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Abgtract :Objective  To construct human single-chain variable fragment (scFv) antibodies gene library assod-
ated with esophaged cancer. Methods Metastatic periesophagea lymph nodes of esophaged cancer were used
asthe B cdls source, the totd RNA of these B cdls was extracted and prepared as the template of RT-PCR.
Frstly , we screened gratef ully two pars of primersof the heavy and light regions separately , then the V4 and
V. fragments were first amplified from the cDNA. Secondly , the Vu-linker and Vi-linker were amplified from
the Vu and V. fragments. Lastly, SOE PCR was used to connect the Vu-linker and Vi-linker to SFv ,the Si
I and Not | restriction stewasinlet inthe scFv. The gd purified scFv gene repertoires are digested by Si | and
Not | separately. The ligation mixes of scFv and pCAN TAB-5E are tranformed into competence E. coli TGL.
The insert ratio of scFv antibodies library was identified by PCR. The products of Si I/ Not | double digestion
reaction postive insert clone were identified by 1.5 % agarose gel dectrophoress. Resuits Tota RNA is good.
The dze of Vwisabout 450bp , and V. isabout 350bp. The 9ze of scFvisabout 850bp. After transormationin-
to E coli TGL, 2 x10'duwM g ampidillin resistant bacteria colonies grow ater overnight culture. Randomly di-
gestive reaction showed that the postive insert ratio was 91.7 % (22/24) . Condusion  These results are bases
to further phage antibody library construction.
Key words:Phage antibody library; Sngle-chain variable fragment ; Esophageal cancer; Genetic engineer-
ing antibody
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, HuVK5aBACK:5' - GAA ACGACA CTC ACGCAG TCT
, ' cc3
V u-linker
Hw4-5Linker :5' - A GA GCCACCTCCGCCT GAACCGCC
1 TCCACCT GA GGA GACGGT GACCA GGGTTCG 3’
11 HuV 158BACK:5' - GAG GTGCAGCTG TTGCAG TCT
RNA (W6701) = V.-linker
CDNA RNA PCR Kit HWK2FOR: 5'-ACG TTT GAT CTCCAGCTT GGT C
(AMV) Ver.3.0 o3
DNA100bp Marker Linker- HUVK236BACK:5' - GTTCA GGCGGA GGT GGC
, DNA (W5211) TCTGGCGGT GGCGGATCGGAWRTTGT GHT GACKCA GTC
i | Not | T4 TCC3
DNA TaKaRa Ex Tag™ HS :
; pCANTAB- 5E TG HuV 15aBACKSi : 5" - GTCCTCGCAACT GCGGCCCA GC
A mersham Biosciences CGGCCAT GGCCCA GGT GCA GCTGTTGCA GTCTGC-3'
1.2 HWK2FORNot :5'- GA GTCATTCTCGACT T GC.GGCCGC
1.9.1 RNA ( ACGTTTGATCTCCA GCTTGGTCCC-3'
10 | 1.2.4 RT-PCR
6 \ 4 ) (cDNA )
, , 0.3cm A -MgQ:
2u 1,10 x RT Buffer 14| ,RNase Free dH.O 2. 75 |,
Rl\'IA ' dNTP Mixture (10mM each) 1M1, RNase Inhibitor
RNA 0.25u1,0ligo dT 3 Adaptor Primer 0.541,RNA 2
' RNA ( RNA ) M1 ,AMV Revers Transriptase 0.5 |, 10u |
- 70 RNA , 42 20 min,
Aeo/ Asso RNA 99 5min,5 5minil
1.2.2 Vi Vi 12,5 Vo Vo
IUPAC ‘R=A G; PCR Vi Vi
W=A T; K=G T,;VY=C T, S=G C; PCR
H=A C T; N=A C G T, B PCR ’
[1.2] :5 X PCR Buffer 10d |,
, . PAGE 27.75u1 ,Back primer 11, Forward primer 1
.PCR 0.2 M M1, TaKaRa Ex Tag™ HSO0.25u 1, 400 |
1.2.3 VRRRVA B A
IgG Ve VL : PCR ’
PCR 94 2minl
( ) PCR, PCR 94 30s,55 30s,72 1 min, 30
, N PCR (1.5%) VH
Vi
HWW3FOR:5'-TGA AGA GAC GGT GAC CAT ToT 128 SRV Vi W
ccos Vu-linker  Vi.-linker: Vh
HuV 158BACK:5'- GAG GTGCAGCTG TTGCAG TCT Vi '
a3 Ju-linker primers  human V+ back primers
Vu-linker ,
HWK2FOR:5'-ACG TTT GAT CTC CAG CTT GGT
CCC 3

linker-human VK primers
human Jk forward primers

Vi-linker
SOE PCR( PCR, splicing over-
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lapping extend - PCR) ™ : V w-linker
Vi.-linker  PCR SOE
PCR ; 94 5 min,94 1 min, Rl
60 1min,72 1.5min5 , 20000 o
94 30,60 1min72 1.5min, i '
30 , scFv
1.2.7 4l
Sl Not | , S
, pCAN TAB- M :100bp marker ; M :100 bp marker ;
5E , , 1:Vi ;2:VH 1:scFv
TGL, SOBAG , pUC18 1 Ve M 2 xR
, 2 % 100 g/ ml
SOB 30
1.2.8 PCR 24
, 3 ml 100 mg/ ml
LB )
2 Ul 50U | , PCR
i o
1.2.9 PCR 500bp
Sil Notl , 1.5%
1:DNA Marker;2-7: PCR ;8:PCR
3 PCR
2.1 RNA
RNA , RNA 11.858% 285 6000bp — . - ew 80 &8 &3
28S 18S g 21
Aol Ao RNA >1.8 e
2.2 Vu WL o
Vi Vo , 1.5%
1:DNA Marker, 2-7: scFv () ()
Vo 450 bp , Vi 350 4 PCR Si1 Notl
bp, 1
2.3 <ckv 3
sckv , 1.5% B
: cFv 850 bp, 2 (mAD) 140
2.4 PCR ,
puUC18 TGL ,
10° dfu/y g ,PCR 2 %10 , ,
cfull g
2.5 PCR scFv , scFv
PCR 24 , 22 )
scFv, 91.7 %, 3 )
2.6
6 Sil Not | ,
4 [457)
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(HAMA)
( )
(Vv ) ,
’ [8-10] ’
Kabat ™!
Ig
1) 5 Ig ,5’
lg (FRI) :
2) 3 J , Fab
3) ;
4) 1
3 PCR
(2] Vy 3 Vi 3
, K
B
) lgG
31
1x100 B ,
200 ml
B y ’
, PCR
, 10’
10° dfu/M g 10 %
TGL pUC18

10° fulM g,PCR
2 x10" cfulM g, scFv

91.7 %,
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