— 1284 — EXERKFEER 2008 £ 33 5% 11 8 (Journal of Chongging Medical University 2008. Vol.33 No.11 )

XEHE:0253-3626(2008)11-1284-03

N T i o . R LA R DR SO (i e

LR SN
(L. EREMREMES - ERKEZF 2. BEREMNRFEMEZRZEZHIE FKX  400016)

[# Z)8 &, 6 & NP R E B4 51K (Single—chain variable fragment scFv) BB CE , & A M BRE R HEFHE A
AR BERNA, B RT-PCRAFIY VAV EF H W B S aib i v R v EE 5 Wi i « 37 41 Z & % /% PCR” (Splicing
over-lapping extend PCR,SOE-PCR)i ¥ ilscFvEE & A B , ¥ scFvik B 72 [ A W5 B B4R R pCANTAB-SE 8. % AEcoli TG1,PCRI%
EEHIEEEBAR 1S%HEEEREKETHETERT Y, &R MRERE DS RBUERNAGISE B IKE R T
B LI BTA928 S 18 S&H VLI R K/NZAH370 bp, ViR H350 bp, A% )5 MscFvEEE #8750 bp, PCREE=Y 1L
AR HK2.2 x 107 CFU/ g, scFvBI FHIE TR A B H83.3%(20124), £+ LTI E T NBEH AR BscVER I, it — B g A
B IR B sc PV Rt T IR A

[ 36 82iR | B R IR S b Ik B R B I 2

[(FERESHXZHES]IRTIL2 [XER4RiEME)A [ ¥ %5 B 89 12008-05-19

Construction of gene library of human-originated single-chain variable

fragment antibody associated with lung adenocarcinoma
PANG Hua, et o
(Department of Nuclear Medicine ,the First Affiliated Hospital ,Chongging Medical University)

[Abstract] Objective:To construct human single~chain variable fragment (scFv) antibodies gene library associated with lung
adenocarcinoma. Methods:Total RNA was extracted from the lymphatic tissue near the lung adenocarcinoma.Vy and V, fragments
were amplified with RT-PCR the purified Vy; and V; fragments were used to produce scFv fragment by splicing—overlap—extension
PCR. The scFv gene was cloned in pCANTAB-SE Phasmid,then transferred to Ecoli TG1.The insertion ratio of antibody gene
was identified with RT-PCR,the positive enzyme—cutting products were identified with 1.5% agarose gel -electrophoresis.
Results:Clear 28 S and 18 S strips were found in total RNA;The size of Vy is about 370 bp,V, is about 350 bp.The size of
scFv is about 750 bp.After transformation into Ecoli TG1,2.2 x 10" CFU/p g ampicillin resistant bacteria colonies grow after
overnight culture,and the positive insert ratio was 83.3%. Conclusion:Human single-chain variable fragment(scFv) antibodies
gene associated with lung adenocarcinoma was constructed successfully. It could provide bases to further screen the antibody
library construction.
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1.1 #H#

HRNAH KL 7 & (Tissue RNA Kit) , B [ i 7 &
(Gel Extraction Kit), 5 47 #1 $2 i 7 & (Plasmid Kit) %55 5
rHEEAY THRARAE, RT-PCR HH& (RNA PCR
Kit) . Sfi [ #iNor T FR%I ¥ I8 Taq DNAR 5 B T4
DNAZ MM T RES4EW/AE, DNA 100 bp Markerlt £
FHAETAEYTITBRBERRSERAR, BE B K
pCANTAB-SE i B B A M13K07 . K 1T B Ecoli TG13 M
H Amersham BiosciencesA A ,

12 Fik

12,1 HEZERNAMWER RboEriEsE (ERKE
BLK 22 MR S — BB W SR A 1081, F ARG £ ol
LYNREENRAERREYS AXHSFETE , RERA
WA HAE, B G AR FARNAR SR S TR B, &
SEAE R R A R O 4 R R LR K SRR T fil
2 M RE [F) B B IERNABE IR, SR /5 B A AT RNAS 42 12057 &
TR, B2 BRNA, B EBHRNARET-70C, Bl

Lk FIMTRNA B SE M | 43 6 B (0 Ao/ A s BTRN A BY 25
B,

122 BEYHVHMVLERSIYX 319 F5] e fE e
SR AIUPACHT B H K R=AHG; W=AKT;K=CET;Y=C
T;S:GHRC;H=ABCET;N=AFHCHGCHKT, 51 ¥ & 4%t |
EMERILE - HEEEYBEARARTELARAEGH, N
PAGE&l{L7= &, B4 ¥ B 318 . PCRIZ R 5| 4 LAEvk B
K02 wmol/L, X ¥ 14 EAE AT 4F K My R vl B X Y 45—
AN 51 M A0 A BT 51 038 SRS X (AR 07 % ) fPCR , 2R S 4

B PCRI- My Ik € P I VHRIVLER K B85 9%, ¢

W HE A X 5 ¥ % . HuJ,;3FOR .5’ ~-TGAAGAGACGGTGAC
CATTGTCCC-3’ ;HuVy5aBACK 5’ -GAGGTGCAGCTGTTGC
AGTCTGG-3’, ¥ s n X 5|45 Hul k 4FOR .5’ -ACG
TTTGATCTCCACCTTGGTCCC-3’ ; HuV k 5aBACK .5’ -GAA
ACGACACTCACGCAGTCTCC-3’, ¥ 3 VH-Linker5{ ¥ 5F .
HuJ;3Linker ; 5 ~AGAGCCACCTCCGCCTGAACCGCCTCCAC
CTGAAGAGACGGTGACCATTGTCCC-3" ; HuV;5aBACK 5’ -
GAGGTGCAGCTGTTGCAGTCTGG-3" , ¥ 3¥ VL-LinkerZ| ¥
5 .HuJ k 4FOR .5’ -~ ACGTTTGATCTCCACCTTGGTCCC-3 "’ ;
Linker-HuV k 5BACK ; 5’ ~-TTCAGGCGGAGGTGGCTCTGGC
GGTGGCGGATCGGAAACGACACTCACGCAGTCTCC-3 " ; 5|
AU E 5% . HuV,5aBACKSf .5’ ~-GTCCTCGCAACTGCG
GCCCAGCCGGCCATGGCCCAGGTGCAGCTGTTGCAGTCTGC
-3’ ;HuJ k 4FORNot:5’~GAGTCATTCTCGACTTGCGGCCGCAC
GTTTGATCTCCACCTTGGTCCC-3’ ,

1.23 RT-PCR ¥i# % K i (cDNASE—#M & M)

1231 HFIAREGEERREMBE MgCl, 2 pl,10x

RT Buffer 1 wl,RNase Free dH,0 2.75 wl,dNTP Mixture
(10 mmol/L. each) 1 w1l ,RNase Inhibitor 0.25 pl,0ligo dT
—Adaptor Primer 0.5 w1, RNA 2 w1,AMV Reverse Transcriptase
05 pl, BE10 pl,
1232 #UTFHRBGHETRERRM 42C 20 min,99C 5
min,5°C 5 min 1/ME3,
124 VAV EREY H
Ly v avVERRE,
1241 #TFHARAGPCRINIE B8] A48 X A4 ol
AR 4+ 5313547 .5 x PCR Buffer 10 w1, REZEIEK26.75 pl,
Back primer 1 1, Forward primer 1 @ 1, dNTP Mixture(10 mmol/L
each) 0.5 p1,MgCl, 0.5 pl,TaKaRa Ex Tag™ HS 025 pl,
RE40 pl,
1242 #£E—PHREBMARL2S HHRREHER
JEWPCREMEH  BREN, Z, BRRF50 pl,
1243 #HUTF &M #FPCREL 94C,2 min 1B,
94°C 30 5,55%C 30 s,72°C 1 min, 40N ,72°C,7 min, 1
&R, PCR7™= ) FA S A8 0 B Iz v 9K (1.5% ) B4 B e v, IV Ak
BhRE,
125 schvEREMMALR VMV ER R BT M E#EK
Vy-linkerfll Vi -linker. F§ bR sifb MV RV ER A BIER B
7T 2E 1 2 8 IR RO B AR, A M 5 02 A human  JH-linker primers
Flhuman Vy back primers¥™ 3 Vy—linker , FJ A XF B #9linker-
human Vi primersflhuman Jx forward primers 3V ~linker,
B9 4] & & IE f# PCR (Splicing over—lapping extendPCR,
SOE-PCR). ¥ L&Y 3 KV —Linkerfl V,~Linker 8§ PCR7= 4
FEEG &L T FISOE-PCRE# . B A A HI4C 5 min,
1483 ;94°C 1 min,60°C 1 min,72°C 1.5 min, 57§ ;
RIGIMASEY A A3 ,94C 30 5,60C 1 min,72C
1.5 min, 40 1E 3R, B AL A WL scFv,
126 HERKEFRCEMEY BREREERERAR
HHENESE | MiNee | BUAR, =WaE, 5REME
Y15 W B R B AR pCANTAB-SES 47 % e R B, i #E - Wy ik
Ja BB KB HETCL, BSOBAGT 4R , R B FpUC1 845 #E
AL B LR EEE2%E BB M100 b g/mlBSOBH: 5
# E30CHFHE,
127 PCREXSEHAREREBARE MU HEEE M
A3 mEREFEEZI00 mgml LB FiER, AR
EAAWRAEBRUER 2 nAERRAS0 wIk R #17
PCRY" 1 3 Hie 4 168 1B v kA W sc it A S A 22
128 FHMEREMULE PCREMMAMEMERASE 1M
Not 1 XUEEY), #1347 1.5%3 BR FEBE I FLIK

JH B 52 4 89 51 9 % 43 3 E PCRAX

2.1 HELERNA R
i JiR o8 58 UK 2 45 B RN AR 1.5% 35 i o5 X
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(1. B=FERFEFTHEEGGEEXHARELEERGHRIOM RHSESHERELLRE, EX  400038;
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[# ZE]86 . WE/NBIY A% AIFIT] (Interferon—induced protein with tetratricopetide repeats1)fIJAB1 (c—Jun activation
domain-binding protein 1)7E FF It B4 3 3% Y 41 M 5 (o7 R S M o 5 45 F5 B S P REETFIT1 AN JAB 1 R 1A B B2 M 400 45 S0 SRR B 9 1
REE RN M5 FHLE, F o K15 REBRRCS7/129/0 BUBEHL 2 K934 (n=5) , IE R X R et beth+ RMLARAAL, R HTBSA 15~
20% ME/NBEEGHER, FAEE 10 mgke, LLRES , BH15 minh T, A TRGE4 MRE L BT, REBRKLETE
(Western blot) W22 & 4 FFIFITI FJAB1 By FE ik i, BUIE# 3 IR R SUVER B 1T R B H AL % 77 X TFITI MJABIAY

&A@ Ae-F01973- ), F 8+,
BT 6 A P ERGREF BHHR,
EREE: A%, %, #48, E-mail: suyp2003@yahoo.com.cno
BEWE: BEAAMZEEHIFH MR A (30328025 F
G BGE LAY BRELEREAMRA;EAEK 73
5 B (2005CB522600)

FEMAKEN, 2R . BHAFIMREIREEY AR E
MR (P<0.01), B2 Ui A JAB1 3 ik B IE 8 %t FR 4 i 3% M 1K (P<
0.01) ; EEERIGIT HIFITI R AR IEH 3T A FEhx B4 8
EREIR (P<0.01), BIRERBITHIABIR A B EE X BA B F
R (P<0.05) B Betii 41 B £ F & (P<0.05), FEdl A%
77 i S8 | IFIT1ZE AT 40 M M 3% 3 15 o PH 4 | JAB 178 JiF 41 A A

B Al A IR P E B 3 25k VR 2 AN A i v B 4
M g —EmENRAETEAL x 107BikE4H
M, X EREEDTFE200 mlohE M, H R
VE+ 3 AR, 7% 50 56 358 4 i 988 T A 08 ok J&) [ S AR O
B bR AN R B AR PRI SO, T R ik
BB RN ARERE W ERE T LIRENB
MM EZL AR i M L E sl B, B T
B EscPyREURME AR, BHAEMEMHECHA
VRTIR A B AR IR,

WHEENEEBEANXBELSBRRENERE
B ARG E SO, HiikPEEK ) M i i H
e ST AT REME LR K, ME—NEA N 10!
MAEWEETIAE Bt BINAEAR LT
NEFTA MBS0, KGR ER D
HHTHAEEOSCRSI, — Bk, 48 M5
M EAN T10~10° CFU/ gz 6], AL ApUCIS
o o S 0 B R AL R A B 108 CFU/ g, PCRIE#
PR L R R B BEIA B2.2 x 107 CFU/ g, scFvi
REPE 4 A H83.39% , 15t B b 7 vk 1 4 10 KW AT B 2
AIRBI PR PR ER

Z R, AR N FEIU RS scFvEE
H SN T — 18 B 5 kA 0 A R e v BB

MREEscFvT F TE B, MiX fscFvE27R T
AT R A S TS A T s IR RLA
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