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Yeast two-hybrid technique in screening for interacting proteins with vasostatin
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[ Abstract ]

nique, so as to further elucidate its molecular mechanism of inhibiting angiogenesis. Methods: The 3rd generation yeast-

Objective: To screen for proteins interacting with angiogenesis inhibitor vasostatin by yeast-two hybrid tech-

two-hybrid system was applied to construct a bait plasmid of vasostatin gene. After validation and self-activating, the bait
plasmid was used to screen human endothelial cells ¢cDNA library to be transformed. The yeast plasmids extracted from
positive clones, which were obtained in SD/-Trp-Leu-Ade-His medium, were transformed into E. coli. By restriction
digestion and sequencing, the potential proteins interacting with vasostatin were identified. Results: Twenty one clones
were obtained with the system and 3 of them were positive; and their nucleic acid sequences and protein sequences were
highly homologous to the known genes by BLAST homology analysis of NCBI: they were both important ligand-binding
sites, including Laminin protein o5( 7 547-8 112 ) and Integrin oV ( 1 257-1 820, 316-878 ) fragments. By binding to
these sites, vasostatin affected the signal pathway of FAK, VEGF and bFGF and subsequently inhibited angiogenesis.
Conclusion: The laminin protein and integrin obtained by the yeast two-hybrid system are closely related to the prolifera-
tion and migration of intratumoral vascular endothelial cells.
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WES N —Fh Z DI BE 8 FI B calreticulin f N 3 25 44
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JkE . pGBKT7-Lam X R85 k7  pCL1 X B8 B | FR PG
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FEREVEIIA H BD ] BRI N UTEE . T4 DNA %
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Polymerase 4 | € [# invitrogen A ), c-Myc H. 50 [
Fofk, B B 85 35 35 YDPA | SD/-Trp . SD/-Leu . SD/-
Trp/-Leu.SD/-Trp/-Leu /-His.SD/-Trp/-Leu/-His/-
Ade 1§ H 3£ BD AW, R UL O &0 A
F[E QIAGEN A dl, ABC iR & H £ 1H Vector 24
AL BN DNA 42 B0 & PCR 74 11 igiak
FE 4 A 3L Promega 23 H o
1.2 pGBKT7-vaso & ik #H ko &
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Fig.1 Diagram of bait protein expression vector pGBKT7
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Hifk 50 wl, IR 40 min. F] TTBS 22 mhifi 12 vk
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Y28 w0 . O T HEBRFRE ME T LA B
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1.4 XE®FL

HEAT SCPE R BEE G i R . % A6 pGBKTT7-
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TEREETESER T 50 ml SD/-Trp,30 °C 250 r/min 1
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( integrin alphaV VA 1257 ~1 820 #4542 oV (inte-
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Fig.2 Enzyme analysis of pGBKT7-vaso expression vector

1:DNA Marker;2: pGBKT7 vector digested by EcoR | and BamH 1 ;

3:pGBKT7-vaso vector digested by EcoR I and BamH |

3  Western blotting ¥£7E vasostatin 7£
B4R AH109 R RIX
Fig.3 Western blotting identification of vasostatin
in Saccharomyces cerevisiae cell AH109
1 : Expression of pGBKT7-vaso in Saccharomyces

cerevisiae cell AH109;2: Negative control

1 2

4 Vasostatin BEiEFHELEE
Fig.4 Self-activation identification of vasostatin
1 : Positive control;2: AH109 transfected with pGBKT7

E5 PHERMEENGRERE LN - BHBHNERDHT
Fig.5 p-galactosidase’s colorimetric detection of positive

clones in SD/-Trp-Leu-Ade-His medium
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AL 5T R BEE 8150 240 L %) A7 1% 3 58 A iz gl b ke E
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FEHSESGRMZEMEROL S, W T FAK,

VEGF Fl bFGF S5 (17 53 8% , DA T 52 1 fobJed 4 i
A B, T 0 A R A . Yao 260 KB, Va-
sostatin 8 5 PN 7 21 it 3¢ 34 4i i A0 3L I 2 2 26
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HEFGERASSE, I X AL 52 P Rz 41 i
AR (HRRE B vasostatin 25 115 /2 26 4% 85 11 AH
HAEFZE A AL S AT, vasostatin 2R 5 AR
FE R AE BAEF R 456 8 B AT N AR Sk ok
DUARDCHE o AR 1o P B XU 22 S 30 15 30 g FH
PE TR X B2 7R AT REAE N vasostatin 25 Y45 &
A7 a5, IR R 5 AH B AR Y 4 454 )22 1oL iF
— AR TR A A IR P 258800 45 T
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