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Construction of Reversed Caspase-3 Protein and Its Effect on Apoptosis Induc-
tion in SKBr3 Cells

ZHANG Li-hong', JIA Lin-tao’ , CHEN Guang-sheng’, QU Ping®, YU Cui-juan’, ZHAO Jing' , XU Yan-
ming' , WANG Cheng-ji' , YANG An-gang'( 1. Department of Biochemistry and Molecular Biology, Faculty of

Preclinical Medicine, Fourth Military Medical University; 2. Department of Pathology, Faculty of Preclinical
Medicine, Fourth Military Medical University, Xi'an 710032, China )

[ Abstract ] Objective: To investigate the apoptosis induction effect due to the expression of reversed caspase-3 gene in
SKBr3 cells. Methods: Reversed caspase-3 gene was gain by recombinant PCR and cloned into expression vector pcDNA3
to transfected SKBr3 cells. The expression and the apoptosis induction effect of reversed caspase-3 gene on SKBr3 cells
were observed by HE and immunohistochemical staining. The cell cycle of transfected SKBr3 cells were analyzed by FCM.
The tumor suppression effect of reversed caspase-3 gene was observed through administrating recombinant plasmids to
BALB/c¢ nude mouses bearing SKBr3 tumor. Results: Reversed caspase-3 gene can be expressed in SKBr3 stably. Re-
versed caspased-3 protein can induce obvious apoptosis in vitro and inhibit tumor growth in vivo. Conclusion: Reversed
caspase-3 gene can effectively induce SKBr3 cells to apoptosis.

[ Key words ] caspase-3; apoptosis; SKBr3
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XIS a5 R A 1

B 1 EcoR1/Xbal WEEVIXETEA reveasp-3 EHE
Fig. 1 Identification of reversed caspase-3 gene cloned
into pcDNA3 by EcoR I /Xba I cleavage
Lane 1: DL 2000 marker; Lane 2: reversed caspase-3
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NS e LA peDNA3 %5 #AR A LU, H% YL reveasp-3 J& WMEABEZR(P <0.01 ), B mHl Rl ik
PRUGT b A= KA I AR 3R 1) St si R BR 70.13%

B2 HEALWAKREINRAMMEN HE LBER
Fig. 2 Staining of SKBr3 with HE after transfected
A-F: Control groups at 1d,2 d,3 d,4 d,5 d,6 d after transfected with vectors pcDNA3 separately;
G-L: Experimental group at 1d,2 d,3 d, 4 d,5 d,6 d after transfected with pcDNA3- revcasp-3 separately

RAEGERPHLAR IE B A i F HAT S 2008 S Rl 4
e T R ) e A DDA O, o T e PR BRG TT
SR 200 SR S R A A O TS R 22 R AR Y
HELH

3 HREAMSTER
Fig. 3 Result of measurement of cell cycle
A: Control group; B: pcDNA3- revcasp-3 transfected group at 2 d

3 W #
é 3 JE4 P T e SE N ,
caspase-3 S 20 L 8 T2k B v B B ) RN K 1 B4 reveaspd B S MBI EA

T3 ONHEAY 3% T AR LA
E A TR DA R A 2R Fig. 4 Expression of revcasp-3 protein in SKBr3
Wi IR caspase VI E G A BG4k, 51 & 40 0/ T ad 72 A: Control group; B: pcDNA3- revcasp-3 transfected group at 2 d
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Tab. 1 The changes of tumor volume

Tumor volume  Tumor volume Tumor weight

Groups n  before therapy  after therapy  after therapy

( mm®) ( mm®) (g)

Control 8 62.26£9.67 795.54 +32.72 0.29

Therapy 8 63.15+8.93 281.59 +13.03 0.05
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