0469

S F 5L MR HER

Prog. Biochem. Biophys. 2002: 29 (1)

A 5T P FIZ

B EEE

oW ouze”

(I Iﬁi-"}’:*"F"F:I?)}";H‘i'it"’fﬂf JLHT,

WE W E I Keuppel #EH T (GKLF) A& A48t & 8L MO EETR AL
Lo T i s AR AL ANIE BRI Y GKLF k. 17
o 14 (g 41400 GKLF 2&65E Lol i iE 5 4180k />, A BUCH: 9%
1 W A1 R EC9706 %% S 4E HIWk gy, A EC9706 41

L AEAC AR AT DR IEE. A2 Y RT-PCR 174,
T g9 A XK #) GKLF mRNA [0k,
AT b GKLF (922 3% 3% S0 H 8, i e —
it GKLF ¢DNA #1751 43 By W],
KHEIR friTHE,
ZFRSES 0343, Q756

B W & £ Kruppel #f X 7 ( gut-enriched
Kruppel like factor, GKLF), & Kruppel £ 5% [A
THRIBEW NG Z —. NI FEERIAIENIE, %
40 B W s 4 Kruppel B, 12 5005 10 ik 53 34
BATRLLT Kruppel H ISP IR EEFR 450, — 28k
Pt % GKLF —#f, 741205 5 2. W EKLF
T M RIE, LKLF T 27 M N R,
GKLF fEHZE R BF N KLF4, A GKLF JEX
SEAET 99310

GKLF fEiffeis, M, &8 LR, KRR
Mpb kA E L A g R e il 5 Py R
GKLF ik 4w, GKLF (124 B 3 fit 14 ANiis 48
SNEPE GKLF &3k, THEI40 i DNA 194l
UG 45 AR, GKLF nlfig S5 bz 4n il o Fin v
Lan il oA FE . GKLF JERIBR N, 3L)%
A L 2R R S B A W AR A, (EEE R
e, IFECH DR KAET., B8 GKLF A&
il 32 JER B Bt £ a0 T 43

GKLF 21K AR 7T g F 3L Le Rl dH 5. 76/
B R ME T M R A, GKILF 788 & A= 30
R 7B o S N NI (S 2y 7R R D
GKLF 2 ik B AR g 115 b B 59 84 2 1,
GKLF 7E34 2 bk Sk ok k™ g
FE I A GKLF Rikhg w2,

GKLF 3[R 7E 4 (o 4k pr 4k (47 . 9931, &
B h A A A TSk R LOH KR @ K A
IR E R LY, GKLF MR IAG W &

ZHE ) cDNA & fith X 4 2 A 948
P 5 4E Kruppel FE[R 17, RT-PCR, JERH A

Kruppel #E FHEBEERNRIL
T % ERE Rk EWE R X

Sy IR SOT A g, dbat 100021)

CAEE Ak, Rk S

SMUIESE, (OITBIET GKLF 44 F

e B, S AR RSN R R AN R, A B
GKLF A3 i [ ik KPS 181 SR i 47 % GKLF
e TP RIA AR, AR WARE. ik, R4
M P GKLF MR IA2 4k, T —2q1P
73N

1 RS

1.1 ﬁzti'i'&%&!ﬂ"‘f_
B9 T ARRAS R RS A £ I 4140

iﬁﬁ%zi\fiiﬂuﬁﬁﬁ A7 imf_!iwhﬁﬁaﬁﬁ-u\
AT IS
1.2 paEEsF

T AN R EC9706 41 g A 52 5 % 1 W ¢
PR, T F 15% D F I . 100 U/ml 75 %

%, 0.1 g/L BB M M199 (Gibeo/ BRL) 1737
i, 37°C, 5% COp WiBEAAC,  JRUAC N Bl 21 4 41 i
HE TR T AR AR B i 42, 75 10%
BN « 100 U/ml 8% . 0.1 g/ L $E8 521
McCoySA ( Gibeo/ BRL) %5 3% i h, 37°C, 5%
CO, W BERT F7. A5 40 0 ifn 37 30 <5 5256 b, 40 i A
4 mlIE R FRM PR FRE 50% FER, FiAF
0. 5% M35 (% M3 JF 7 i, AWM fE 37C, 5%

S HFE ARFIE AL H (399934200 il IE S0 AL RS
R IH (G1998051021) .

ORI R A

Tel: 010-67723789, E-mail: liuzh@ pubem. cicams. ac. en

RS HW: 2001-09-25, 3552 HIW: 2001-11-23



2002; 29 (1) M FEE5EMEHERE

CO, %A NAREERTFE— e i), BT SE50.
1.3 {ALAFN4AARE RNA B932ELF1 REPCR

AL RNA $2HU3% Trizol (Gibeo/ BRL) &7 & i3
WP HAE. cDNA 25 —HE 4 Bld% SuperSeript Pream-
plification System for First Strand ¢cDNA Synthesis
(Gibeo/ BRL) A& Ut W] 15 EAT, 20 Bl S WA
5 ug JC DNA [ 5 RNA, 1 x PCR 22 M #i,
2.5 mmol/L MgCly, 10 mmol/L DTT, 500 Emol/L
dNTPs, 10 Emol/L oligo dT 213, RNasin ( Promega
Zyd], 40 U/ul) 1 Bl Superscript 11 J ¥ % i
(10 U/BY) 1 8L RAVESHG, RNA B H {6
RNA, ¢DNA 4 F - 20°C. PCR 7E 30 Bl J2 )W
RSP HEAT. ZMAERTAH 10 mmol/L Tris HCI,
pH 8.3, 50 mmol/L KCL 1.75 mmol/L MgCl,
0.1% Triton X-100, 200 Emol/L dGTP, dATP,
dTTP, dCTP, % 200 nmol/ L [ L35 5 F 7 514;
0.5~ 2 1l ¢DNA HiHZ; 0.3 vl Taqg DNA 2K 4
(Promega A ). PCR 5|¥#k B & &M N GKLF
A1 GAPDH 1] cDNA J¥41 ( GenBank & 5| %543 5l
J3 AF105036 F1 NM_002046) #tit. byl s 41 40f0
e b GKLF mRNA (1)KL, R L5149 5-
GTC GGA CCA CCT CGC CTT ACA CAT-3, F
W51 5-GGT CTT CCC TCC CCC AAC TCA CG-
3 B4 GKLF 3 i dEga i X () + 1374
A+ 1749 [ FFH0, W = P 376 bp.
PCR .+, GAPDH 514%) ( LUF514: 5-GGC
AAA TTC CAT GGC ACC GTC AAG-3, Fiisl
). §-GCA ATG CCA GCC CCA GCG TCA AA-
3) AR BN RN AR R, TR R R A
746 bp, 1NN EUSREA 1) N, PCR 471
NG At Ky 94 °C THAEYE 5 min, 417 94 C 30 s,
56°C30s, 72°C40s, 27 MEH, 72 CLEMT min.
1.4 RNARIEEESR

2 g JEIE GKLF mRNA ) % 3% /K OF,
PCR FEIAE S A IR LWE 1) 1. 2% B HE Wit Ji v vk
. ERAERB AL Fluor-S Multilmager (Bio-Rad
nwl) HE, ) Multe Analyst %443 ( Bio- Rad
NA]) WiE GKLF Il GAPDH 4571 1% (.
mRNA %15 K.
1.5 GKLF £1< ¢cDNA $R3F5| /Y 52 b2

Wit GKLF 42K ¢DNA 4ifihJ¥ 5[] PCR 514
(E#551%: 5-CTG CTT CGG GCT GCC GAG
GAC CTT CTG GG-3, Fifsyl4#: 5-GGC AGT

Prog. Biochem. Biophys.

0470

GTG GGT CAT ATC CAC TGT CTG GGA-3'), I
TR =K E R 1 511 bp (= 67 &+ 1 444). LL
EC9706 4 /il ) RNA Sk =4 A Bitl, PCR 4~
184 57 N 44 K 94 CTASYE 5 min, 4K 94°C 30 s,
63C30s, 72°C45s, 30 MEH, 72 CIET7 min.
RN =2 0. 9% By i B 5E R HL UK 70 25, DNA F
BERH QIAEX 1 Gel Extraction Kit ( Qiagen) iF
frmi a4, H R $R R & U B AR AE. I AS
DNA F Bt pMDIST #ifk (TaKaRa) iEFE. A
FBAE 4 7 51 52 (TaKaRa). ] ELR RO 3k
GKLF Zwfith F¢ 41 3 47 3L K e 51 6 fE LL 8 hup 2/ /
www. nebi. nim. nih. gov/ cgt bin/ blastn/ nphr new blast
1.6 FitHHh

SR RS B 14 ¢ G s 4 v 2 2 e
2 % R
2.1 GKLF R B8R ERm AH L P RiE

AT 51 RT-PCR J7i%, s 7 17 Bl
PR AN M T3 N 1) £ i 21 23 B LI Al 1E o 4121
* GKLF [f) mRNA 57KV, e & A2 b A b 25k
W F] GKLF (¥4, 1L PCR ¥ 847 K~

TR K A b 14 Bl N, EAS N
GKLF [ 33k & B WAR T 155 41 23, Bl « £ 56 4¢

1 2 - 4 3 [
NCNC NC NC NCNCZC

883
o GAPDH
U4
331

GRLF

Rauo (GKLEF/GAFIDH)

Lnhbhn

5
patients
Fig. 1 Semi quantitative RT PCR of GKLF in esophageal
squamous cell cancer patients
RNA from specimens of normal appearing mucosa ( N) and cancer ( C)
were extracted and GKLF as well as GAPDH were amplified. ( a)
showed the representative results from several individual patients
(numbered as I through 6). Relative GKLF expression was calculated
as ratio of GKLF to GAPDH, shown in (b), grey bars for N and w hite

bars for C.
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Fig. 2 Total RNA extracted from EC9706 was reverse
transcripted
Full length ¢DNA coding region was amplified by PCR. The PCR
product was electrophoresed onto 0. 9% agarose gel which showed a
1. 5 kb band as expected (lane 2) comparing to the DNA molecular
mass marker ( lane ).
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Fig. 3 Serum deprivation induced GKLF expression
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cancer cell line EC9706 was underwent serum deprivation. (a) GKLF
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Expression of Gut-enriched Kruppel-like Factor in
&
Esophageal Squamous Cancer
WANG Nan, LIU ZhiHua™ , DING Fang, WANG Xiwr Qin,
ZHOU Chuan-Nong, WANG Ming-Rong, WU Min
( National Laboratory of Molecular Oncology, Cancer Institute, Chinese Academy of Medical Sciences, Beijing 100021, China)

Abstract  Gut-enriched Kruppellike factor ( GKLF) is a newly identified eukaryotic zine finger protein

expressed extensively in the gastrointestinal tract, the expression of which is associated with growth arrest.
GKLF expression in the tumor was compared to normal mucosa in esophageal squamous cancer patients, using
semt quantitative RT-PCR. Expression of GKLF mRNA was detected all of 17 cases of esophageal squamous
cancer. Decreased expression of GKLF mRNA was observed in 14 of esophageal squamous cancer patients
compared to normal esophageal tissues adjacent to tumor from the same patient. Serum deprivation induced
overexpression of GKLF was observed in the primary culture of human fibroblast and this induction was
decreased in an esophageal squamous cancer cell line EC9706. Sequencing of GKLF ¢DNA from EC9706 showed

no mutations in the coding region. The results demonstrate that GKLF expression in esophageal squamous
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cancer is dow r regulated.

Key words

esophageal cancer,

S F 5L MR HER

gut-enriched Kruppetlike factor,

Prog. Biochem. Biophys. 2002: 29 (1)

RT-PCR, gene expression

* This work was supported by grants from the National Natural Science Foundation of China ( 39993420) and China Key Program on Basic Research

(G1998051021) .

- Corresponding author. Tel: 86 10-67723789, Frmail: liuzh@ pubem. cicams. ac. en

Received: September 25, 2001 Accepted: November 23, 2001

Analytica China 2002
RIS R E AR ERR SRS

- Analytica E TS ¥ IR Bk 275 L2475
o S [E b 2o 3L A 26 A [ PR i 2
- [H PR ER 210 60%

Analytica 17— P 7 (0B &x: 30— W T 402 (14 43 #7434
?Jéliﬁ'fi{ﬂ'éﬂiJFllf’ii%&*h'Iﬂiﬁ BLM ANALYTICA [ R ist

L K AR B —— XA S 5 AR 4 B A Py S e
Lfr’rﬁr W17 —— g A R A ] e e O — 3 A
*F-f3 . Analytica China #47- 2002 459 H 3 H#% 6 H{E [
S LA A (g L v 7 [ s B 0E R L (SNIEC) 2847 . %R 2
S FLAT B R AE R b B S 2 RN 2, el s o b L il .
I AR A W B A UK () i i ok B A S B LR

e i i sy

Sl | o VT = W P e ]
Ser NP RE VR L el B e T ) B S A R L A
MIZE[H . JEEE AnalyticaChina 2%, (5] 55 )8 S Bl 402
(186 I e s 2 e 5 11 Aol HE NG — M R T b, T E AT
FEHOB Ik 5% U (L A5 BERTAE 7)) L AnalyticaChina

AATHEE 58 )8 B Analytica H1 R ¥ i 25 3= 80R0 Jig %G 20 25,
i1y L a4 SN AT T 5 b o I 0T b e
AnalyticaChina — FR & F0 W 4%

AnalyticaChina ) FLbs R i A4 20 B 028 - B0 . skt
FHOA A B AR RS W R SR A, L R 2
2 L frhh o P 2 IR R 25 A0 L I IR 45 R T K
AL

K4 250 ARG AE AnalyticaChina 2 i . i

A7 MR R 23 I = AR R DK, B e [ B ] A [
PR (R ASEE L kR EMEEAA) . kAXE .|
A1 [ s 255 47 Do i oy L mlan i ?r’\—'léi‘ﬂ&'d;.,

AnalyticaChina Tl 47 £ 15 000 AL A LB . R

RS, i AR K ok 40 R 1 5K LI B Ax
W TARFESTT - AJEWFSEHLR .« A RELR BT 3
HUAE ) mm;\ SN S O E T :‘s*ui\J\. bl

SN A T By AR A R L AR AR R L Al
RS DN B R NV & DN
DIRFE LA R

AnalyticaChina FIUEE[H 5% JE M 1) A nalytica 75 75 306 [H 1
117 39 43 275 1 JEAH [+ £

<o f

AnalyticaChina 1% 7% {43 2 BEEF )00 4% 40 B B 1) %

Ji, R R L O L S BT RO 2 B AR Ak
Y.
« S H R A
% DA o A\ S B0 B L PLES .
s (1) 3 A 912 50 5 AR i
o 0 0 R JBi g

F 45 FI)3 ) Ak 22

V7 B DR S T B b Tl R A L R B
B

< EALEEART 1

Rk 1 Ji B3 3 K & T B 7 A 0 B AR RN 8 W k2
S LR A A i A A 0 T B AT . R ;J.E‘LF] L

o B2 A R R A B A ) S R
P22 o 25 RS WORE A (R 45 2 T A
hEARBRFES

— ZRANAE BRE I JEREAE AnalyticaChina JE2% 7345
G . AnalyticaChina [K B isf 23 06 8808 i BHE L olk 51
PR NAZHUAITE 43 1T+ 18 W97 00 A 400l A S04 L g F

R . P A2 2 IEAE ALY AnalyticaChina [ i iFisf
2, MR IR AR 0 25 A4 R GO M bR T 2 1
"

R it I ] A R JE S i AR A A 2 O L ok A A 4
AR s S S . sk Ak, EFAT AnalyticaChina [ JE /5 FIW
AR, R RETREE R e AT — R R 55
inEl.

FEEREFERPEAF L ESIHR

EEE L [ A A 2 ) IE A AR A ST A R A )
@ il . AnalyticaChina J 25 (1) BE &5 15 Rkt 73X A~ 75 22
P A% e MR B R OO A TR Analytica i 23 28 I 2 HUHE,
ANAE R 5547 i 44, i Lk i A3 T 08 ] LA R ] s b ¢
(FIR K 6 RS AT . 38 ik 2% 43 AnalyticaChina 12X — 7 [ %
Zx, B e MR B B0 U AR AR B A L R 0 N TG R Rt 1
s, SO AT Ze e a5 .

PENG iS4 il 86-21-68863366-805, 800
{6 10: 86-21-68862267

www. analyticachina. com





