41 4
2002 7

ACTA  SCIENTIARUM NATURALIUM UNIVERSITATIS SUNYATSENI Jul

) Vol 41 No. 4

2002

Bt HBsAg U5 Fab $1 AL BRIA% BER A BRI M

1 =2 05 2
X]‘g T b %P’L/’}?‘ 9 i'

(1. P LkFAMED PO /EHGE AR ELESBRE, J & 7 M 510275
2. ®E)OMNE A ERHFR T, TR T N 510602)
PCR (HBsAg) TG Linker ~ Fab
Fab Fab
Fab ( P. pastoris)
PCR; Fab; ;
: Q782 : A : 0529-6579 (2002) 04006703
) ; Zeocin Ivitrogen ; DNA
Fab
L2
) Fab
HBsAg Fab H. L .
, , H Primerl:
Fab. 5 —CGGAATTCCAGGTGCAGCTGGTGGAGTCT—3
Fab s Primer2.
. o . 5 —TGTCACAAGATITGGGCTGCTAGTTTIGTCACAA
( Fab) GATTIGGG—3,
, Linker
L Primer3:
" 5 —CTCGAGAAAAGAGAGGCIGAAGCTGGAATTGTGT
HBsAg Fab o HBsAg IsG TGACCCAG—3
Linker, PCR Fab L Linker
H , Fab (Sin- Primer4,
gle chain Fab) . Fab 5 —~GCTCTAGACTAACACTCTCCCCTGTTGA —3 .
HBsAg Fab .
1.3 HBsAg Fab H. L H. L
1 Fab H. L PCR
1.1 . H L
HBsAg Fab pCom 3H ( [4
) ; L4
pPICZa A Invitrogen ; [3]
Topl0F ; Vent DNA . dNTP L5
; marker. T, EoR 1 Xba 1 pPICZaA HL
DNA
* . 2002— 01— 22
(97— Z— 65— 05)
(1965—). . . . Email: . denening2000 @sina com. cn

L O MR, R



68

) 41
2 Fab s Fab
( 4.

2.1 Fab EcoR1 MCS Xbal

pComb 3H , Primer 1

Primer2 Fab H ,
pCOmb 3H Prime3 Primer4 EcoR1 HjFab Xbal pPICZaA
Fab L (1, H. L 3.6 Kb
’ PCR ) HBsAg I EcoR/ Xbe
Linker Fab H. L ,
FcoR/Xbal
Fab (2. T4DNA Ligase
, H 105 304

1 Fab H L
Fig 1 The PCR amplification of H chain and
L chain of anti-HBsAg Fab fragment
1 PCR ; 2L ; 3H

3

2 Fab H L PCR
Fig 2 The overlap PCR to connect H chain and
L chain of anti-HBsAg Fab fragment
1 PCR ; 2 Fab
2.2 pPICZaA HL
EcoR1  Xbal Fab

pPICZc A  EwRI  Xbal
pPICZa-A HL ( 3). EcoR

I Xba 1 pPICZa -A HL,
pPICZa A 1. 4 kb

EcoR T 5k Fab Xbal
J

pPICZ a A-HL
5.1 Kb

3 pPICZeA -HL
Fg 3 Constuction of expression vector pPICZoA -HL

bp

1543
994

693

515

4 pPICZeA HL
Fig 4 The chamcterization of pPICZaA -HL
digested by EcoRI and Xba |

1 PCR ;
2 PICAAHL EwRI Xba 1 H
3 pPICZa-A EcwRI  Xbal

Fab

[7.9



4 :  HBsAg Fab 69
(4 , [4 MELANIC, FIGIN M, NICASIA D, et al. Targeting of in-
. terleukin2 to human ovanan carcinoma by fusion with a sn-
90% gle chain Fv of antifolate receptor antibody[ J] . Cancer Res,
’ i I 18) ; 41464154,
, 100 (o 998, 58( 18) : 4146 5
(3 J. EF, T.
Fab (2 )M 1999
’ HBsAg IgG [ : , , HBsAg Fib
Linker, Fab (. , 1999, 15
Fab , , (4):229.
Fab (7 , 5 HBsAg  IgG
A CHO [J. >

ZEBEDEE S L, BARBAS C F, HOM Y L, et al. Human
combination antibody libraries to hepatitis B surface antigen
[ J] .J Proc Nalt Acad Sci USA, 1992, 89: 3175— 3179.

WE YM, XUXH, HU DC, etal Hepatits Bvaccine and
anti HBs complex as appwoach for vaccine therapy[ J] . Can-

cer, 1995, 16(3) ; 155.

? 2 )

HBsAg Fab

[ JJ * ”
1998, 14(2): 155— 157.

[10

2000, 16(5) : 248—251.

KANG C Y. Baculovius for expression of foreign gened J] .

Adv Vius Res, 1988, 35. 177.

NOVICK P, FERRO S, SCHEKMAN R. Oder of evends in
the yeast secretary pathway[ J| . Cell, 1981, 25; 461— 469.
JANOWICZ Z A, MEIBER K, MERKELBACH A, et al.

Simultaneous expression of the S and L surface antigen of
hepatitis B and formation of mixed paiticle in methylotrophic
yeast Hansenula polymorpha[ J] . Yeast, 1999, 7. 431—

433.

The Construction of Expression Vector of
Anti HBsAg Single Chain Fab Gene in Pichia pastoris

DENG Ningl, SU Kuan yuanz, YANG Lin' , WANG Xun zhangl , LONG Qing xin'
(1. The Biophamaceutical Center, Sun Yat sen( Zhongshan) University, Gunagzhou 510275, China;
2. The Infectious Disease Research Centrer, Guangzhou Air Force Hospital, Guangzhou 510602, China)

Abstract: The H chain and L chain gene of anti HBsAg fab were wnnected to construct single chain fab gene using

overlap PCR techniques. The sequence of the single chain Fab gene in the vecior was the same as the designed one s.

The single chain Fab gene was successfully constructed into expression vector.
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