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naling Technology ; AT2R
: Alexa Fluor

488 -conjugated antirabbit IgG Abcam

GE ; PEI
; PVDF
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; HiScript II Q RT SuperMix for
Cham() Universal SYBR qPCR Master Mix
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-o( tumor necrosis
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: Sci—
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1.2.1 DNA NN
NN ; TRIzol
RNA RNA o
RNA
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HisScript II qRT SuperMix 4 pl RNase free ddH,0

20 ul o (@D 50 C 15 min; @
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1.2.2 N PCR https: //www.
ncbi. nlm. nih. gov/gene /11609 AT2R

( NC_000086. 8) EcoR I  Hind

: 5" AAAAGAATTCGTATGA-
15" AAAAAAGCT-

I ;
AGGACAACTTCAGT3~
TTTTAAGACACAAAGGTGTC-3"
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1 PCR
(5°-37) 1 000 bp
GAPDH F: CGTCCCGTAGACAAAATGGT
R: GAATTTGCCGTGAGTGGAGT ( AT2R ) 3 700 bp ( pCMV_Flag_N
1.6 F: AGTTGCCTTCTTGGGACTGA ) o 1B.
R: TCCACGATTTCCCAGAGAAC T4 DNA
TNF-o F: A\G(?(?(?CCAS;:I‘CTCTA‘T?C'I:T‘ pCMV—Fldg—N—ATZR .
R: CTCCCTTTGCAGAACTCAGG
5 min 195 110 s 60 T30 s 3700 bp pCMVFlag—
40 1 000 bp AT2R
1.3 GraphPad Prism 8.0 pEMV+lag-NAT2ZR °
- 1C,
x s o
; P <0.05 https: //blast. ncbi. nlm. nih. gov
AT2R standard
Seq pCMVFlag-N-AT2R
2 pCMV F¥lag-N-AT2R
2.1 PCR | 1D
2.3 pCMV-Flag-N-AT2R
<DNA PCR . pCMV-Flag-N-AT2R HEK 293T
1 000 bp Western blot AT2R
AT2R <DNA pCMV-¥lag-N-AT2R  HEK 293 T
. 1A. ° 2
<DNA PCR AT2R 2.4 AT2R AML12 AML12
AT2R . AT2R
22 PCR pCMV— AT2R 3A. pCMV-¥lag-N-AT2R
Flag-N EcoR I  Hind Il AMLI2
1 pCMV-Flag-N-AT2R
A: PCR M: marker ( 100 bp Ladder) ; B: PCR M: marker ( 1 kb DNA Ladder) ; C: pCMVFlag-N-AT2R

M: marker (1 kb DNA Ladder) 1.2: pCMV-¥lag-N-AT2R; D: pCMV-¥lag-N-AT2R
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AT2R AMLI2
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AMLI2 Western blot AT2R
AMLI2 (t=4.315 P<
0. 05) 3C,
2.5 AT2R
AMLI2 pCMV FlagN-AT2R
LPS 24 h West—
ern blot PCNA CCK=8
o : LPS AMLI2
5 Western blot Flag PCNA (1=4.48 P<0.05)
3 Western blot AT2R AMLI12
A: AT2R  AMLI2 x63; B: pCMV-Flag-N-AT2R AMLI12 x63; C:
Western blot ~ pCMV—Flag-N-AT2R AMLI2 : DAPI AT2R Flag,  pCMVFlagN

:" P<0.05
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(t=11.14 P<0.001); LPS (1=2.88 P<0.05) 65
pCMVFlagN-AT2R + LPS 3
AMLI12 PCNA (t=4.66
P <0.01) (t=10.63 P <
0.001) 4, .
2.6 AT2R LPS AMLI12 . LPS AMLI12
qPCR IL6 TNF« LPS
mRNA o ; LPS AMLI2
AMLI12 IL6 TNF-o mRNA (¢t IL6 TNF- .
=17.17 P <0.001;¢=20.37 P<0.001); LPS ATIR  AT2R  Ang Il Ang
pCMV-¥lagN-AT2R + LPS I o Ang
AMLI12 IL6 TNF-o mRNA (t II ATIR  AT2R ATIR
=5.67 P<0.01;:=8.51 P<0.01) , 5. AT2R GPCR 34%
2.7 AT2R LPS AMLI12 ® AT2R . .
p65 Western blot : N ATIR
LPS P65 2710 . ATIR
(r=11.63 P <0.001); LPS
pCMV Flag-N-AT2R + LPS P65 " AT2R .
4 AT2R (n=5)

A: Western blot PCNA ; B: CCK-8 AMLI12 ;al ;b LPS ; ¢: pCMV+lagNAT2R  ; d: pCMV-

Flag-N-AT2R + LPS ; :"P<0.05 ***P<0.001; LPS (#P<0.01 " P <0.001
5 mRNA (n=5)
a: i b: LPS ;¢ pCMVFlagN-AT2R  ; d: pCMV FlagN-AT2R + LPS ; D ¥**P<0.001;  LPS #p

<0.01
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a: b: LPS ; ¢: pCMV—+FlagN-AT2R ; d: pCMV-
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Effects of overexpression of AT2R on LPS-induced

inflammatory responses in AMLI12 cells
Xu Changyong Zhang Shihao Wei Wei
( Institute of Clinical Pharmacology Anhui Medical University
Key Laboratory of Anti-<inflammatory and Immune Medicine Ministry of Education
Anhui Collaborative Innovation Center of Anti-inflammatory and Immune Medicine Hefei 230032)

Abstract Objective Angiotensin II Type 2 receptor ( AT2R) is a major receptor of angiotensin [l which has a
protective effect on damage to various tissues and organs. In this study an overexpression plasmid of AT2R was con—
structed to explore the effect of overexpression of AT2R on lipopolysaccharide ( LPS) -induced inflammatory re—
sponse in mouse hepatocytes ( AMLI2 cells) . Methods Mice tissues and organs were used as samples to amplify
the gene of interest ( AT2R) fragments containing EcoR [ and Hind Il restriction sites and then the final product
was obtained by digestion and ligation. The final positive clones were sequenced and identified. The pCMV+¥lag-N—
AT2R plasmid was transfected into HEK 293T cells and the expression of Flag protein was detected by the Western
blot method after 24 h. AT2R expression on AML12 cells was observed by Western blot and laser confocal microsco—
py- AML12 cells were treated differently and divided into control group LPS treatment group pCMV-Jlag-N-AT2R
group and pCMVF¥lag-N-AT2R + LPS group and cell viability was detected by CCK8. Western blot detected PCNA
proteins and observed cell proliferation; Cytoinflammatory factor levels were detected by qPCR; Western blot detec—
ted the expression level of nuclear transcription factor NF«B ( p65) in cells. Results The identification and se—
quencing results of EcoR T and Hind IIT double restriction showed that pCMV ¥lag-N-AT2R plasmid was successful—
ly constructed and the detection results of the Western blot method showed successful expression of AT2R protein.

Laser confocal observed that there were AT2R receptors on AML12 cells and AT2R recombinant plasmids could be
expressed on AML12; Compared with the control group the viability and proliferation ability of LPS-reated AML12
cells were weakened while the levels of IL-6 and TNF-a increased and the expression level of nuclear transcription
factor NF«B ( p65) increased. Compared with the LPS group the viability and proliferation of cells in AML12 cells
treated with pCMV Flag-N-AT2R and LPS were enhanced while the levels of IL-6 and TNF-o decreased. The ex—
pression of the nuclear transcription factor NF«B ( p65) decreased. Conclusion AT2R overexpression plasmids
were successfully constructed and successfully expressed on AMLI2 cells and AT2R could inhibit the inflammatory
response of LPS-induced AMLI2 cells.

Key words angiotensin [[ type 2 receptor; interleukin-6; tumor necrosis factor-o; lipopolysaccharide; AML12;

plasmid construction



