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Construction of GPC3 Promoter Reporter Gene Vector and Analysis of its Transcriptional Activity. Jin Ronghua, Chen Xi, Wang Meix-
ia, Zhang Honghai, Sun Yu, Chen Dexi. Pharmacological Base of BeijingYouan Hospital , Capital Medical University , Beijing 100069, Chi-
na

Abstract Objective To construct glypican —3 ( GPC3) promoter luciferase reporter gene vector, and to analyze its transcriptional
activity. Methods The human genomic DNA was extracted as template. GPC3 promoter gene fragment was amplified and cloned into
PGL3 - Basic luciferase reporter gene vector. After HepG, cells being transfected, the transcriptional activity of GPC3 promoter was veri-
fied through the detection of luciferase activity. Results Basal GPC3 promoter and full — length GPC3 promoter were successfully con-

structed to PGL3 — basic luciferase reporter gene vector. GPC3 basal promoter had a strong transcriptional activity, while that of the full -

length promoter was 4 times higher. Conclusion
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GPC3 promoter luciferase reporter gene vector was successfully constructed.
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o R BE B /N e 4 O R & (i [ BRE BLAT ) ; Fugene 6 5 4t
i # ( B+ Roche) ; PCR #" 14 {X (1 E Eppendorf) ; DYY - 6C
AU PR A (3% [ Bio - rad) ; Tanon 1600R &Y &E i s AR A (1 [
Kfig); A 3h b % X &k 6K W L AutoLumat LB953 (7 [
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2. 973 GPC3 Jg 3 F 3 . R4 HCC 35 EDTA 415t 42
Ifi, #% 5% QIAamp DNA Blood Mini Kit 31 5 #E 47 B 4 , $2 Ut
4 DNA, 447 GPC3 J5 2 F )% %] (| 1, Genbank 1D ;NG _
009286.1) , % i 41 20 PCR 3| Y9 1 F- Bt A, 245 600bp ( &
2A) ,IFFESE — % PCR M IE M 5149t 51 A BamHI g ) 457 £ .
GPC3A - out — s;5' — CTTCTCCCAGAGCCAGTCAGAGCG - 3/
GPC3A - out — as;5' — CGCTCCTTCTTCCAGAGACTGCAGCCC
- 3';GPC3A - in — BamHI - s:5' - AGCGGACGGATCCTGG-
GAAGCCAAT - 3';GPC3A —in —as 5" = AGCAGCATCGCCAC-
CACCAAGCAC - 3', DI AZEIL N4l DNA Ry Btk ifF 179" 3,
Wit PCR W £ 11344 :94°C 5min;94°C 20s,55°C 30s,72%C
Imin,30 NEH;72°C HEMH 10min, 53 Bt 05199 18 A B
B,#y 1.5kb( & 2B) ,IF7ESE 2 B e ) 51 51 A BamHI i 4]
i /5. GPC3B-out-s: GATCCGTCCGCTGGAGTCTCACT;
GPC3B - out — as; GCATGCCTGCAGGTCGACGATT ; GPC3B — in
- s: TGACCAAGCTTACGAATTCGAG ; GPC3B — in — BamHI —
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as: CCCAGGATCCGTCCGCTAACG, A A ZEH: K 4H DNA 4
MHEAT P 1, P PCR K2 B 2% 14435 9 :94°C 5min;94°C 20s,
55%C 30s,72°C 1.5min,30 &K ;72°C FEH 10min,

3. pMDI8 — GPC3 Ji3 2l F &k M b & . W LR 97 4 7= ¥ 4%
Sul, 76 1% B Jig 4 8 )¢ b # 47 /L 9k (120V, 15min ), Tanon
1600R FU&E B AR A RLAR 43 BT o Wn 2Rt B0 B i 55 (& 2A
2B) , W) F BEE 2 v 2\ A Y B I [ S0 ) R A AP SR AT
B, 0 GPC3A FI GPC3B WA~ H iy 1 B 43 3 50 & 3| pMD18
- T #4& &, ] BamHI FI HindIII XU % & pMD18 — GPC3A
(& 2C) , ] Kpnl F1 BamHT XL Y] % & pMDI8 - GPC3B ( &
2D) , PAPE e B3 I 15 A M B R A RN T AatE — 25 B E

4. pGL3 — GPC3 J& 3l F i & £ F 24 /R #4 2 : Kpnl FI Hin-
dIIT XA 4 pMD18 — GPC3A #% 44K [A] it GPC3A A B, Kpnl FiI
HindIIT X{f§Y) pGL3 - Basic 44 [l £k P b 28 44 , 35 JH T4 &
FEWER 0 & AT 2 1) 2% 42, Kpnl A HindIIT XUES 4 25 & (&
3A), BEE B R i — A5 I B8 IE , IE 1) 4 A 52 BE R Oy pGL3 -
GPC3 - 248 #f 45 JL K 4% 44 . Kpnl F1 BamHI 3§ Y] PGL3 -
GPC3 - 248 # & ff 2 £k M 4L , Kpnl Al BamHI XU Y] pMDI18 -
GPC3B & Wt GPC3B F B, 4K J5 % W0 =& 5 ) % #2 , Kpnl FI
HindITT XL 5] %5 5 (8] 3B) , B2 5 B F — 250 % B840, 1F )
A SEREEN S pGL3 ~ GPC3 — full 2 45 5E P A .

5. HepG, 4% Y 55 iz 45 & K 43 #7 : HepG, 40 M 75 &
10% Ji 48 1L /) DMEM £ B, 37°C (5% CO, K AR IR B
FE IR T B IR B A o WO R L, AR A v R D 1 x
10* A/22 T BT 6 FL 40 M 3% F7 AR, 45 9L 2ml, 41 i Y
12h J5 ,4% 3 #H%% Y pGL3 — Basic ,pGL3 — GPC3 — 248 Fl pGL3
- GPC3 — full BTk 0.9wg, /M 0. Lpg 9 pRSV B - gal Kk
AR R BRAES IR HE Fugene 6 55 Y 6B A5 047 38 4E , 5% e Lh 1]
J& 3l Fugene: Lpg FFik:, %4 36h J& 46 40 I A vk ¥4 Y 24
##% (0. 1mol/L K, PO, , 1mmol/L DTT, pH =7.8) , W & ¥
filt 3 Y% ,4°C 12000r/min B .0 20min WA i B 2¢O & i
SN W (10mmol/L 3% Y% 2, 25mmol/L  glygly, 15mmol/L
MgSO, , 10mmol/L ATP,pH =7.5) , 4 [ 80 % =X 7 W6 43 H74%
R I ¢ 56 28 TG R o RH X S B B B e B — 2 LB R
bRl 2 MR, B0 20p] 2 AEY A B - gal B W (1mg/ml
CPRG, 50mmol/L K,PO,, Immol/L MgCl, ,pH =7.8) ,37C Jx
N 20min, T 570nm % K32 B G BE R . AT UL G 5RO
JE 22 L0 RIS AR 55 B
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1. GPC3 J5 3l J5 91 43 Hr < AR 5 26 18 [& 37, LA oF

Fele (NIH) 42 Bt 89 15 3h 5 20 #r ik 55 & 48 Chup.//
www. ndsu. edu/pubweb/ ~ mecclean/plsc731/cis -
trans/cis — trans5. htm) 3 #r B8 (B 1) : GPC3 5 -
UTR #9 - 248 #| + 16 2973 3 T X, 77 £ i 4~ Spl, —
A~ AP2,—~ HSV_IE _repeat £1 3 4~ TFIID %55 %51,
M -1628 F| + 342 7EFE A $E CREB, E2F1, ¢ — Myc

. 48 .

SETEN I Z NIRRT 45 5 P51

-1628 GGAGTCTCACTCTGTCGCCCAAGCTGGAGTGCAGTAGTGCGATCTCAGCT
-1568 CACTGCAACCTCTGCCCTCTGAGTTCAAGTGATTCTCCTGCCTCAGCCTC
-1508 CCGAGTAGCTGGGATTACAGGCGCCTGCCACCGCGCCCAGCTAATTTTTT
-1448 GTATTTTTGGTAGAGACGGGGTTTCACCATCTTGGCCAGGCTGGTCTTGA
-1388 ACTCCTGACCTCATGATCCACCCGCCTCGGCTTCCCAAAGTGCTGGGATT
-1328 ACAGGCGTGAGCCACCGTGCCTGGCCTAAAGAACTGGATTTCTAATGGTG
-1268 AAATCTAAGCAGGAGAGGTGGGATTTGGGTGTAGGATACCTTTCAAATAG
-1208 CCTTCTACTCCATCTATGAAATAGGCTAGCTTTGGCTCAGTAAATTTGCT
-1148 GTGTAATGATTTTCTAATGAGTTAGGCTGGCTTTAAGCCCCTGGTTATTT
-1088 CGTTGTAACCAGTTAGGCTTTGCCTCTTGAAGGGCCACCTGGGACTGTCG
-1028 TGCAGTAGATTTTCTTTTAACGCCCCAGAATCAGGTGCTTTCTCTGACTT
-968 TGTGTGGCTCTACTGAATCAAATCTAGCAAGCCACAGAGGCTTTCAGACT
-908 TTTAAGATACAATATTCAAAGGTGAGGCAGGCTGTGAAAAGCCCAGCGGT
-848 CCCTGGCTGTCCCTGAACGCGACTATTTGCAGGTTGGCTTTGAGAACCCG
-788 GTCAGAGCTGCGTTAGGAAAACGGTTCCCGGGAAGCTCCTCAGAGAGTAG
-728 AATGAGGAGGTGGATTTTGTGTGAAGGAACACCTTGTGTGGCTCTGGTGG
-668 CCAGGAAAGAGCTGGCACAAGCTGAAAGAAGGCCTGTGGCGAASGGAGGG
-608 GGACCTAAGTCAGGGACCCCCACCTGCCCCCAGGAAGGATGAAAAGGAGA
-548 CAAAAATCCTAAAGGGAAAAGCCCTCCAGGCTGTAGGCCAATGAGCGGCG
-488 GGAAGGAGGAGTGAGGCTGGGGAACTTCTCCCAGAGCCAGTCAGAGCGGA
-428 CGGCTGCTGGGAAGCCAATCAGCGCGCTCGAGCCTGCAGCCCCTCTGCAG
-368 TAGTTATGCCAGAGCGCCCTGTGTAGAGCGGCTGCGAGCGGGCAGCTGGG
-308 CTCGGCTGCCGGGAGCCACCGCGCGGGCTCCGCACCCTCCTCTCGCACTG
-248 CCTTCGCCCGGNCCCCGCGCCGCGGTGCCCCAGTGGGCCCCGCCGCGCTC
-188 CACGCCGNGGNCCCGCACCCCGCCGGCTACCGGCCGCACAACCGCCACCG
-128 GNCCCTGGCCGCGCGGCTCGCCTGGGNCCGGCCCGTCCCTNCTGGGNCCG
-68 NCCCACCCCAGTNAGCCCCGGCCTGCCCCGCGCCGCCAACGGTTCCCGCC
-8  CTCGCCCAGCGCCCAGGTAGCTGCGAGGAAACTTTTGCAGCGGCTGGGTA
+53 GCAGCACGTCTCTTGCTCCTCAGGGCCACTGCCAGGCTTGCCGAGTCCTG
+103 GGACTGCTCTCGCTCCGGCTGCCACTCTCCCGCGCTCTCCTAGCTCCCTG
+163 CGAAGCAGGATGGCCGGGACCGTGCGCACCGCGTGCTTGGTGGTGGCGAT
+223 GCTGCTCAGCTTGGACTTCCCGGGACAGGCGCAGCCCCCGCCGCCGLCCGL
+283 CGGACGCCACCTGTCACCAAGTCCGCTCCTTCTTCCAGAGACTGCAGCCC
+342 GGACTCAAGTGGGTGCCAGAAACTCCCGTGCCAGGTGAGGAGGGGTCCCT
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(=250 — +350) 2y 600bp ( &l 2A) , fuff T GPC3 J&
KGN FIX( -248 - +16) , 5 pMDI8 — T # & 5: H
TA JE b, LRI 4 (K 2C) FI T 5690 1E 8 T 1%,
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Y g o

3. GPC3 Ji3 3h e 15 5 K 28 {4 #9  : Kpnl Al Hind
ARG Y] pMD18 — GPC3A # {4, [l fir GPC3A J ¢,
JE [0] 5L F) pGL3 ~ basic (4. 8kb) 925 3R B it i 4k A
A Kpnl F1 Hind I 8CHE ) %58 (& 3A) , T T 5
WEIE [ 48 A& H ) 5B pGL3 - GPC3 - 248, Kpnl
A1 BamH1 X/ 4] pMDI18 — GPC3B k{4, [l 1. 5kb
() GPC3B H Bt , 22 ] 3 & %] pGL3 — GPC3 - 248 1
RBP4 GPC3B #fi A B H A i3 2 + L iif, JE i T GPC3
K E BT SR # ik pGL3 - GPC3 - full, Kpnl
A1 Hind 1T BUEE D7 % & (& 3B) , th 32y 2kb R/N
B, Y 9630 5¢ 42 1E A o
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4. HepG, 4 1% Ot 556 sk imi v o . 7 & B
GPC3 (B A A 2 1 FIW e % s I 7 41, Al
o3 g & 2K R 3 7 F 91 pGL3 - GPC3 — full Al
R EARR T IFEY A pGL3 - GPC3 - 248 F| HepG,
i, A IEH R BN (K 4),pGL3 - GPC3 - 248
FLA B0 1) e B i 5 i DR &% SRR L O pGL3 -
basic #J 4 {5, pGL3 — GPC3 - full |34 F| pGL3 - bas-
ic 1y 12 f%.
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o N O LI 2 1 SR 3 — 2S00 A 1 4N L i 2
TAT 9 26 1 S , JaR T 0 W St UL 1l 2 40 i % T
W2 . BEIT 22 26 (1 2 W A 1, 6l o — S W 2 AL N Tt
JUR 3% B AE ZH MR 1 6 1T . GPC3 Rk il 4K
DR B 3z i e ik 0y X — B, gl it — 2 571 40 e 26 i
AR T B0 £ 5 oF VA 40 T 25 0 4% 4 AT R, A
FHIR R TR TENE A0 L. Hsu P F 1997
AR SRIRE T GPC3 7E HCC Wil B ik, R Z
i 875, GPC3 mRNA 1 HCC 1 i 98 47 2k 40 L Uk
YR ZHUTE 75% FeA7 , FLAG Sk, 70 I 39 2 4 21
SUrh AR M 55 4 4, R R & B B g GPC3
mRNA 357, SN I AT GPC3 & (2 W HCC 1Y

AN 40% ~50% FEFEPETE 90% L I, i8R Uk
PR (0 HLVR BE 5 AFP Yk B % i oK /N TEAH DG 1
TE AFP [FIPE i i 0 HOZ RO R 2 Wi h R 45
AR, BFSE B oR AFP B4 GPC3 I i 44 I %t
HCC & Wi U AT 3k 82% , [H Itk GPC3 2 — Fifr £ Jg&
PEECIE ) 2 o S v AR W A B 8 HCC ARG
AN WF 8 S B GPC3 4 1 AT LA 55 41 Ui A8 K A
Gy, ELTE R I A KRR M AR K B T oD e A
251 R GPC3 Jyf] Fe ik b L K fn fa fig A
P ik 25 B T TIAR HCC %4 1% e B AT %8 2
X, MHEEE GPC3 Rk KRR, KA1 E T GPC3

JE BT I 6 2 R 4 D 3R A
3 3 4 45 5 X BF 55 & BRL, pGL3 — GPC3 - 248 J3
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Bl B DA B SRR P & pGL3 — basic 1 4 £, pGL3
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P R 4278 GPC3 5 — LU FE Iy - 248 5|
- 1628bp Z [H A 7E T AE W e sk F o 3 3l 7 17 410 43
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Clinical Observation of Sodium Bicarbonate Combined with Celecoxib for Prevention of Irinotecan Diarrhea Induced by Irinotecan. Wu

Meihong ,Wang Ning ,Wang Yajie. Department of Oncology, Changhai Hospital, The Second Military Medical University ,Shanghai 200433 ,

China

Abstract Objective To observe the therapeutic effects of sodium bicarbonate combined with celecoxib for irinotecan — induced di-

arrhea. Methods A total of 35 patients with advanced colorectal cancers were allotted into prevention group (n =14) and control group

(n=21) from July 2009 to March 2010 in our hospital. All patients received the chemotherapy including irinotecan. The prevention group

received sodium bicarbonate combined with celecoxib before the use of irinotecan for 4d, while the control group received routine treat-
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