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Tumor Associated Antigen Encoding Gene CHP2 Inhibited Cell Proliferation
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[ Abstract |
CHP2. Methods: Using PCR method to clone CHP2 encoding gene and inserting it into the eukaryotic expression vector

Objective: To study the effect of cell proliferation transfected with tumor associated antigen encoding gene

pcDNA3 to construct the recombination pcDNA-CHP2. The fusion gene was identified by enzyme digestion and DNA se-
quencing. 293 cells transfected CHP2 genes were selected by G418 pressure and the cell proliferation was measured by °-
TdR uptake. Results: Identified by enzyme digestion and sequencing, CHP2 gene was correctly cloned into pcDNA3. The
results of the western blot showed the transfected cell could express CHP2 protein. *-TdR uptake value of the CHP2 trans-
fected cell was lower than the control. Conclusions: CHP2 could inhibit cell proliferation and it maybe an important regu-
lator involved in cell proliferation.

[ Key words |

tumor associated antigen; CHP2; sable transfected; cell proliferation

* MRIAICHT R R CHP2( AFL46019 )R IIE MBI BN
o T35 ke % i geg AH S B R Y .
SMIFAAT A cDNA SRR HOR IR S o

PFER Y, JER 4K 2 396 bp, JF 7l BB HE AR 42 Kl

591 bp, £ 7 SN FAN, i 196 NEIER, TS 1.1

w2423 kD, HAEHFF5 CHP ( calcineurin homolo-
gous protein ) A 1R & 1Y [ PR 61% ). 6 SCHR IR E ,
CHP J&— % Na™/H " 224 8 15 26 (17, PRt 4 )
CHP2 AT B2 Na*/H " S i 55 VRl Na*™/H®
ST TR ) R AR R T BB R 5 R v R R
PR LA 527 22 3 5 TR 3 A B, H L
P E A BEEAR D . FEASCP AT A T CHP2 1Y
FAZRIR AR, T NG 0 1A e 1) 7 V56 3R A R E 38 1Y
A0k, A B RS RIA A MIBRBF 5T T CHP2 X 40 Jifg

PR L JORE K 40 it
IM109 A2 5 FLORAF T A 5 T 2 JB0RE pGEM-T-
CHP2 WA ZE#yEE, & 47 CHP2 8 cDNA F Wi B85
I3 E B 5 BUOkE peDNA3 3 H Promega 2~ 7 5293 4l fifd
FIAEE HFRAT

[BEE£WMB] EHE 973" LI H( No. 61999053904 )F1it 5T
T A SRR 2E L4 B B H )NO. 7001002 )

[fEE®A ] MhR(1958-), &, INKFMA, H#Z, Wi+ S,
F2 B AR G AT 5

[@if4EE ] i, E-mail: ymxwjq@ 163. com



- 254 -

o [ e A 3R 7 2478 2003 Dec; 10( 4 )

1.2 T HEEGFAT

PRI E P VI EF Xba 1, Xho 1 ,T4 DNA 3% 2 Jif§ 1
H Promega INHl G418 T H GIBCO A #l; Pt FlagmAb
M2 1l FI Sigma 23wl ; PE-F40/NEBUAN FI Pharmingen
Nl OB AR AR & PCR 7 ) 4l Ak il &
I AR B i 5 R 2 Y i) 4 TransFast' 30 H
Promega /\ 7l .
1.3 HAEYRHAE CHP2DNA il &

FIF Gene Runner3. 04 ¥4 # ¥ CHP2 F 4L K e
et Bk NS 1Y)

LTI 5> ctecte gagatg gge tcg cge age tce cac
<3’

?Oﬁgl% 5" > tet tct aga tca ctt atc gtc gtc atc ctt
gta atc ctt cag gat ccg gat gct ¢ <3’

ST Xba 1 BEYIAL A, N IES A Xho
I BEUIAL A, 7E T W 51 90 I AR 3t A7 — FLAG R HRAR
s VAT Ok pGEM-T-CHP2 Jg#sik , 2» Bl A B R
W51, #2 LA T &4 3647 PCR ¥ 3 . 94°C 2844 5 min,
94°C,20 s, 65°C,20 s, 72°C, 45 s, 30 NMER, )5
72°C AN 10 mino SR 1] 1% BrIE B v vk 4 5 , O
¢ 18 Promega A 7] #E LAY & Wizard PCR prepsDNA
purification system fUEHIFEAT PCR P 4lifk .
1.4 EHEZRIKLEIK peDNA3-CHP2 4

FFTAFIY PCR 774 5 28 [R) R W U015 21 10 2 1 4%
K pcDNA3 4 it 3: 11 HL {3l ] T4 DNA % 42 il 017 %
I, AC T . AT W) AR Z 25 IM109,
ALY VR AT T LB-Amp BEERF IR I, 37°C BB &
R BRICRAN T P& B PP LB-Amp WA R 3736, 12K
FEw o ORI UK & 3R BUSORE, Xho T, Xba T XU
U1, 1% SR RE ALk v) A0 S , & A7 H I R Be i B 20 Jo
RLVEHE— 2P By %5
1.5 K e Y 20 ke vy i i

FegeR AT 293 40 ML 7E & A 10% MG 4 1L /Y
DMEM KR Skrpbi g5 . B e 4L 2.5 x 10°L 7' /Y
E AR T 6 fLAR P, 725 5% CO, B 37°C
B 24 h, RR AN 2 80% Wi, BT I T 45 Yy, i 1@
Promega /A F) #4E i) TransFast™ #% Y38 7 & (14 Ui 1 5
PEATHEYE . BF 1 wg pcDNA3-CHP2 F 41 Fiki 5 3L 5
Jo A2 e FGE B B JE M T DMEM KR 5L A, Bk
BR 1 mle EFIRA L E IR E 10 ~ 15 min, JE K EH
ks -5 Geikn] - e L TE By AR S . Wi 6 fLiRh &
A 10% NCS ) DMEM 153, LAJG M3 DMEM 15337 2
i IRIE AT ml HE 20 Bk Gy a5 - T i v B A TR
EAW,F & 5% CO,, 3TCHA T IE 1 h, RJGINA
37°C B & 47 10% NCS 1) DMEM K53, 4RSL 15 7% 48

h J&  TER SR B I AZY) G418 EZMREEH 1 mg/ml,
i i C o e B A BORL A A MR . 205 ~ 7 d Jm X R4
N ATRIET, SR 2H A0 M S A FE T, DB Y A
WA AV L B FLREA T A FRA B 1 20 i A T 96 LA
H1, 5% COLIY 37°CHERE T B 9% 1 JHJ5 32 ks oA =2
24 fL.6 LI TR S IE T, KE—ERBH, A
HAE . ASLE Ll peDNA3 28 8 /R P17 55 4L T 293
AN, OF % AR E RIB W R PUMESE ] mRNA (1920
FELRR A Ay I 82 S 30 P X R
1.6 TR R QLA MR Y %
1.6.1  BEPRKOF By

o 75 2 15 ) 14 B D T, R UL RNA AR B RT-
PCR X5 & Ut 1 A % cDNA, #47 PCR §7 38 . A HEBR
WIEPERY CHP2 A5 , FATR A T P AN W 8519
B WA FLAG 45 % (9 51 ¥ 2 47 PCR X
( CHP2A1: 5’ > ctc cte gag atg ggg teg cge age tee cac <
3',FLAG: 5’ > tct tct aga tca ctt atc gtc gte atc ctt gta ate
ctt cag gat ceg gat get ¢ <3’ ), SR 5 P s A T I 5] 2 HE
B 51947 PCR KUW( CHP2D1 : 57 > cle cle gag teg gee
atg gge teg cge ag <3',CHP2D2: 5’ > tca cit atc gic gic
ate ctt gta ate <3’ ), HHEE—XI5 ¥k FLAG $5 55
519, e RAEY S AT A FLAG M SR, A RES™
WA R RY CHP2, 35 X519k CHP2 ¢ 5151
Yynl s S PR 5 IR PR B R AT A FLAG 1Y
CHP2; i 3 2 %51 4% BT v e 11 293 Fae 5% A ik it
F7 7, B B 25 TR R 52 0= 1% Bl
LUK S E o
1.6.2  HHKP Y EFRE R IEH( Western Blot )

H WM pcDNA3 F YL 5 R YL DL K 4 PCR 4%
TE ) CHP2 B G Jm X AR (VT i) 293 4, 1 x PBS
UE 13, BT ml A A0 2L WA T 1.5
ml 1) EP &, K EAEH 30 min J5, B IA 100 pl 1
x SDS-PAGE |- #£ 2% #hif , %5 10 min, 13 000 r/min 5
0> 10 min, W4 3. 7E 12. 5% SDS-PAGE i [ #E 4T
HLJK(30 mA,2 h),40 V il G EDEE (1 B PR 4T 4 R
1= ,5% WEAR WSR3 BT 1 h, A 121 000 76 B 1 718 B
$-FLAG MAb M2, %3 AF 1 1 h, TBS P ¥ 3 i, 5%
10 min, LA 1:7 500 Fis B A BV R AR 1 1Y 40/
L IgG Fifk, IR F 30 min, TBS PRI 3 i, 41K 10
min , fiz Ji5 75 B8 PE B R A 2 €49 R i A BCIP/NBT
( BCIP 16.5 ml/10 L, NBT 33 ml/10 L )& (%,
1.7 CHP2 Xof 240 4% G A FH 64 52 i

W e e e YL ARA3 1 293 AR, peDNA3 %5 iRk AR e
e e 18 20 L B o 2 5 G 1 A i DA 3 24 1) v 2 b T
96 FLH, 4 LN 200 Wl DMEM 55323, 5557 48 h, fE45



rPE R A VR TT A4S 2003 Decs 10(4)

+ 255

FIEIRRT 14 ~ 16 h LI A°H-TdR 0.5 uCi (18.5
kBq )o ANMIREFREE RS, I Ak, 4l U4k 42 Har-
vester96Mach I )W R 4N L = 96 fFLUE4E H ., K iE 4R
Fr BRI RAD 45, FEAS A 5 ml B WA ¥R, B 11 HL &
H L B TR A 7
1.8 Giif=abH

FI I SPSS e H 4R X BT A5 %) 5808 11047 19 4 43-#0T

2 & R

2.1 HMHEP W 3RAS B A ek AR 1 S

Wit PCR P49 77 o) se e T H 3L E CHP2
(& TA). A EIAY 05 P AR AR R ) R i
DI A TV 9T 26 2 W R fh Ak B 0 28 P 44K peDNA3
CMV J& 81 Uit , 38 2 B a1 A DD it 0 328 B A4 e
(F1B). HAEYEEEZ N 600 bp, LMK pcDNA3 2
N 5.4 kb XA IE#EA M T REIEATE A E T
55 Genebank HE i 1) 7 81 UEAT LR A, R UL A %

Vainy
s

E1 CHP2 HBERMREUREHRE
pcDNA3-CHP2 HIEEYI L E
Fig.1 The clone of CHP2 encoding gene and the enzyme
digestion analysis of the recombination of pcDNA3-CHP2
A:PCR products of CHP2 (1: DNA marker; 2,3: PCR)
B: The result of recombinant enzyme ( 1: DNA marker;

2: pcDNA3-CHP2; 3: pcDNA3)
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Fig. 2 Analysis of CHP2 mRNA in the pcDNA3-CHP2
stably transfected 293 cells
A: The primers for PCR was CHP2A1 and Flag;
B: The primers for PCR was DI and D2
( A1, Bl, CHP2-Flag; 1: DNA marker; 2-6: pcDNA3-CHP2;
7: pcDNA3; 8: Positive control; 9: Negative control; A2, B2,
G3PDH: 1: DNA marker; 2-6: pcDNA3-CHP2; pcDNA3 )
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Fig. 3 The CHP2 protein expression in the pcDNA3-CHP2
stably transfected 293 cells
1: Marker; 2: The cCHP2-FLAG transfected cell lysate

3: Vector transfected cell lysate; 4: Untranfected cell lysate
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