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Abstract

expressed anti HBsAg ScFv by means of in situ

Purification and refolding of bacterially

refolding on  column were investigated. Three

refolding approaches were adopted: dialysis, in situ
refolding via metal chelated chromatography and via
gel filtration chromatography. The relative refolding
index and relative recovery of the ScFv inclusion body
were compared using the three procedures. The
results showed that the refolding on gel filtration
column (sephacryl 5-200) was far more efficient than
the other two approaches, with relative refolding

index of 98% and

illustrating the potential of this technique in produc

relative recovery of 81%,

tion of recombinant ScFv.
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JEALHT TN F-a Fifk.
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MAR LR G B2 (1) 114 685 N, 38 i) o IfiL 4
WAL S ZIEH N L 5 ml AR, Ik
Y 3 S (B 2Rl 2 B R HE L 2 BT
A TSR, 4% RNA SREGR AR (£ E
GIBCO BRL 2 #) 4= 7)1t B 15 BT 3k 20 3% 4 HL
RNA, H{20ug 8L RNA, LLOlig dT Jy 5|4 i 5%
S & (3E1H GIBCO BRL A7) 4 licDNA,
AR ER G BT, RINVEAAB 50 ul.
1.2 PCRS|¥git R 18
1.2.1 5195y B&MERE: 5135 B Kang
AELO1 438 1 P 0 BASE 4 2Bl (£ 1) . PCRR M

1 AREHKEQVTEXEREPCRSIY

NTERE 3 54

5-CTC GAC ACT AGT TTT GCG CTC AAC TGT CTT-3 CG2A
S-TGT GTG ACT AGT GTC ACC AAG TGG GGT TTT-3 CG3A
5-GCA TGT ACT AGT TTT GTC ACA AGA TTT GGG-3 CG1Z
5-GCT CAC ACT AGT AGG CAG CTC AGC AAT CAG3 CM 1
NIRRT AR 5 35 514

5-(C/G)AG GTG CAG CTC GAG (C/G)AG TCT GGG-3 VHI. 3A
5-(C/G)AG GTG CAG CT(A/G) CTC GAG TCT GG-3 VHI.2.3F
5-CAG GTG CAG CT(A/G) CTC GAG T(C/G)G GG-3 VHA4F. G
5-CAG GTA CAG CTC GAG CAG TCA GG-3 VHGA
N ONEE 3 WS4

5-CGC CGT CTA GAA TTA TGA ACA TTC TGT AGG-3 CL2

N N S 355140

S-AAT TTT GAG CTC ACT CAG CCC CAGJ VLI
S-TCTG(C/T) (C/G) GAG CTC CAG CC(T/G) (C/G)CC TC(A/C) GTG-3F VL2.3
5-TCT GAA GAG CTC CAG GAC CCT GTT GTG TCT GTG-3 VL4
S-CAG (G/T)(CIT)T GAG CTC AC(G/T CA(A/G) CCG CCC-3 VL5 7
5-CAG ACT GAG CTC ACT CAG GAG CCG-3 VL6

Nk BE 3 0G5 4

5-GCG CCG TCT AGA ATT AAC ACT CTC CCC TGT TGA AGC TCT TTG TGA

CGG GCG AAC TCA G- Ck1D
Nk B[S S

5-GAC ATC GAG CTC ACC CAG TCT CC-3 VKIS
5-GAA ATT GAG CTC ACA CAG TCT CCA-3 VK3B
S-GA(C/T) AT(C/T) GAG CTC AC(T/C) CAG TCT CCA-3 VK. 3A
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1.5 min. 25 MEHJE, 72 CHREER N 5 min. HUi%
P 2 ul IR, fE 54 CIBKIRE TR, L4 ERE
1. 2.1 ik i AT 1.

P54t ACGT Corporation 22 1) ( INEEK)
A BT PCR A PTG-200 % (MJ Research
INC. Watertown, Mass USA).
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S-ATG GAC TGG ACC TGG AGG (A/G)TC (C/T)TC T(G/T)C-3
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HIZ& 1 T3 PCR 510 ey BREE A2 HE (M.
K) AT, %G1 5 i R R e AR X5 —HE 4L
DARSE P8 E AL, 3 st 5 e X B A, BT A
WY1k 660 bp, CFFHEANEEE (CL+ VL), %1
PCR /¥ 5 L1 1E 1% B TRH e LUk 46 5 .

W5 i A BE-LA&GI R x 8% 519, LA
cDNAN BERCHEAT Y 38R W), 76 50 CiB K& A+ F
(El 1), VKIS 7 660 bp &b Hi 35 5 (1 45 5 4% 4.
M3l « 56 2 BT AT N BER EAF e 40P R B, fES52°C
BKEMET (E2), VL. V3B a] Wi 4 5

M 2 3 4 5 6 7 8

B 1 50 CiRAIRE T4 PCRY LR
M : 685/ 385 bp AL kRME: 1:VL1;2: VL2.3:3: VL4,
4: VL5.7; 5: VL6: 6: VKIS; 7: VK3B: 8: VKI.2A.

Satr, VKIS K HoAt 55 B XY O S 4 At 1AE 55°C
B &N (K 3), VL2.3. VL4. VLS. 7.
VL6 . VK1. 2A ¥ LA sl 5 45017, R AN,

1 &

B2 S2CIRARE TR PCRYIEER
M:685/385 bp 7 F Gt bR 1: VL1; 2: VL2.3: 3: VL4;
4: VL5.7; 5: VL6; 6: VKIS; 7: VEK3B; 8: VKI.2A.

M | 3 4 hl O y S8

B3 55CIRARETHE PCRIIEER
M:685/385 bp 4T Wi Gt br#fE; 7: VL1; 2: VL2.3; 3: VL4:
4: VL5.7: 5: VL6; 6: VKIS; 7: VK3B; §: VKI.2A.



1999; 26 (2) LS 5 A R R

Prog. Biochem. Biophys. « 175 -

2.2 EHATXERESER

FIZ& 1 51 Hn) S p R ol 1 T BE EAT 97 19459 31 1)
FE) A 2T AR X AN SR — b 2 B Y T
3 i T AR IR, BE DR BE NS 660 bp. I
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PERRER (170 RLE (0 24 JEBR 17 910 ¥k (1Y), B R
Alfigid Rk PCR 7 1 A P pA Sk (4.

FIFH Kang 2609 20 4 % 4H 1« K kds 527
% .EESIY, o AAEA DR K& R A
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80%) [MHf5e PCR ¥, H®mEZ. b A
MG, UGSV S (R T )
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AECRS AT e 2 (K] AR X L R B, it 40 JE
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IR I SN T B TE T T D
PCR V4% 1 2= 42 2C S0 I56 5 1 H 3R 43 Hudde ]
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o N AR 5 45 K B 23 I e R 0 Ok 2.
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Abstract

light chain genes were separately amplied by PCR

Human immunoglobulin heavy chain and

with ¢DNA as templates from human peripheral
lymphocytes, using four 5-primers and four 3'-
primers corresponding to heavy chain, eight 5-
primers and two 3-primers corresponding to light
chain. At different annealing temperature, using the
primers described above, all the light chain PCR
products and 80% heavy chain PCR products were
yielded. When signal sequences of immunoglobulin
were used as 5 primers, all remain heavy chain
products were obtained by this half- nested PCR. This
results indicate that more immunoglobulin variable
region genes can be obtained by PCR through
changed of procedures and reaction conditions, which
can increased the diversity of antibody library.

Key words
library, diversity, half nested PCR

annealing temperature, antibody
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