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Abstract

RNA helicase can catalyze RNA double-stranded unwind by hydrolyzing
adenosine triphosphate (ATP) to play an important role in RNA metabolism. RNA
helicase share 8 highly conserved sequences (I, la, Ib, 11-VI1), which are divided into
DHX helicase and DDX helicase according to the amino acid sequence of conserved
sequence Il. DHX32 is a newly discovered RNA helicase, which is widely distributed
in vivo tissue. It is found that DHX32 has two transcripts, one for DHX32 full length
and the other by variable shear to produce exon4 deletion transcripts. Studies have
shown that DHX32 can alter the sensitivity of Jurkat T cell to Fas signaling by
down-regulating the expression of c-FLIP short, thereby promoting Jurkat T cell
apoptosis. Previous studies showed that DHX32 is up-regulated in colorectal cancer
and contributes to colorectal cancer proliferation, migration, apoptosis and invasion.
The latest study showed that DHX32 promoted expression of VEGFA through
[B-catenin signaling pathway, which promoted tumor growth. Therefore, DHX32 is
expected to be a new biomarker and therapeutic targets for colorectal cancer.
Currently only through the synthesis of peptide immune animals obtained after
anti-DHX32 resistance. No commercial DHX32 protein, anti-DHX32 monoclonal
antibody and detection kit. Therefore, DHX32 related research difficult to carry out in
depth. Development of DHX32 protein and monoclonal antibody can lay the
foundation for DHX32 related research.

in this study, DHX32 full-length protein, DHX32 fragment protein (1-250aa,
251-403aa, 404-743aa) were expressed and purified by prokaryotic expression system.
BALB/c mice were immunized with purified DHX32 full-length protein. 30
anti-DHX32 monoclonal antibodies were obtained by cell fusion and cell selection.
Compared with commercial DHX32, homemade DHX32 monoclonal antibody can
reach the commercial polyclonal antibody detection ability, can be used to replace the
commercial polyclonal antibody, and homemade monoclonal antibody, with high



specificity. The DHX32 monoclonal antibody was matched and the two pairs of
5E6-labeled 12G9 were screened and coated with 8H7-labeled 12G9. The DHX32
chemiluminescence detection method was successfully established on the plate
chemiluminescence platform. The sensitivity of the DHX32 kit was 20pg / mL, the
upper limit of detection was> 20ng / mL, and the linear relationship was good (R*>
0.99). The stability of the kit is good, suggesting that the results of testing kit had a
good repeatability. The DHX32 antibody was used for immunohistochemistry; for
confocal microscopy cell localization analysis. Using the protein homology modeling
technique to predict the DHX32 protein structure, we found that the B-haripin domain
of DHX32 was involved in the dissolution of the helix, and provided a reference for
studying the structure and function of DHX32.

In this study, DHX32 full-length protein and DHX32 fragment protein were
successfully constructed and the high purity DHX32 protein and three fragments were
obtained. DHX32 specific monoclonal antibody was prepared by DHX32 full length
protein and screened, get two pairs of good antibody pairing. The DHX32 plate
chemiluminescence detection method was established, which had good detection
range and good linearity. For DHX32-related tumor research to provide an important
material of independent property rights, lay the foundation for related research.
Keywords: RNA helicase; DHX32; Monoclonal antibody; Diagnostics; Structure

prediction; Homology modeling
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Figure 1.2 Trends of colorectal cancer incidence over time.
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