5528 45 6 ) B = FE E K % % # Vol. 28, No. 6
2006 F 3 H ACTA ACADEMIAE MEDICINAE MILITARIS TERTIAE Mar. 2006 499

SCEES S 1000-5404 (2006 ) 06-0499-04 | 'BB%
AR B LM EE VP6 HLA-A #0201 FR§I1% CTL REWIH LE

#h B EFTHE L O BE B RIEEFT, EEF (5 = B [ A2 R 1 2 4 S R A W 5T AT, TR
400038 )

BOE. Qi PO E R Wa PRES 1 HT 1 VP6 HLA-A 0201 BRAITE CTL 607, R $E R # s £ 4
HURIBF 9T B e o BT ) 36 G B Rl ik 000 38 o7 3% 0 U 4 {4 SYFPEITHI Ko 235 (1 i V) 467 i 7000 4K {4 PAProc 1
Fragpredict F145 45 Fi| VP6 HLA-A = 0201 BRiI¥E CTL 343 5 FH 437 HR 0 Xt i 16 KA i — A5 08 s b Fmoe J7 98 & U0
M, RP-HPLC 4k, M7 , FRIIETT 4558 s 11 T2 ARG A% K 55 HLA-A % 0201 53035 A1 1 BB SE #E 5
Zh4 SYFPEITHI 3 1 (37 55 T 25 5L % 2 TR a2 L | w28 20 (1 5% 0 (R AR HE C-AS0 35 A 2 1 BB DD SZ A0 4 ZR KA
15 62 O IK s B fE Frooe 77 3845 UK % BK SR RE R T 95% |, 46 4 SR 2 W, 4 KA AR X 4 1 I i S BB (R AR — B0, 1
fEVERY 4 &Mk, TLLANVTAV (340-348 ) #1 VLADANETL(333-341) 5 HLA-A # 0201 & 555 F0h 85 &, 9856 A $(flu-
rorescene index, FI) 435104 2. 66 #1 2. 64, [R)Affik-HLA-A % 0201 & 442 8o 25 06 (7]  dissociation complexy, , DCqy ) FK
F 8 h. 45 TLLANVTAV(340-348) fil VLADANETL(333-341) i 7E A9 HLA-A % 0201 FRiI#E: CTL Ffir

KR AR EE; VP6; HLA-A % 02015 CTL; 3R{

REESHS . R341,R373.2,R394.2 SCAKFRIRAS : A

Primary identification of HLA-A * 0201-restricted CTL epitopes from rotavirus pro-

tein VP6

WEI Jing, LI Jin-tao, ZHI Yi, TANG Yan, ZHANG Xiao-ping, WANG Jing-xue, WU Yu-zhang (Institute of Immunology
College of Medicine, Third Military Medical University, Chongging 400038, China)

Abstract Objecﬁve To develop new reagents for future studies on the role of CTLs in protection against
rotavirus infection and vaccine design/evaluation in humans, HLA-A # 0201 restricted CTL epitopes rom pro-
tein VP6 of rotavirus Wa strain were predicted and identified. Methods A computer-based program, which is
accessed through SYFPEITHI combined with PAProc/ Fragpredict proteasomal cleavage site prediction algorithm
and molecular modeling was utilized 1o predict HLA-A # 0201 restricted CTL epitopes within rotavirus protein
VP6. Candidate peptides were synthesized and purified by reverse phase HPLC, and analysed by mass spec-
trometry. T2 cells were used to determine the peptide binding affinity and HLA-A % 0201-peptide complex sta-
bility. Results Six peptides with the highest score predicted by SYFPEITHI and proteasomal cleavage site at
the C-terminal were chosen and then two of them were eliminated through molecular modeling. Finally, four
candidate peptides were synthesized and purified to over 95% by reverse phase HPLC and confirmed by mass
spectrometry. Among the four predicted peptides, TLLANVTAV (340-348 ) and VLADANETL (333-341) could
bind to HLA-A #0201 with high affinity, the value of flurorescene index (FI) was 2. 66 and 2. 64 respectively,
and the dissociation time of 50% HLA-A = 0201-peptide complex was over to 8 h. Conclusion  Our results
suggest that TLLANVTAV ( 340-348 ) and VLADANETL ( 333-341 ) might be HLA-A % 0201 restricted CTL
epilopes.
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BT, 3R 4500 3 1 VP62 48 IR a5 5t i
AR ER 1, 2 5 S8R0 FE 454 81 A BB Y 80%
HH A ARG 2 1 VPO & 15F (87% ~
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AR (NFR AT Wa BR) 4598 VP
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1.1 VP6 % ik/373|

N AR Wa B8 VPO 11 &AL 2 17 %1 AL SwissProt 3K 15
( Accession number: P03530) , 397 4~ BLfg .
1.2 CTL & A4 Fm

A7 FR A 3 A0 ) T 4% {4 SYFPEITHI %t 464K 555 % Wa Bk
VP6 45 H 1 HLA-A + 0201 PRI CTL 2 f7 #F 47 fi , 15 5|
ZARTRELS 62 9 MRAT . ARABTII S (2047 HE I , A3 (8 e
R 6 2R AR Ay {6 32 2 02 B () Bk ] 0 G ) 7 5 99000 2 F
PAProc ffl Fragpredict X VP6 1) 25 [ Bl U107 o5 28 Fr Fiml (] {i
HF0.5)  LARHEIER 6 FRARNLIRIE— 0%, 2hFF C- R & A
Wi D)2 3 (4 AK ( PAProc il Fragpredict {EA] 1 4~) £y i itk & i1
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1.3 An4sAE A sk
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AL E BB X B 2 E A i S 1T 500 ps 22 F3h 1
SR ORI R BT E B 10 AL NVT iR %,
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TGO T 3l ) AT S 4 Mk AT RE RO Ak B 4k

(R R ZRE R RMSD (BT 0.001 keal « mol ™'« A™' Ff 1
WA BT 2 K5 MHC 437 (B A7 F A S e 3
AR AL HLA-A + 0201 37 [ia] () 5 v A 50 I RE 0 il e
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AR AN
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dac218TP152022 4 . i aAHE R 0. 1% TFA 19 WU,
Hl UV Detector K-2001 $EF1450
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KESEETHR, -20 CHRAE 5.
1.6 {&ikAk)5 HLA- A %0201 445 F= 5 547
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1.7 f&itfkl HLA-A2 24758 4541

[A] 1.6.2 LbHE T2 400, Ve 4 U0, RARBRIEE AL, 2805
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2290 A3 S0 A 0 53 e ) A 01 RO SR B 5 FT (L
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SYFPEITHI {4 4 564k 45 B Wa Bk VP6 45 #) & (1 HLA-A
#0201 PRE CTL Fe v abf7 i, 153 293 FZrl s 529 ik
F AL, IO dee s 119 6 ZR P Ay fi 1 22 (67 K C oy 8 i 2 {3 1y
2% ), Bl ILRPNNVEV (252260 ) ,LLGTTLLNL(64-72) . TLLAN-
VTAV(340-348) ,VLADANETL(333-341) , TLYSNVSDL(21-30)
Fl ALTTATITL(216-224) | BAR UL 1 F 8 (56 D) {37 23 75000 4K
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FFEEHIFEMN
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1 252 ILRPNNVEV 28 1.000 0 1.48 <2
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FI % DOy 77 3 SR F 445 i
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FEAPURA AR Z AR TIAL  $6 15 2 i & BE S

® X HKH)



502 BgoO= %

N O

28 %
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o 1 JU R T AR 258 L AR ) FH 0 AL B8 I 11
6 SRFNMRIETT T 40 a, VR Ik 1 0 o {E A I 1
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R IR 6 ZRIK C-oAR Yt A AE A D)7 5o

A2 A FE AL TURR R FTI Ty SR M2 5, PoT
FHERIp HE Wa BRE5 #4219 VP6 HLA-A + 0201 FR i
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