PE AR AR TT 243 hip: //www. biother. org

.42 - Chin J Cancer Biother, Feb. 2011, Vol. 18, No. 1

DOI: 10.3872/j. issn. 1007-385X. 2011. 01. 009 ® %ﬁﬁﬁﬂ% °
TAT-ASPP2 Ft & & B #Y ) & B B 37 B f5 785 4 Rt 1% 58 pY #0514 B

FTRE &3,k FE (1. BREERKY WEKFER B B2 EMNBER AMNAEMWME T, /0E 48
M 3500145 2. @M K5 A4 TR BE 4% 350002 )

[ Z] HI:H & TAT-ASPP2 B4 25 11, 0T Ho A5 BB U-87MG 40 U251 20 i 84 8 i i s/ . 7V it
TAT-ASPP2 5[#), N Fl IN-Fusion 4% A #4) 2 JFURE 3 18 [OkL pET-TAT-ASPP2, XU 4] . DNA i 5 % %8 )5 55 4k KA FF 1 E. coli
BL21,IPTG 55 TAT-ASPP2 il 525 F1 %35 , SDS-PAGE #l Western blotting %5 TAT-ASPP2 fill &K . MTT VA& TAT-AS-
PP2 il & ZR A% U-STMG I U251 AR AAE T . 45 A s RO F i T JBUR 363K B0k pET-TAT-ASPP2 , #54L E. coli BI21 J5 1,
Ik TAT-ASPP2 B4 7R (1, oA YT 43 F & 29°0 128 000, I 7] 4 ASPP2 4 57L& i il TAT-ASPP2 i/ 28 (1 %
U-87MGAHI U251 4458 A9 #0 1 3R 351 H( 65.0 3.0 )% FI( 64.7 +2.5 )% , T ASPP2 & A NIASBEM ] U-87MG F1 U251 4 i
fRas . G518 I TE e  FE ik K 4lifk TAT-ASPP2 filt &6 1, il A 26 4 T 0 7kt e I 9 240 L (g 6

[ X838 ] BBUR; TAT-ASPP2 ; filvA 1 1 5 37

[ FESES ] R739.41; R730.54 [ XEkARZERL ] A [ XEHS ] 1007-385X( 2011 )01-0042-06

Preparation of TAT-ASPP2 fusion protein and its inhibitory effect against prolif-
eration of glioma cells

HE Huo-cong', SU Ying', PAN Jian-ru’, HUANG Zheng-rong'( 1. Laboratory of Radiobiology, Fujian Provincial Tumor
Hospital, Affiliated Teaching Hospital of Fujian Medical University, Fuzhou 350014, Fujian, China; 2. Institute of Bio-
technology, Fuzhou University, Fuzhou 350002, Fujian, China )

[ Abstract ] Objective: To prepare the TAT-ASPP2 fusion protein and investigate its inhibitory effect against the prolifer-
ation of glioma U-87MG and U251 cells. Methods: TAT-ASPP2 specific primer was designed and recombinant prokaryotic
expression vector pET-TAT-ASPP2 was constructed using the In-Fusion cloning technique. After identified by double en-
donuclease digestion and DNA sequencing, pET-TAT-ASPP2 vector was transformed into E. coli BL.21 and TAT-ASPP2
fusion protein was induced by IPTG. TAT-ASPP2 fusion protein was further identified by SDS-PACE and Western blotting
analysis. The effects of TAT-ASPP2 fusion protein on proliferation of U-87MG and U251 cells were detected by MTT as-
say. Results: The prokaryotic expression plasmid pET-TAT-ASPP2 was successfully constructed, and TAT-ASPP2 fusion
protein was induced by IPTG in transformed E. coli BL21; the molecular weight of the fusion protein was about 128 000
and it could be specifically recognized by ASPP2 antibody. TAT-ASPP2 fusion protein significantly inhibited the prolifera-
tion of U-87MG and U-251 cells, with the inhibitory rates being about ( 65.0 3.0 )% and ( 64.7 £2.5 )% , respective-
ly; while ASPP2 protein did not inhibit the proliferation of U-87MG and U-251 cells. Conclusion: TAT-ASPP2 fusion
protein has been successfully expressed and purified, and the fusion protein can significantly inhibit the proliferation of gli-
oma cells.
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Fig.1 Construction of recombinant plasmid pET-TAT-ASPP2
M: Marker; 1: pET-TAT-ASPP2 plasmid digested by
Xba 1 /Xho 1 ; 2: PCR product of pET-TAT-ASPP2

2.2 TAT-ASPP2 @47 & & K M AF @ BI21 49
F Ak

WA Y J 4% 3R 3K BT KL pET-TAT-ASPP2 %%
fk BL21 B, TAT-ASPP2 @l & 5 H £ 1PTG 5 5 3%
IR JE BORE B UK, [A) B 2R 4T Ni-NTA 5% FZ B 4 4
o BRI, FEAH R 4 i 29 2R 128 000 1Y
BB A — AU A, A 4 i R/
5PN AE AR AF 5 238 77 W28 Ni-NTA & FZ B i
4fifb 15 2] TAT-ASPP2 fil & 85 A 20 3 15 3] fL Yk
afp, HAHXT 43 Bt [R R 25 R 128 000( & 2 ).
9T ASPP2 BYHTAR XS 4l fL i) TAT-ASPP2 fil & £
H 41T Western blotting 43 #7, 25 5 0l UL, 76 40 X%
Iy F R 2o 128 000 BRI HBE— 45 5 v BTk 45
G 3 ), U] TAT-ASPP2 fill 4 2 (1 7E K
AT R BL21 N 3RS Rk .
2.3 TAT-ASPP2 7 [F) B R 6 2m gL 38 7 64 340 VE R

MTT 52545 (K] 4 ) W7s , TAT-ASPP2 fili & 2K
FIUT I SR 4 U-87MG il U251 A4 384 5 35 45 A
A AR R, X 2 A B i (65,0 +
3.0)% M 64.7 +2.5)% . TifER*T &) ASPP2 Xt
VR R A4 L ) 388 B AT I E L S AE A E
Xof %) 240 B 3% SR VI 3 2

A=l T TN

1l

El2 TAT-ASPP2 BAEEAMRESAW
Fig. 2 Expression and purification
of TAT-ASPP2 fusion protein
M: Marker; 1: Expression product of pET-TAT-ASPP2;
2: Flow-through sample; 3: Purified TAT-ASPP2 fusion Protein
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Fig. 3 TAT-ASPP2 fusion protein was
detected by Western blotting analysis
M: Marker; 1: Expression product of pET-TAT-ASPP2;

2 : Purified TAT-ASPP2 fusion Protein
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Fig. 4 TAT-ASPP2 fusion protein inhibited
proliferation of glioma cells
** P <0.01 vs control or ASPP2
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