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W R AEMERFRE IR EREERTT 3RER. SI38WEHEREED
TREOWEE BFL1RMMTIE 100, SHFASESERARSEANRATR, b
IR ATRY 25% M E 100% .. AT AR Ytk BERG I, B 4 7 T 2 3L 71 BF A LT 60 W
Bk, RELELSAERRENRFHRERAENE, FURFNHTRHE —SEET X
EEi R N0k SR 2

KA WEEREE, AR TERSE, BTRE

FRS%8E Q93002

KIS, A AR A S SRS T AR AT T R BB R RS T R HR,
R E— BRI FH A WARRABRRESEERR EMIE, ¥R
AREHERTEANLR S, UK AEFREETHHETEMREERS, SBAREL
PRl EEME, EERFEERARK LR, L ERBE &G ES AN B, FAI18EF
SadfEme, TR AZE RO A, MNASNEMKE B lemRNA B #H &6, 5
ANBGTHEETRET IR B RTR o 20 SCHEE R B o 50 R R 4 L AR AR
e, 3 DA AP 05 2 1 0 TP DR A A\ TR T o i A

1 #RE5F*E

1.1 #¥

1.1.1 FOR Btk FEHE PComb3 FME EE KIHTH XLI-Blue HER AT 11 2R
OB R 4 VCSM13 B E B ER L3R B2 H I,

1.1.2 RFRERE. MEEESEALRETEANEFH ¥ RBEERRMY, Bl
ELISA M HREE S 1:16, 4HMIEFHREN B BNE 302 BERAF .

1.1.3 BIiPFELEEDE. BEFTEMYESEERFEN, TIEREN 1:400,
1.1.4 HRP-#i VCSM13 : FERBEHAT 11 &, TEEE R 1:1000,

1.1.5 APHAFSEEER: EREHR 11 E4&. MEAKEYN 9.8mg/ml, &%
ELISA B4 8 1:1.6 X 104,
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1.2 Mmooy

SRR [2]3#%T. FH Xhol/Spel B§#% PCR ¥ W AT E SRR K BB, sk F
5 F AR B AY pComb3 H 8, ML XIBATHE, I /5 £ BUHR.,. PCR I M ATAR
SR KB, fE B Sac I/Xba I L EBAZER . Hb. P HEEE VCSMI3, REGEER
M, KHESBLER EHEBERMA 4% (W/ V)IPEG i 3% ( W/ V) NaCl 1T 3& B 5 45,
T 2ml PBS 1, RP 18 3 Mo f A .
1.3 &R ENRE

FE R 5 PO R BT A B R IR 50l B EBEXAR BI 7L, 3% BSA M5, SFLI0 501
AR R (29 10%cfu), 37C K E 2h. SRICER (2138 . HREHREENE
XLI-Blue(ODggo 2 1), Bl T BB W ST B A 7R Ty M Tl Rk . H
B 15 3] B YR 4% e o R D4R R A T T — R #9180 (panning) o
1.4 FlERWEHE

MEIRERE, HENEARKBLE LB ERLE REANMEEEEHF 2miSB
(100pg/ml B FH B K, 10pg/ml WIHRR)HKHXE P, 37CRE ODgpo ¥ 0.8~1 MA
SOplVCSM1I3,# 2h S MA B R ELIKE N T0pg/ml, 37C HEFEH K. 4CTHD
(5000r/min)}15min, B EEW A UBEERENEETLE,
1.5 EFrWisng
1.5.1 ¥ ELISA i%&: MHREMREFATENACSER RITFF AR ITEN
BEBLTL A, HPAS AR 1% BSA B IE 1:2 WA W E EHER 50, ERA B A
HRP-#i VCSM13, OPD B & #l & ODygonmfHo
1.5.2 ESWHEE. [ ELISA ROEBRAWHFHARE. ArRREEN AR PHAEL
£, SEEHM P EEEEERESRES, WABRILY, HRHBER ELISA .

2 ¥ B

2.1 WMsHEENAR

el AFTIR B4t Fd 2 H G AR pComb3, L XIH T ¥ H 2t KBV ¥ FEE K
B, 87 Fd 84k DNA, #H— 3 BREEETEAZRET., BFLRBTEG, TEIE
ERTHBENW TR EEHMAEEEY, BORBREMATE Fab EWEFREN 1.2
X105, BEALPLEL 12 B9, SRBUFR A Xbal BEYT, IKE N 6 MRERF IS (LB
L1 FE#) 1.4,6,9.10.1238), AN EE DS FE BEERNMEATH 50%. AR
WH S FhREYLIER 4 4~ F0B DNA, £ Sacl + Xbal 8, XhoI + Spel XEgY], Bk RFE
660bp #IEE 1 1 B = A (AR 1-2), HA-FBE PCR @0 H R Ep B il X
REPSAENARS Fd EEABRERE, B vesM13 &, RE i L1E B PEG Uil
WedE, B T E AR 5.1 x 10" ddu/ml )RR AR E, FEVLDREL 12 M E%EER
PR, ZARAR BREEF TR 3/12(E K 1-3-A).
2.2 ARNEEEhtHERE

Ao LR, MR M E R BT T 3 R, WM B kgn
ERERRLE 1.

© HERFERMEDHARFATIKS@HELT http://journals. im

ac. cn



296 £ B I B % @ 14 %
#1 RO R R RN
Table 1  Selective enrichement of phage antibodies during panning
Round.s of Input Eluted Yield/ % Clones containing
panning {efu cfu Fab genes
0 - - - 3/12
1 5.1x 102 7.2 % 10° 1.40%10°7 6/12
2 1.8x 10" 6.0x10° 3.30x10°° 11/12
3 4.3x10% 8.7x107 2.04x1073 12/12

Yield/ % = (No. of phage eluted X 100)/(No. of phege input)

TR S HEVLBEI 12 A2 W e 0 40 B 4005, SR BUTORE A Xbal BT A ik
51T, B R RERR 1-3.
2.3 WHERGNET
2.3.1 WHEEFREANRESSE.: NE3KBRERBETROBEEARLYARS
HEFREHL B 50 4 52 B bl & W B ARt 4 LIS W, 2 0 ELISA B0 5 H AF 4t E
(HAVAR) IS & I5HE, P H 26 A7l 2 ELISA FH¥: (L P/N {8 >4 R0 HE), B
EHS0%. T2AETH S A HES HAvAg, ZFEEHE (HBsAg) B/ EMEAEE

®2 WNGEHES HAVAg & KA ELISA B
Table 2 Binding of phage antibodies with HAVAg in ELISA

Ph”ﬁéi’;‘rdy HAVAg HBsAg BSA
517 0.83+0.03 0.12+0.01 0.10+£0.01
597 0.86x0.02 0.13+0.02 0.10+0.01
629 4.69+£0.05 0.11+9.03 0.11+£0.02
646 0.98+0.02 0.10+0.01 6.07+£0.00
655 0.75+0.04 0.14+0.01 0.09%£0.02

F¥3 BEGHALN ELSA E$HLR
Table 3 Competitive inhibition ELISA of phage antibodies

Phege antibody . Inhibition/ % _

/Clones 980 Anu_HAvg: S 9.8
517 80 45 24
597 8BS 60 34
629 70 47 34
646 80 58 40
655 78 52 40

Percentage of inhibition=

X 100%

Control QDo — Inhibition ODygp

Control ODyg
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(BSA)HY ELISA M B4E 5,
2.3.2 ELISA &Ml L.
Rty Nt BT £ 30 (9.8mg/
ml) -5 B Y B B 44 40 4, 34 BT
PURTE ELISA TS H L5, 45
RILFE 3,

2.3.3 RS P SRR
DNA RSS2« 540 H AT it
Gk B R R 517, 597, 629,
646.655 18 51 J5 2 BUR $L DNA,
A Sacl + Xbal BUEE ], 3 H5 4
BRI v Uk 4347 7T I 29 660bp Y BE
P B (B R 1-4-A), iE B X 5 4~
P& FREERE.. MA
Spel + Xhol XL EE U7, [A] ¥ 7E B G
WEEE BE 17T WL £ 660bp 1 DNA
FE(EW 1-4-B), iEBHIX 5 T~
HREMSEES FdEE,

3 i #

HFOL IR BE X SLk e |
T AT AR 0 R B4

C
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BUEAMER, XRWE ARG RSTOMRES ., ERH TR 8 R E
FE B W B M e P TR AL B o R 3k o) R R RN e B, T LS T IR e R O o R
GEA S E AR AL

Il ELISA B M di ik iy 5 2 L B R 9, 2 ELISA FHERNBEEHA RS
RFRESE S, MSIEEXARER R A B ; HiX 6 ELISA P8 B Ak 5 RT3
E SRR, e s ki AR B E 5 2R BAT S M, X R R A EERNME
A A BT, R R R R R

W AR EE AR N AR RETENRERET HEL., BTERAERAE
BT, IR T SIS B R A R, 2 B A AT U E X E PR R RE,
A IS EE 2 B, X B 15 W B R B AR R R RE L T A A R B B Y
$H], B, 5 FFRE A & RO 3T, 75 B B S A R B 1A BT R SR R
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Selection of Human Anti-HAV McAb from a Phage Antibody Library

Wan Zesheng' Wang Haitao®  Jiang Shaozhun®
{ Department of Microbiology, The Third Military Medical University, Chongging AB0038)1
( Insitute of Microbiology end Epidemiofogy Academy of Military Medical Seience, Beijing 100071 )2
{ Department of Microbiology of The Fourth Military Medical University, Xi'an 710032)

Abstract The phage displaying antibody fragments were subjected to three rounds of panning with
HAV antigen in solid phase. The eluted phage was enriched nearly 100 fold, and the percentage of re-
combinant clones increased from 25% to 100% after three rounds of panning. The HAV antigen-
specific monoclonal antibodies were selected by sandwich ELISA, and the specificity of these antibod-
ies was further confirmed by competive inhibition ELISA.

Key words Phage antibody library, human McAb, hepatitis A virus
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Plate T

I-4

Restriction patterns of recombinant clones from a human kg Fab library with Xbal

Restriction patterns of recombinant clones from a human Ig Fab library with Xhal + 8ael(1—4) or with Xhol

+ Spel{6-~-9):5. ADNA/Hind [l marker

Restriction patterns of recombinant phage antibody clones
A. Before panning;

B. After the Ist round panning;

C. After the 2nd round panning;

. After the 3rd round panning

Restriction patterns of recombinant phage antibody clones
A Light-chain genes

B. Heavy-chain genes

1.Clone 517; 2.Clone 397;8. Clone 629;

4 _Clone 646; 5. Clone 655,

6. 3DNA/Hindll marker
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