3 S8 3T HLA- 11 428, B T 47 307 BB &
BEHEEA.

WeHE H BT 1999 — 08— 16, 8B H KA. 199 - 12 -2]
¥ BamE ERERM¥EESE S WA (396300207
FEERM HEROY2E - B BEHEE T EAFREREST T ENENREFHR.
* GEHYEE  EMH(9S0E ), B, AR Mt eSS, ERMNES FRELH A
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1.2 FSRGE

RT-PCR 1% 291.941 #§ A 96.99 EM 8 8] 5 HCV NS3 X C$(1 347 bp), PCR 81 H T Bk (£ %
AW, A F RS TR GYINEEFE. FHE3I8 . #4318 LEf 5 -CCGTTGAGTC-
CATGGAA-3", T #f 5-GACAAGACAATCCTACCC-3'; 9 5% L #f 5°-TCCACCATGGTCTTCACGGACAAC-
3, Fi#f 5-ATAAGCTTGGTGACGACCTCCAGGT3 . T ¥4 £ Goldkey 3% i .
1.4 F|AUER

FH 433A RE RS E{L(REE PE &) &M GY Bk, FHIH GYKVLVI.NPSVAAT, # HPLC 7 #f, SR >
90%. HEHFESRFREH TRFFTEHDESCE., HXMFE RPMI6I0 HEFIFERE 0.5 me/ml., 35 &
~20CHRTFEH.
1.5 HE k0L FuEH A R

3 BH PBMC i PIAE 10% A AB Bl HF(3EE Omega & 7)RI5 2 RPMING640 55 3 K ( 1640-10AB)
A1~ 10°%/ml., 96 L L 200 pl, M GY BKE 10 up/ml.. T8 H Rk 505 I Bk 808025 88 3 T+ H FL,
E3I?7C.5.0% CO, EFHPERE S, SHWHEA 16 b EZHFLFMA 1 p CGPH-TAR (20 Ci/mmol, £H
NEN life science £ 7] ), W 240 B30 (Y, 45 73 1 M 8 S1 o (ST= M BKAL 8 5 F bk o B (epm) /A Tk FL
epm), BL SI>2 HHWERMBER. WHAREMR. Mk EHonR iR et, i Gy By R et 5 50 m
Cod BX COS Sl LT E | vL 2 7)), B E ik I o0 Ml i Ay 3D ) PR
1.6 THIMYF AT

F M-k BT, I 941 55 0 PBMC, PBS PR %R, JH 1640-10AB AC AL 0.5 ~ 10°/ml., 24 ¥L 1
A2 mL. HMGY KKE 10 pg/ml., £ 37 C,5.0% CO, MHEFHHPIEH, BSEXMBLAAN-HEHFESH
PR TRFRKAA)IE 200 u/ml., 55 14 X Ficoll-Paque 778 T M, 2<10°T M5 1« 10* Sy
R CAIBE QSUNPBMC(ENE FARMA B2 MBDE-S, I GY BEF 102 F 10 wg/ ml. F1 200 o/ ml., # 5T
Fropm. LR 2 HHH 1K 4 RHHEH FACS oW T UK E R —1.
1.7 TR FACS 54F

2-10° 4 % T mBE RS (R 2% /I, 0.02% NalN, B PBS)PEFE, S 30 h0 CD4 2 CD8 Bk
B LEIDmin, 3 BHEWFATCHRERM GERLAFANBR L0 min, 3 A 1% ERUBEAESH
FACS. 941 PBMC (@ BE 8% 4F 15 2 8,

2 HR
2.1 HLA-T 5%
R BE 1,
2.2 FHME
1 I EF HLA- 1 5 DER 742 5 HCV #4832 (291.941)
Ta'le I HLA class [[ typang of three pauents ﬁ"’rﬂf |E_JIJ_:': (96 EE, 98 ﬁ 99 ffE)HCV NS3
o, X8 a el KCHMBGTTRENF EFERCE
941 TDR1L.71DRS2, 53 Q2,7 GenBank 3 i, 5 4 5 25 AF156794,
291 DRS, 15;DRS2, - :DQI, - AF156795, AF152343, AF156793., F Gold-

- 681 TDR4,7;DR53, - ;DA2. —

key B H R P E L EER, HPEHSF
PILLE I FC(E 1), 7T RARY T B 1
GY RYFERI(E 1 P RILE )TE M- A R E E S AR .
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2.3  #E dniiE e E s e FipEilie
R NFE 2, 38 HCV BRvH 201,941,681 A RIBIEE(SHBI AT 2, 38 3 f| A HEX
GY ZUMNEHEWAEER, MIEBE SINAT L6, HHARBRER. EMACDY BIE T

o LK T &, TN CDS LS A P B R, FUAN CD4 [Pk B 7,
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Fig.1

YFTDNSSPPAVPQTFQVAHLHAPTGSGRSTREVPAAYAAQCYKYLVLNPSVAATLGFGAYT
VETDNSSPPAYPRTFQVAHLHAPTGSGEKSTKVPAAYAAQGYKY LVLNPSVAATLGRGAYM
VFTONSSPPAVPQTFQV AHLHAPTGSGKSTEVPAAYAAQGYKYLYLNPSYAATLGRGAYW
VYFTDNSSPPGYPUTFQYAHLHAPTCSGKSTEYPAATAAQGYKVLYLNPSYAATLGRFGAYM
SKARGIDPSIRTGVRTITTGSPITYSTYGHFLADGGCSGGAYDI I ICDECHSTDSTTILG
SKAHGIDPS IRTGVRTITTGSPITYSTYGKFLADGGCSGGAYG I ICDECHSTDSTTILG
SKAHGIDPS IRTGYRTITTGSPI TYSTYGKFLADGGCSGGAYD] TICDECHSTDSTTILG
SKAHC IDPSIRTGVRTITTGSPITYSTYGKFLADGGCSGGAYDI IMCDECHSTDSTTILG

ok k , o Nok) ¥ ¥
T1GTYLDQAETAGARLYYLATATFPGSVTYPHPNIQEVALSNTGEIPFYGKAI PIEATRGG
IGTY LDQAETAGARLYYLATATPPCSVTVPHPRIGEVALSNTGEIPFYGKAIPIEA IKGG
IGTYLDOAETACARLVYLATATPPGSYTVPHPNIQEVALSNTGETFFYGKATPIEA IKGG
1GTYLDQAETAGARLY YLATATPPGSITVPHPNIQEVALSNTGEI PFYGKATPIEATKGG

B 2 PR E 2 e A HOV NS3 DU 8L BLF 7 b 8

Partial amino acids sequence of HCV NS3 region of two chronic patients in two different tinie

2 A E L P e SO S e

Table 2 Summary of T Iymphocyte Proliferation Assay and Inhibition Experiment

e =) B EWST)  Stmulation Index
No. of specimen cY GY + CD4McAh GY + CDEMcAD
291 3.29 0.60 2.94
941 3.98 0. 56 3.04
681 3.81 | e
Eofoc b <1.6 E ] =

2.4 TR LMIIF FACS 547

HCV By 941PBMC £ GY KR EHIM 4 B /EBILT T HHE, FACS 8 K941
PBMC th CP4* iM% 34.9%, 1] T 4IRS CD4 4 M 86. 4% (B 2), F 1B T HBAE T 17
FHEFAREE, TAAEHEERS M THRER.

3 itit

HRFAAERVIETAE R CAVENERAEEIEERASY, B HCVER
¥ CD4* $§E T A BEE NS MHCI Ko FHSMMERE, BB #e 2 E R iET 4
B,5 HCV Mipyik EH xR, EEHXM IFNIBEIF BB B Ed C4* T WK KR
O ) S0%AMEHRRFEPEN —ITRED HCV HFH CD4* T 4R &, B £ 6
BMCEYH, BREMN NM E0 MESHAREAFH AR, FEEZXM NSSEHAMA CD4'T
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H2 THREFACSHITER
Fig.2 Facs snalysis of T-cell line
A: staining with a CD4 McAb B swining with a CD8 McAb

SR B . Diepolder $*1 2 H7E NS3 BEHWEE—D 4 P EERMBME T HRRL (K
HERL 1248-1261), BB KN ZH HLA-DR 4 THREFENE, I RBUHHD THRYE
MAES HCV BEMERMERNERTEVAX, AFERUMERHCV THREHAEE
B Y, RITMET GeneBank F 33 HCV 257, AANH 4 TFFERLFE 1 T EER
HER SWHZECRETFRFY. FHEN 2 6 HOV HEEREE 2 THEEA NSI X C
REHTTRERNY ARE R GY RUNERERE, EXZRULABFREER, AH—F
BB E,

RITSET GY Rz, #I17 THEAMEERMEKE, SRETR 3 H HCV BREFEH X
FUHIEEWARN, B8 HLAT B RH AR, RAZRUBE AR HLA-DR 7T #
2, BAHECYANEHEREARFRE IRV E SRR, BEDENRFERAWA
B, MRMNOERB TR 2 FHEERREFHEHR TS, X2 FIBRRERL 10 53k, FIEE
—EEYH, LEHERFIR, R HERREBARE THREENENHRIFOZRA —EE
2 8

IR CD4 #1 CD8 B H11 T WA MKl KR, SR RN ER G # CD4 BmHTmil, 2148
BCDB B MM, EX T GY BUHRERECD4 M THHREE. HEEHE MM
PEMC &3t GY B BREWM, BY TR THKRE FACSEERA. THMRERE
B —) CD4*, GY EUBHRE THRFMHB I VKGR THRERE, & - PHRX
FBOAThEESE S RIEN T HAAEH A AT GE1ET T &6,
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The Study of a Helper T-cell Epitope in Hepatitis
C Virus Non-structural 3 Protein

XU Jun-jie, WANG Tao, Q1 Lian-quan, WANG Hai-tac

{ Institute of Microbiology and Epidemiology, Academy of Military Medical Science, Beijing 100071, Chiau)

Abstract: The genes of C terminal of HCV NS3 region of two chronic patients in two different
time were sequenced to analyse the conservation of a helper T-cell epitope in HCV NS3 protein
{ amino acids 1248 1o 1261). The epitope was synthesized and the immune response to it in a self-
limited patient and twao chronic patients was detected using T lymphacyte proliferation assay and
inhibition experiment. The epitope-specific T-cell line was established by several cycles of “stimu-
lation relax-stimmulation” and analysed with a FACScan. The resulis indicated that the epitape
didn’t change in twa chronic patients, all three patients had strong CD4" T-cell reponse 1o the
epitope, and epitope-specific CD4 "% T-cell line was established. These data suggest 'hat the ep-
tiope is a conserved strong helper T-cell epitope and could become a promising candidate for de-
signing a CD4" T-cell vaccine.
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