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(8 E] BN EIFEWEARETL 12 BERSG MUCT BiETURHIRN , Kk MELLIRIEH Ma695 Hiikii sk
RBENL 12 BREE , il 2.0 ELISA BT B PR 5aRE , 1 2 FHPE ST R DNA JEFIF ST RIIRHE R B M7, B A MR LR X
ke, SR %3 WL, KRBT 14 NMHM TR, DNA F5 454 - S th & 28 5] : KHYDPFHHRMPQ, QADTARSVALAG,
VPSKPDLHVRSI, MTPIHYWNHNRV , ¥4 R%EH 4 Mg EE BRI ERREMB RS E 0% L -, & FFB/FES KHYDPFH-
HRMPQ,QADTARSVALAG, VPSKPDLHVRSI, J; MTPIHYWNHNRYV 44l T MUC1 HLBE L.
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A study on epithelium tumor vaccine in urologic system

WANG Xiang-wei, ZHANG Li-xin, ZHANG Yuan-ning, YE Gang, ZHANG Gen-fu ( Department of Urology, Xingiao Hospi-
tal, Third Military Medical University, Chongging 400037, China)

Abstract Objective To identify and characterize the mimic epitope of MUC1 from phage display random 12 peptide library. Methods

The purified Ma695 antibody was used to screen in phage display random 12 peptide library. The positive clones were identified by sand-
wich ELISA, competitive inhibition assay. The homologous comparison of amino acid sequences of positive clones was conducted through
searching the protein sequence databank. The digestion analyses of amino acid sequences were also conducted by software. Results 14
positive clones were acquired after 3 rounds of screening. Amino acid sequences deduced from DNA sequences showed four different se-
quences as KHYDPFHHRMPQ, QADTARSVALAG, VPSKPDLHVRSI, MTPIHYWNHNRYV. The inhibitory assay showed that the 4 mimic
epitope peptides displaying on the phage surface could effectively inhibit the combination of antibody with antigen and the inhibitory rates of

each mimic epitope were 50% higher than that in the control. Conclusion

The results shows that KHYDPFHHRMPQ ,QADTARSVALAG,

VPSKPDLHVRSI,MTPIHYWNHNRYV are the mimotopes which could mimic the epitope of MUCI.
Keywords: Mucin 1; mimic epitope; phage display random 12 peptide library
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ko BAEBEE (RIS R S B0 58 MUC1 2
RERE.OREBNE; OMESHHEK; OWHEN
WAL 2 WA, B SHa e B, R BOET R EE
RNUEBMEEHEATRBEWIRERMVREE, £
MUCL B0 ol # e R G R B B R . ;i T
MUCH B4 DL E4F S, (AU 27 b R v iyl e
HBTT BIBTHE i, B AL P B 4 B S AL R B
HMARH MUCL &Rk 4iff, IR R AR AR L2
FsBE v , A5 SO MUCT 8 4 0 12 07 32 s o A B AL
12 fKEERRIE T MUCL AL, 5T -
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1 #R5AE

1.1 H#

Ph. D. -12TM JikEE( NEW ENGLAND Biolabs) 3 JB 7R {ENS B
& plll [ N 358 12 fkpe , BEWEE X 4 x 107 pfu/ml, BHLE
FEM: (complexity) %7 1.9 x 10°, Bf F 3% {& & 27 XL1-blue (tetr),
WK H G L, -96 glll })F54 5’ C TCA TAG TTA
GCG TAA CG 3°, k3% TaKaRa 2 & & Ml MUCL Hiik
Ma695 H 4 3 i1k ] 4 ;4D HUikh IEH 44 MUCH $idk,
1.2 #Fik
12,1 BEARENTIE  BRE <100 fu BPHIT B
B, it AR, WEARE = EREH x HBE x10°
(pfwml)
1.2.2 Ph. D.-12 BREER P W B B8 Hagmg
Ma695 LAWY 100 pg/ml, BFLMMA 150 wl FUFH 4 C
BEPEH. HHAW, 4 CTHRE 1 h, A 10 pl (4 x10" pfu)
MBI KW, B R4S 60 min, PEARWGEREE, SLEDIIA 30 pl
AL IR R, BIARUERBETY I, B
TSRS %, MA69S W BRI 10 pg/ml, IA 2 x
10" pfu §~ 38w &, TBST & Tween-20 MR ER R 0.5%
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1.2.3 BEREMNT I  ARISBRRAE=RTMENE
WEREHIED, /3,37 C,260 r/min, 4.5 h, 8.0 B
80% Fi% ,4 CRAFSEMAH MELRIRE 50% J5, —20 TR
1.2.4 SR ELISA  A3TRAS HIME IR ST RE 4 Ma695 Hifk
PSR B 10 we/ml, AR HFEEIRAR, 4 CEH,
IOAY B 5 B 44, RIS B 2wl JRFE +200 pl TBST f24 %t
HE A HRP/AntiM13 Bi3i)5 84,50 wl 12 M H,80, & [+ &
8, I 0D,y

1.2.5  M/F AR PRod sl i & DNA Ji /¢
DNA JIIEERTF 30 wl TE, EIFF

1.2.6 ZHMEILE A MUCI HEHEHML, BSA £
P, FAPERE B (A TERE 5 Ma695 LA ERILME 2 h )5, AR
fL,37 CHEF L h J5, R BEdk, i A HRP AR iC B9 3 51 BT
&, TMB & 2, i ODofH, T HEMHI . ML = (WHH
0D, — Ml J5 ODyso ) /3 HI AT OD,5o x 100%

PR,

2 #XR

2.1 Ph.D.-12 skE & A A%

e LR ATR, T 3 R EYE, Wk L REE
MW E X 110 5,
2.2 HEIK LK ELISA 547

M b3 7 35 2R 45 i 1 B 44 L RE o Bk 3% MUCIL OD,g,/4D
0D,y >2.0 &, 3jk45 14 APt T RE
2.3 HEKRAM L6 DNA 55 B 2 & 547

HRUEMT 45 R L R R B — KR
FF5Its 2. KHYDPFHHRMPQ (11,3,4,6,7,17,16,10,9,8,
11) ;8= N8 FF . QADTARSVALAG(2), VPSKP-
DLHVRSI (15) , MTPIHYWNHNRY (113) , {RIEHZ X BT F]
FIERE, k& BREBHREERF, FFBF55 MUCL 73
HeXT, AR 5K 2% B0 ) 95 0 P 31, 356 B R g 49 B i R 6 2 MUCL 19
EE ST
2.4 HEHERAEGEFHER

5 Ma695 $5 R4S A M B AR TR R S A%, 45 R
4 MR A J o B T R ) R I 7E 50% LA B (1R 79.34% ,
64.71% ,73.57% R 51.96% ) , B4 K 72 B s % 57 k40 41 IR
PUASE S BRSNS A AN K LR —E i) MUCL Hi R
IR,

3 it

PERBITR I, W B2 7 7 LLR I i g A
5% CTL ZfaFn NK 4 RO AE T o K5 1]
LATE 26 7 R 40 I 1 2 T, FELAS S S 4 BRI 44 55 o
TP A, 6 ADCC AR FHI 0 G 5 3505 40 A BE 3%
o W% bR IR LR | BE RS | ELRA R AT OR
SUBIOBR TR I, 80 40 S T LA HL R TR 2 5 A
MUC1 2R3k, XL 10 F B 2R U R B T B
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SRR AUR B B M, A0, b yel 40 i % 1l B
EREALA R F BT LU E A PR e SR H R 5
EHBUZ PR A — e W, A BT gk,
ERHTERFEN, AR EAEREEE S TH
EL4AR, AT 23 T G 2 sk sk B, 1o i e
RENMWEMEN THREIEA S T HRE 400, T8
JEA W e 32 R .

B TR E MUCL K52 1R — B A
PR, D — AR BN - E S RRIRTH
FAEREGR . BARIE MUCL 1 2 kR IE 5 B ok
HE R A5 REEMNE H MUCI eER—FH &
PR, £ MUCL Z KT S if st 3 AR RESE 2 HE
M=k B SRR EEtE, Wik, i MUCI BERIE
AR R R e — R RIESF, — HH Al 3R
G M, B — A B A H B REiile,

HETMBTT B, FiE B2 b A8 55 W o (4 £ k2
G NS AU, X 607 S0E H AR R ik Ao it 5 1
BCiR M 2E AR S A L A, B, 3 O 07 B T 3R A5
WEGKER —EWRREMERNS, EHffEd,
B 2253 ZE T, A REHEBR JERF R W P (R e k2
WAL, BT i — A PR SRR, B & S e A
B R S R R S 8 b AN AT A B B, b, ELISA
el BN EMERES WHKTERIMNE S HE,
BRCAERAMITEST . g, WA AT %
PR FERE , SR FIASAH R B & 4 DOGRFTIE® MUCL & H
BB VE R BHHEXT IR, L) Ma695 OD,5,/4D OD,g, >2.0
YENRMERA A, B THTHAERHELT K
JIt R BE s BRI P, BT 3RA8 I SEI 5 R BT

B FRES P& WA R — LN EERR
A B, BEALIK PR S gk G &8 4 £ K WT LU BL B A BT
JRRAT S TR G, Bl X kG M E KT T
FIFLEFI ST, SR AT 5 B — ROIA R AR, Hhir 2
Fe AT B B A LR M s E AL R 51, BR A AL P (mo-
tif) , X IR AT REAE AT PR R, W
A 5 W R R T R AR SR B R AL B U IR RE
A HMBEN SR E S, KW EREFE—E
BE RN TEARMERNM,. EARLESHIENS
GRMEKEA3S NMEER, FE2IBENEGRAMLD
e 0, B, T I B A ALK R O e T SRR 4L
R0,

FRRBESE TR R AL SR HTHEAT 0 e B, T R
% MBEHLIKEB I 2 SRR MR RS E
fr, BB AE RS EEHRE T HRAEEIURRAMALN A
HU M W 1A RE ALK 2 v 5 6 18 S5 AR DB R A R
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HIFFF, HERZ DU AT RE R B — Fh R E S i s b
MR R AL . FATRL AT S MUCL 4 J8 & fr 9
Ma695 BAHTI BEmE AR BEAL 12 fRFE , Bhit M i 4R 75
A BRAA ST R , BEAT 4 A KIS DNA FEFIBISE o AR 358 00
FFARE LR A AL R [ E K HMEAF
5|#: KHYDPFHHRMPQ (x11) ;55 — K7 88— F 5
i . QADTARSVALAG(x1),VPSKPDLHVRSI (x1),
MTPIHYWNHNRV (x1) ., #K#HEEBRF 5 FEE
B, REBAHFREMRERF . FrEFs5 MUCL F3IH
X, AR & B R PR B, 6 B R 6 15 B I R AL R
MUC1 BB IRAL, i THERE DA TR B I 2 AR 40
REGUR T LG, BT AABT T i s B AR A R
BERMRAL, R 2 BRI SR B R 5 i H ik
HEE . WHEIIRAKERESEOHURKERAKY
AR, BETURL MR AL A % T DU of v A
FEEINERFF S XRHURRE RTS8 R IR
P BB TR R BIR AR T IER . TIARIIRAIRY
%5 Tk AT IR IR B, R BB A 2 B 20 A e 24 b
BE IR ATURKBIURN . ALERAT ELISA
J7 R SRR A E M R TR BSR4
BB 4 AR A R K T B 0 3R 7E 50% LA E,
BRI AR RIS S, B XM
P RE RSN KRR —E 9 MUCL HF I BE
ABFFRAERTE MUCL BRIR ALK FF 5 89 R, 7R
KB T RATEREARER 4 1~ MUCL FEEELUFE
RO MM EA TR, BEURLURMEEOEAR
AN TEWEER (R SR , DR L) sk 4 P et T e, W4
T EBRARA M R R, AT R/ TR
BRI IR S 8 ST, 7 AR B X MUCT Fy A AT
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