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Tab.1 Primer sequences
Gene name Primer sequences( 5°3°)
SIRT2 F: CTTCCTTACCCAGAGGCCATC
R: TCAGCAGGCGGATGAAGTAGT
POSTN F: CTTTCGAGAAACTGCCACGAG
R: CCTTCCATGGTCTCAAACACG
Collagen [ F: GCAAGAGGCGAGAGAGGTTT
R: GACCACGGGCACCATCTTTA
PCNA F: TGGAATCCCAGAACAGGAG
R: TCAGAGCAAACGTTAGGTG
GAPDH F: TCAAGGCTGAGAACGGGAAG
R: GGACTCCACGACGTACTCAG
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1.2.7 Western blot
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Fig.1 Observation and identification of CFs under microscope
A: Phase contrast microscope X 100; B: Fluorescence microscope

x2 500.
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Fig. 2 RT-qPCR analysis and relative SIRT2 mRNA expression after transfection in CFs for 48 h

A: After OE-SIRT?2 transfection in CFs for 48 h; B: After SIRT2 siRNA transfection in CFs for 48 h; * P<0.01 s Control group; ** P<0.01 vs

Ang Il +OE-Vector group; % P<0.01 vs Ang Il +NC-siRNA group.

3 RT-qPCR CFs
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Fig. 3 RT-qPCR analysis and relative mRNA expression of SIRT2 CollA1 POSTN and PCNA in CFs

A: After OE-SIRT? transfection in CFs for 48 h; B: After SIRT2 siRNA transfection in CFs for 48 h; ™ P<0.01 »s Control group; ** P<0.01 vs

Ang Il +OE-Vector group; 2* P<0. 01 vs Ang Il +NC-siRNA group.



Acta Universitatis Medicinalis Anhui 2025 Apr; 60( 4)

*593 -

4 Western blot CFs

SIRT2.Col1A1.POSTN

PCNA

Fig. 4 Western blot analysis and relative protein expression of SIRT2 Coll1A1 POSTN and PCNA in CFs
A: After OE-SIRT2 transfection in CFs for 48 h; B: After SIRT2 siRNA transfection in CFs for 48 h; a: Control group; b: Ang Il group; c: Ang Il +
OE-Vector group; d: Ang Il +OE-SIRT2 group; e: Ang Il +NC-siRNA group; f: Ang Il +SIRT2-siRNA group; *P<0. 01 s Control group; ** P<0. 01 vs

Ang Il +OE-Vector group; #* P<0. 01 vs Ang [l +NC—siRNA group.
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5 CFs
Fig. 5 Survival rate and proliferation rate percentage of CFs
A B: CCK-8 method for detecting the survival rate of CFs; C D: EdU method for detecting the proliferation ability of CFs x2 500; #P<0.01 **p<
0.001 vs Control group; ** P<0.01 *** P<0.001 vs Ang Il +OE-Vector group; “* P<0.01 vs Ang Il +NC—siRNA group.

6 Transwell CFs x100
Fig. 6 Migration ability of CFs detected by Transwell assay x100
A: After OE-SIRT?2 transfection in CFs for 48 h; B: After SIRT2 siRNA transfection in CFs for 48 h; * P<0.01 s Control group; **P<0.01 vs
Ang [ +OE-Vector group; #% P<0. 01 vs Ang [ +NC-siRNA group.
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Effects of SIRT2 regulation on migration and proliferation of

cardiac fibroblasts in Ang Il -induced mice
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Abstract Objective

230601)

To investigate the effect of sirtuin 2 ( SIRT2) on the proliferation and migration of cardiac

( 603 )
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high fat diet induced obesity group ( DIO group) DIO supplemented with the control virus group ( DIO+Scramble
group) and DIO supplemented with the interfering virus group ( DIO+shPTGES3 group) . The Morris water maze
test was conducted to evaluate the cognitive behavior changes of the four groups of mice. The immunofluorescence
staining was performed to detect the expression of PTGES3 and HSP90 in the medial prefrontal cortex and the acti-
vation of ionized calcium binding adapter molecule 1 ( IBA1) dabeled microglia. Results In the case-control stud—
y the cognitive function of obese patients significantly decreased and the expression of PTGES3 in peripheral
blood significantly increased while the level of PTGES3 was negatively correlated with cognitive function. In animal
experiments compared with ND group DIO group had significantly prolonged time reaching the target platform
otherwise the residence time in the target quadrant was shortened in the Morris water maze test. Simultaneously
there were significant increase in the expression of PTGES3 and HSP90 and the activation of IBA1 in the medial
prefrontal cortex. Compared with DIO+Scramble group mice in the DIO+shPTGES3 group spent less time reaching
the target platform and stayed longer in the target quadrant. The expression and co-ocalization levels of PTGES3
and HSP90 in medial prefrontal cortex significantly decreased. The activation level of microglia cells was also atten—
uated by PTGES3 interference. Conclusion  Obesity—velated cognitive dysfunction may be attributed to PTGES3/
HSP90 in the medial prefrontal cortex by mediating neural inflammation.

Key words PTGES3; HSP90; obesity; cognition disfunction; neuroinflammation
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fibroblasts ( CFs) in C57BL/6 mice under angiotensin 1I( Ang II) stimulation. Methods The hearts were taken
from 1 to 2 days C57BL/6 milk mice. After cutting and digesting CFs were extracted by different adhesion centrifu—
gation. After CFs attachment the cells were cultured under control medium and Ang I ( 100 nmol/L) medium
and treated using OE-SIRT2 plasmid to overexpression the SIRT2 gene. RT-qPCR was used to detect mRNA expres—
sion of SIRT2 proliferating cell nuclear antigen ( PCNA)  periostin ( POSTN) and type | collagen procollagen Al
( CollAl) Western blot assay was used to measure the protein expression levels of SIRT2 PCNA POSTN and
Coll1A1 CCK-8 assay and EdU assay were used to evaluate CFs proliferation rate Transwell experiment was used
to assess CFs migration activity. Results Compared with control group Ang II stimulation led to down-regulation
of SIRT2 expression in CFs increased collagen expression and promoted CFs proliferation and migration. The ex—
pression of SIRT2 was up regulated in CFs treated with OE-SIRT2 plasmid under Ang I stimulation CollAl
POSTN and PCNA expression was down regulated and CFs proliferation and migration ability decreased. Conclu—
sion  Overexpression of SIRT2 can inhibit the proliferation and migration of CFs under Ang I stimulation indica—
ting that SIRT2 may be a key regulatory point in the onset and progression of cardiac fibrosis.

Key words SIRT2; cardiac fibroblasts; Ang II ; proliferation; migration; cardiac fibrosis
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