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Screening of proteins interacting with HOXA11 by yeast two-hybrid system
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[ Abstract JObjective : To screen proteins binding with HOXA11 from human renal clear cell adenocarcinoma ¢DNA library by yeast
two~hybrid system. Methods ;: The RNA of human renal clear cell adenocarcinoma cell was obtained and then transformed into cDNA
library using SMART technology. Simultaneously,the cDNA fragments of HOXA11(1-846 bp) were amplified by polymerase chain
. reaction and constructed into pGBKT?7 vector as the bait plasmid. The bait plasmid was transferred into yeast AH109 sirain. Its toxicity
and autoactivation were tested. Subsequently,the ¢cDNA library was screened with pGBKT7-HOXA11 as bait plasmid by yeast two—
hybrid system. Finally,the positive clones were sequenced and further analyzed. Results : Human renal clear cell adenocarcinoma cDNA
library and bait plasmid pGBKT7-HOXA11 were constructed successfully. The bait plasmid has no toxicity or autoactivation in AH109.
Five positive clones were obtained and validated. Conclusion ; Proteins deduced to interact with HOXA11 are identified through yeast
two—hybrid screening. These results help to elucidate the possible roles of HOXA11 in carcinogenesis and development.
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NucleoBond Xtra Maxi EF Kit i § MACHEREY-NAGEL A% ;
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Tab.1 Primers used for construction of cDNA library
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SMART [V Oligo—nucleotide
CDS M/3’PCR Primer

5’ PCR Primer

Evrogen PCR primer M2
pGADT7—F

pGADT7-R

5’-AAGCAGTGGTATCAACGCAGAGTGGCCATTACGGCCGGG-3’
5’ ~ATTCTAGAGGCCGAGGCGGCCGACATG-d(T) 3 N-3’
5’-AAGCAGTGGTATCAACGCAGAGT-3’

5’ -AAGCAGTGGTATCAACGCAG-3’
5’-GGAGTACCCATACGACGTACC-3’

5’ -TATCTACGATTCATCTGCAGC-3’
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