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Interaction of DNAJB13 with HK1 in mouse
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Abstract: Objective To investigate the presence of interactions between DNAJB13 and HK1. Method The open reading frame
of Dnajb13 gene was amplified from mouse testis cONA by PCR. The PCR products were then inserted into pGEX-4T-1 vector
after double digestion and identified by sequencing. The recombinant plasmids were transformated into competent DH5a
cells, and the fusion protein was expressed with IPTG induction. SDS-PAGE Coomassie brilliant blue staining and Western
blot analysis were used to detect the fusion protein expression. The protein precipitated by GST-DNAJB13 in GST pull down
assay was detected by Western blotting. Results The recombinant plasmid pGEX-4T-1-Dnajb13 was successfully constructed
and verified. E.coli transformed with the recombinant plasmid expressed abundant fusion protein. GST pull down assay
showed interactions between DNAJB13 and HK1. Conclusion DNAJB13 interacts with HK1 in mouse testis and probably
participates in spermatogenesis and the regulation of sperm motility.
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Fig.1 PCR product of full length Dnajbl3 open
reading frame. M1: DNA ladder; M2: Puc mix
marker; Null: Blank; N: Negative control. Lane 1:
PCR product.
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B2 BrfEEKPCR= 2% RAE R AR G R
Fig.2 Result of monoclonal PCR product. M: DNA ladder mix;
Lanes 1-11: 11 monoclones; N: Negative control.
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Fig.3 Partial sequencing result of pGEX/Dnajb13.
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Fig.4 Result of GST fusion protein expression induced by
different concentrations of IPTG (0 to 100 mmol/L). M:
Protein marker. Lanes 1-6: 0, 1, 10, 40, 70, and 100 mmol/L,
respectively.
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Fig.5 SDS-PAGE analysis of the recombinant plasmid
pGEX/Dnajb13. M: Protein marker; 1: pGEX/Dnajb13
without IPTG induction; Lanes 2-5: pGEX/Dnajb13
after IPTG induction (1-4 h).
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Fig.6 Western blot analysis of GST fusion
protein and GST protein.
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Fig.7 SDS-PAGE and Western blot analysis of GST pull down.
Input: HKI1 expressed in mouse testis. Pull down:
GST-DNAJB13 was pulled down with HK1 while GST protein
(negative control) was not. Supernatant: HK1 in the supernatant
of experimental and mock groups were excessive. Null: Blank.
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