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ABSTRACT Objective: To investigate the effect of HDAC2 sumo-E3 ligase segment on proliferation and migration of DLDI cells
and the potential mechanisms. Methods: The coding sequence of the sumo-E3 ligase segment of HDAC2 (325-488aa) was chemically
synthesized and ligated into a recombinant lentiviral vector. The lentiviral vector was packaged into lentiviral particles and used to infect
HDAC2-knockout DLD1 cells (DLD1-HDAC2-/-), and stably transfected cells were selected and named DLD1h325-488. Then, prolifer-
ation and migration of the DLD1h325-488 cells were determined by RTCA and transwell assay; and changes in expression of prolifera-
tion- and migration-related genes were determined by qRT-PCR and immune-blotting. Results: Stable DLD1h325-488 cell line was suc-
cessfully obtained. Compared to the control cells, and DLD1h325-488 cells stably expressing HDAC2 sumo-E3 ligase mutant. HDAC2
(325-488). DLD1h325-488 cells showed no significant changes in proliferation, but significantly increased migration, which was accom-
panied by increase expression of the migration-related MMP14. Conclusion: HDAC2 sumo-E3 ligase segment may promote the migra-
tion of DLDI1 cells by upregulating MMP14 expression.
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Fig.l Construction and expression of lentiviral expression vector of HDAC2 sumo - E3 ligase mutant

A EAHRNF ;B 293FT 405, 2ok B LT B A EEF GFP FRiEE | Rk ; C. 55 ENiTrA& I A 1 (anti-HDAC2 Hiif) B SMER 1%

HDAC? sumo-E3 % }Efgze

Ltk (anti-flag FLE)KIFiX

A. Recombinant vector sequencing; B. Transfection of 293FT cells, the expression of target gene and GFP marker protein was identified by fluorescence mi-

croscopy. C. Immunoblotting Assays Expression of endogenous (anti-HDAC2 antibody) and exogenous HDAC2 sumo-E3 ligase mutant (anti-flag antibody)
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A. The cells were stained with 96-well plates to obtain control cells and

B. control

DLD1h3235-488 single cell clones were observed by fluorescence
microscopy. B. Immunoblotting Detection of exogenous HDAC2 sumo-E3

ligase mutants in DLD1h3235-488 cell lines -flag antibody).
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Fig.3 Effect of HDAC2 sumo-E3 ligase mutant on cell migration and proliferation
A. Trans-well #3$ BB 4AAF1 DLD1h3235-488 E##E 1;B. TR MMEE S 1T 447 ; C. MMT £ 4R ARFE 1, OD490nm IR SEE K RMAARTE N
K/Iv;D. RTCA 3Bt i i 2 e 3 5E 1B 5
A. Trans-well detection of control cells and DLD1h3235-488 migration ability; B. migration of the number of cells statistical analysis; C. MMT method to

detect cell activity, OD490nm absorbance value represents the cell viability; D. RTCA real-time monitoring of cell proliferation.
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Fig.4 HDAC?2 sumo-E3 ligase mutant on cell migration and proliferation-associated protein expression regulation
A, B EDITEAG X B 2870 DLD1h3235-488 42 & TR EH MMP14 iRk /KF; B, EZ PCR @il A MMP14 i) mRNA Fiksk
F;C, SeEEN AR X BR4E 0 DLD1h3235-488 4RAE A 8584 %% H ODCI  cyclin D1 BKi%7kF;D, EE PCR KA ALAA h ODCI  cyclin D1
B mRNA RixKFE,
A.The expression of MMP-14 in the control group and DLD1h3235-488 cells was detected by immunoblotting assay. B.The expression of MMP-14 in the

two groups was detected by quantitative PCR. C.The expression of MMP-14 in the control group and DLD1h3235-488 cells was detected by

immunoblotting. D.The expression levels of ODC1 and cyclin D1 in the two groups were detected by quantitative PCR.
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