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Table 1 Testing for interaction between ABP280 and apoptin mutants T1, T2, T3

No. Plasmid 1 { DNA-BD) Plasmid 2 { AD) SD Selection medium lacZ Pheno.
1 — pCL1 - Len blue ( postive)
2 pAS2-1 - = Trp white (negative)
3 pAS2- 1/ apoptin pGADI10/ 5 - Leu, = Trp unknow
4 pAS2 1/ apoptinT 1 pGADI10/ 5 - Leu, = Trp unknow
5 pASZ 1/ apoptinT 2 pGADI0/ 5 - Leu, - Trp unknow
6 pAS2Z 1/ apoptinT 3 pGADI0/ 5 - Leu, - Trp unknow

3 5 R

3.1 BEVRZIFEREE
TS AL TR pAS2- 1-apoptin, EcoR 1,

Sal T EFE 45 %4 8.4 kb, 0.4 kb (AP H B
(P mg), 2Bk Th ) g T O 41 5 ORD pAS2-1-
apoptin. ¥4k pAS2- I-apoptin % §% B} [ K Y187,
WA H R, 1F BB FURE T RS T WA, 45
KA PIVETCHUE SN, W apoptin A £ TG #e i
WS TE, AR AT R A R R RE XU A R G EAT
SCPE [ 0 k. 83 SCPE i e A Uk, S IIAN 5

apoptin 1355 540 B AE F I v B, RZ R ¥ 41 40 Bt B
PR PER R KI5 55 5 ABP280 (actinr
binding proein) /¥ YR ( [FIUENEIE 99%) .
3.2 apoptin 1 ABP280 & =R AR E1ER
o T HE— LIS L LB Al i K A
HAEM, 4l 5 ki pHA-CMV -apoptin il
pMYC-CMV-ABP280, V)% 4i® (K 1). #
JFLRL pHA-CMV -apoptin 55 pMYC-CM V-ABP280
e COST A, HIHA ZHIIUE, H MYC (6
PRI, A5 R 2 (B 2 1 B ),
KW apoptin 5 ABP280 J Bt 71 3L 2h 4 4H Jfa /K 7
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Fig. 1 Agarose gel electrophoresis of the restriction pattern of
pHA- CMYV - apoptin and pMYC CMYV - ABP280
M : DL 15000; [ : pHA-CMV -apoptin/ EcoR1 + Sall; 2 :
pMYC-CMV - ABP2B0/ X hol |

Fig. 2 Waestern blotting of co immunoprecipitation between
apoptin and ABP280
I: apoptin; 2: apoptir ABP280.

3.3 apoptin 5 ABP280 HHE{ER{IEHLE

il PCR 714943 %] apoptin [ = AN5AE, 45
TP 3, JF A A% AS R 48 DNA-BD #i 4k
pAS2-1 I, ¥R ¥ e 5 W e T AR . 4y
BKE apoptin ZEARAE 1, 2, 3 [ pAS2-1 W E Y
ABP280 F Bt AD ool I oAk = e BE TR PR Y 187,
S FH B A 00 %5 8 A AR FHAE . 45 R
2, WEENPHMER N, ol BIPE RN.

1 M 2 M M 3 4 5 M

Fig. 3 Agarose gel electrophoresis of PCR product of apoptin
T1, T2, T3
M : DL2000 marker : [ : apoptin T2; 3, 4 :
apoptin (141~ 363). apoptin (I~ 99): 5: apoptin T3.

apoptin T1; 2 :
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Table 2 Interaction between ABP280 and apoptin mutants

T1, T2, T3
No. Plasmid 1 { DNA-BD} Plasmid 2 { AD) lacZ Pheno.
1 - pCL1 blue (+ )
2 pASZ1 — white (- )
3 pAS2- 1/ apoptin pGADI0/5 blue (+ )
4 pAS2 1/ apoptinT 1 pGADI0/5 blue (+ )
5 pAS2 1/ apoptinT 2 pGADI0/5 white (=)
6 pAS2 1/ apoptinT 3 pGADIO/ 5 white (- )

4
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TiE5 NLS Z4gi G A mea s 2 M iz X
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localization signal, NLS)!",
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Screening of Protein Interacting with Apoptin by Yeast Two- hybrid
from Human Leucocyte cDNA Library

SUN Guo-Jing, TONG Xin, MENG Xiang-Bing, DONG Yan, SUN Zhr Xian
( Institute of Radiation Medicine, Academy of Military Medical Sciences, Beijing 100850, China)

Abstract

c¢DNA library, four clones interacting with apoptin were identified. One of them was homologue with ABP280

Using yeast two hybrid system to screen the protein interacting with apoptin from human leucocyte

(actir binding protein), ABP280 is a dimeric actin crossing protein and plays a key role in stabilizing the
membrane cytoskeleton. Cell co-immunoprecipitation showed that apoptin could bind to ABP280 in mammalian
cells. Apoptin mutants T1, T2 and T3 lack the C-terminal 11 amino acid, 33~ 46 amino acid and both
respectively. Apoptin mutants T2 and T3 failed to interact with ABP280, which revealed that its 33~ 46 amino
acid was pivotal for the interaction. Apoptin mutant T 1 still interacted with ABP280, which revealed that its
C-terminal 11 amino acid was not essential for the interaction.
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