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Fig.1 Lentiviral vector plasmid map
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2.1 HACEl REH8 MRt ETiEs 4y,
PCR §"#4 HACE1 JEPH 4K, e B iy 3 [ et
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M 1
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2 HACE1 E[F CDS X PCR £ E4£&R
Fig.2 PCR identification results of the CDS region
of the HACEI gene
M. Marker;1: HACEIL.

2.2 HACEl =@M FRIE NI %3
HACEL 3 323552 5% 40 U Pk J5 , Western blot £ ]
HACE1 [ FEiA/KF, ifiit Western blot 460 %} g
4 . HACE1 33323540 GFP ik /K, HACEL 3%
k4l HACEL gh& 3k GFP R MG, Fit /o
FTEZA130 ku, 451 %R, GFP ) GFP-HACE1L #%
RKFAR R, HACEL 53 3% 7K A2 5% 240 Jfo i A 2 1l 20 o
LA 3,

130 ku

I1B:Anti-GFP
70 ku

25 ku

E 3 HACEL i3 &Ri% MR Western blot #& il 45
Fig.3 Western blot detection results
of HACE1l-overexpressing cell lines
M: Marker; 1: pCDH-GFP empty vector group;2: pCDH-GFP-
HACEI vector control group.

2.3 HACE1 x¢mAaigsaE A& i CCK-
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El4 HACE1L X ZH Big5E iE 4 6 #500
Fig.4 The effects of HACEL on cell proliferation activity

P <0.01, "*P<0.01 vs Control group at the same time point.
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A Oh 24h 48h

HACEI over
expression group Control group

B 120 - [ Control group
HACEI1 overexpression group
S 80F .
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S
=
2 *k
<
5 40 |
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0
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Time(h)

E5 HACEL M#E B aE A KM
Fig.5 The effects of HACE1 on cell migration ability
A Time-course scratch closure graph x 40; B: Comparison of
Scratch areas; * P <0.05, ** P <0.01 vs Control group at the same

time point.
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Construction of a lentiviral cell line with overexpression of human
HACEI1 and its impact on the proliferation

and migration of glioma cells
Huang Ran',Shan Ming”, Li Weisong'
('Dept of Pediatric Surgery,”Dept of Neurosurgery,The First Affiliated Hospital
of Anhui Medical University ,Hefer 230022 )

Abstract  Objective To construct a lentiviral overexpression cell line of HACE]L and to investigate its effects on
the proliferation and migration of glioma cells. Methods Using the bacterial liquid containing the full-length cDNA
sequence of human HACE] as a template, the lentiviral expression plasmid pCDH-HACE1 was constructed, and
the lentiviral cell line was screened. Western blot was employed to detect the expression of HACE1 in glioma cells.
Meanwhile, the CCK-8 assay and the cell scratch assay were utilized to assess the impacts of HACEI on the prolif-
eration and migration of glioma cells. Results The lentiviral cell line with HACE1 overexpression was successfully
established. Western blot analysis demonstrated that HACE1 could be effectively expressed in eukaryotic cells. The
results of the CCK-8 assay showed that, compared with the control group, the cell proliferation in the HACE1 over-
expression group was significantly enhanced at 24 hours and 48 hours after cultivation (¢ values: 2.42 and 1. 85 re-
spectively, both P <0.01). The cell scratch assay revealed that, at 24 hours and 48 hours after cultivation, the
Scratch areas in the HACE] overexpression group were higher than those in the control group (¢ values; 4.46, P <
0.05; ¢ value: 1.30, P <0.01). Conclusion The lentiviral cell line with HACE1 overexpression is successfully
constructed. HACE1 can promote the proliferation and migration abilities of U251 glioma cells, providing a founda-
tion for further research.
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