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Screening the Candidates of Tumor Suppressor Genes
in Human Carcinoma by cDNA Representational
Difference Analysis. ZHAN Feng-Huang, JIANG
Ning, CAO Li, DENG LongWen, ZHOU Ming,
XIE Yi, ZENG Zhao Yang, LI GuirYuan ( Cancer
Research Institute, Medical
Changsha 410078, China).

Abstract Using ¢cDNA from normal human primary

Hunan University,

cultures of nasopharyngeal epithelial cells as tester
amplicon and ¢cDNA from nasopharyngeal carcinoma
(NPC) cell line HNE1 as driver amplicon, four dif-
ferential cDNA fragments were isolated by ¢cDNA rep-
analysis ( RDA ). While

these differential cDNA fragments were hybridized to

resentational difference
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it was found that they really
RNA

blot also revealed that the differentially expressed

amplicons by DNA blot,
came from the tester amplicon. In addition,

fragments were not expressed or downrregulated in
the NPC HNEI cells;

indicated that those differentially expressed fragments

and sequence analysis also

may include tumor suppressor gene relative to NPC.
Therefore, it shows that the cDNA RDA is an effec
tive, sentitive and specific method for screening the
candidates of tumor supressor gene.

Key words
supressor gene,

analysis ( RDA)

nasopharyngeal carcinoma, tumor

c¢DNA representational difference

K B FT B e 0k Y B B AR S M RO 5
ROE E B MRS GBEE W W

(i B SRR kst 100037)

BWE WO EEENH AR R MU (HBsAg) MBI (ScFy) i fb & PEdE 4T THZ.
Jo 6 23 0 ot AT AR et T R AT R b AN S 1 R AT
SR STk 2 M B R PR, R BILRE b A2 M A R A% e v iy S
R MMCE N 81% .

200 F1 521k A AR ST 98% ,
7 i T [ g .

IR REEPUIR ScFv,
FRSES R392

Wk, aith, &tk

LEEPUAE (single chain Fv, ScFv) A& Hiik
HRETT AR Vy AR HETT AR X Vo, Jdd — BOE R IR
R EAEA . TS TR, FiE

Tk, R AR, AT IED DR, A
A7 BLUF RO AT 5%, U ARk (6 P Ab 2 3 ) g Ak
HEAT TR, AEME T PSR R

(HBsAg) 1] ScFv, JFE KT RIEAR P LA
TR R AERIE" Y, TR B T
PERAS TSR A, L2l R AP KR 4 SceFv
P BEIAYY . ARG RRREE BT S 1 v (& ik

FUR IS PERCR AR, BRAE S, IR TR
FITF AN . D e 3RATTx 0 75 7R A [ 5T HBsAg

ScFv AL FAERL S MEREAT TR, BRI a
TR (P HBsAg ScFv) W HEL R (1% Sepha

il TR A 4
S AR RIL ) ScFv MEAT BT M SRR 1, L
PU HBsAg ScFv £85I (7, 1% Sephacyl $

T4 Al b Sk ) 20 EAT, A T AR R, e T

eyl 200 HEATKE b A A, M A PER N
98% , HREAMIWCE N 81% . IXPhfs a4k fn &2 1k
O E R IR LML T B R, B
THRAF R, BT RGN AT 5.
1 MRIFEE
1.1 ¢35

e A A £
).
1.2 SRIe#rR

AR FRL, KA B BL21 (DE3) b A%}

A% (FPLC)

( Pharmacia

C % 863 iR (863 102-09-0201) FI4r A 2 14 T N
(967004) i .

R H I 1997-12-15, A& HIW: 1998 04-24



+ 170 - EMFESE ML ER

17, PLHBsAg ScFv ik kL pT7SCM A % #)
2 ARBARTRIE K ScFv RIS AT — AN AT
9E10 HHTIHAIN e Mye K. 9E10 Hhi: A= H
ifil. Sephacyl S-200: Pharmacia 22 7). 4 J8 8 5%
FUZBTA R A S H P b A: 50 mmol/ L
TrisHCL, 2 mmol/L EDTA, 50 mmol/L NaCl,
0.5% Triton, pH 8.3; 22 ¢k B: 100 mmol/ L
TrisHCl, 0.5 mol/L NaCl, pH 8.3; £ C:
10 mmol/ LBKI4, 100 mmol/ L Tris HCL, 0.5 mol/L
NaCl, pH 8.3; & #f'#{ D: 50 mmol/L B M,
100 mmol/ Ll Tris HCL, 0.5 mol/L. NaCl, pH 8. 3;
W E: 0.1 mmol/L JKZ, 100 mmol/L Tris
HCI, 0.25 mol/L NaCl, pH 8. 3.
1.3 KWHE
1.3.1 $i HBsAg ScFv [ &k K05t ¥
AL T E4LURL pT7SCM 1) BL21 (DE3) 418 T
100 mg/ L 2R EN LB 85983 h 37 Cl ik
K9%, SRJG LA 1 20 M LG R 1A R i B R 2k vh,
FT37TCHEKSE Ago= 0.4~ 0.6. A IPTG 2
1 mmol/ L, 37 CAkLEEFE 4~ 5 h Ja, HOUEE I
W (AT IIREYE ScFv) M. AMWEDTELL 10 ml/ g
B LE BT T A W, K ARk 10 s, 1)
B30 s 4k 6 W, B0 AEDCIE (14 000 r/ min,
20 min) . KFUOEH] A WWDEER =05, BL10 ml/ g
(M) L2 B T 75 2 mol/ L JRZ . 4 mol/LL
JRZ . 6mol/L JR%E . 8 mol/L JKZ . 8 mol/L JR %
+ 0.01 mol/ L. NaOH LA K 6 mol/ L 3R ERIIIY B ¥
APERE L 51K, 4 SDS-PAGE HijkoMl 52 HAR
PERCR.
1.3.2 $i HBsAg ScFv [14fi{b 421

a. BNTEME: A5 RE I A I I T AR PR
fRIE L, O B i 2 4 A SR A E AR
iTalifk, KRS 6 mol/ L JR 11 B W 1 4,
P TT 6 mol/ L JR M B ¥R S5 HAE, AT 10
FEREA R AH [F) 92 o ok, 5 10 A5 AR &
6 mol/ LIKZ ) C HiFUESS, W% 6 mol/ L JRZ I D
WRPEIRFE . P13 RS AT 3 mol/ L JRZ0. 5 mol/ L
KR B WOENTIE A, X E HOENT 1 d.

b. & @M A R MENT R St &8
B ENEN A 6 mol/ L JRE M B WV, ¥
FEah ] FIRELE o 4 F5F0RE Ja LA, D 10 F5 k4K
FUG B WEEYE, TR 10 RS AERRLD 6 mol/ L IR %
Y C W DE, SR IE D BRAR IR 25 Ik i k7,
i 5 0.1 mol/ L JRZE (1) D /K.
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c. WIS FERME: 3 UF Sephacryl S-200 FE
i, de FARHE Sy 7 i 8 1 ( Parmacia A 7] 77
TS0 I 07 N (1 7 a5 T8 = e & D o VA /=
H E #°F4i7 Sephacyl S-200 kE, % FER AR 5% I
BASVERRE A, FIDRIE R BB A% (FPLC)
PEHIE 0. 2 ml/ min, F E WPENE, % 1 ml/ 45 H
SR VEMEAR,  Rh o5 DL e AT I 1 % Gt A
1.3.3 SDS- %R N & Bk i & I vk (SDS-PAGE):
WA I VE ] 10% = SUBS BRUTIE R 46 5, 1
12% FBERS R AT HIK, 2% 5 Gl e M 54 1.
1.3.4 ELISA 3G H HBsAg WM brA, 1%
(1) BSA B )5, I 50 wl f5iRE S, 37 CHET
1Lh, JIA9E 10 #.47, 37CHFH 1 h, A HRP-
PLil IgG, fe)i 11 OPD JEY e, BEbr il A 5.
1.3.5 AHATSEMERMTEE: HHBILM N ik
A e, FRATTHT K o 11 43 b 3 3k (1) T g 4
ScFv fE b Z e W, 45 1031 B 3k 10 5 1h fiE 1k
ScFv 55 7% L3 I IR 2 T vE Ji 20 4 4 Ja 25 2 A
JENTIE AT, b )5 I FE 4 SDS-PAGE i 4
(&5 C A AL A 8 A b7 e i), 4R
JEA VR TR A7, F ELISA B BLILAE g 5 e &,
WHITHXT S (A (R E ), [FIRH
PERE S A G B, U0 T o G5 PR A (R A O A
e AHXT MR = FE SO LIS/ AR S A LGS
x 100% .
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I B b s il i, 0 e 8 s AT UE 23 53
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<, 2 mol/L . 4 mol/L JK % AN e ¥ i b 6 5 14,
6 mol/ LIK £ N GEE % 40% ., 8 moll L JK % n] ¥ %
75% ., 1 8 mol/L JXZ M 0.01 mol/L. NaOH T %
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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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bodies, purification,

single-chain Fv ( ScFv), inclusion

refolding
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