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Abstract: To investigate the mechanism of Mycobacterium bovis inhibiting apoptosis, proteins in-
teracted with human TNFRI1 associated death domain (TRADD) were screened by yeast two-
hybrid system. In order to construct the genome library, the genome of Mycobacterium bovis was
digested by Sau3A | ,and then inserted into the vector pGADTY7, and transformed into E. coli
DHb5a. tradd gene was amplified by PCR and inserted into the vector pGBKT7. The recombinant
vector named pGBKT7-tradd was transformed into yeast Y2HGold. The genome library of Myco-
bacterium bovis was screened to obtain positive clones interacting with human TRADD. The posi-

tive clones were confirmed by DNA sequencing and BLAST. The results showed that the titer of
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library was 2X10° CFU with the average of inserted fragments about 1. 5 kb,and the recombinant
rate was >95%. TRADD expression without toxicity and autoactivation in yeast was detected by
Western blotting. Seven proteins interacting with TRADD were obtained by homology analysis
from 20 positive colonies. The candidate proteins in the study were provided the clue to research
the infection mechanism of Mycobacterium bovis.
Key words: Mycobacterium bovis ;tumor necrosis factor (TNF) ; TRADD;apoptosis
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; . : :5'-CAT-
TNF GGAGGCCGAATTCATGGCAGCTGGGCAAAA-
o TGGGCAC-3'; : 5'-GCAGGTCGACG-
GATCCCTAGGCCAGGCCGCCATTG-GGAT-3',
1 KOD-Plus-Neo tradd
1.1 ,PCR 50 pL:10 X KOD Plus Buffer
DH5« . Y2H- 5 pL,2 mmol/L dNTPs 5 pL,25 mmol/L MgSO,



3020

45
3pl, o 1.5 pl, 2937 cDNA o pGBKT7-53
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Fig.2 Verification of the genome library by PCR
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Fig.3 Verification of positive colonies by colony PCR
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Fig.4 Western blotting analysis of TRADD expression in

yeast
2.4 TRADD
pGBKT7-tradd pG-
BKT?7 Y2HGold
SD/-Trp ,2 .
( 5A 5B,
2.5 TRADD
pGBKT7-tradd SDO/X(

6A) N ,
SDO/X/AbA(C 6B) s



3022

45

C 60 . ( 6D
2.6 TRADD
,20 h
«C 7, o
DDO/X/A , 3~
5d, ,DDO/X/A 27
« 8,
SD/-Trp/-Leu/-His/
-Ade/X-a-gal/AbA(QDO/X/A) 20

A.B, Y2HGold/pGBKT7-tradd

SDO/X (A)

A, pGBKT7-tradd
BKT7 Y2HGold
A, Y2HGold containing pGBKT7-tradd; B, Y2HGold
containing pGBKT7

5 TRADD
Fig. 5 Toxicity detection of TRADD in yeast
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Fig. 6 Autoactivation detection of TRADD in yeast
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Fig.7 Typical yeast zygote during yeast two-hybrid sys-
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Fig. 8 Screening of positive candidate colonies interacting with TRADD by yeast two-hybrid system
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