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[ Abstract )
in primary hepatocytes of LBP knockout (Lbp™~) mice. Methods

Objective To investigate the role of Agtrla in regulating LPS-induced inflammation after LBP deletion
Primary hepatocytes of WT and Lbp™~ groups were
isolated by a two-step perfusion method to establish an inflammation model induced by LPS. Agtrla expression in Lbp™~
mouse primary hepatocytes was inhibited by losartan and siRNA. Cells were divided into a control group A ( blank control) ,
LPS group A (LPS stimulation) , and losartan group ( LPS stimulation was applied after 3 h of losartan treatment). Cells
were divided into a control group B (' blank control), LPS group B ( LPS stimulation ), negative control group ( LPS
stimulation was applied after 12 h of si-NC transfection) , and interference group (LPS was applied after 12 h of si-agtrla
transfection ) . Primary hepatocytes in the WT group were divided into a control group (blank control) and LPS group (LPS
stimulated) . Western Blot was used to confirm knockout of LBP protein in Lbp™~ mouse primary hepatocytes. Changes in
Agtrla expression in primary hepatocytes of WT and Lbp™~ mice under LPS stimulation were verified by Western Blot.
CCK8 assays, qPCR, and Western Blot were used to investigate the inhibitory effects of losartan and si-agtrla on
inflammation in primary hepatocytes of Lbp~~ mice. Results LBP protein was completely knocked out in primary liver
cells of Lbp™~ mice. Compared with the wildtype group, Agtrla expression in primary hepatocytes of Lbp™~ mice was
significantly increased under LPS induction (P < 0.001). The cell survival rate of the inhibitor group was significantly
increased (P < 0.01). Expression of proinflammatory factors in inhibitor and interference groups was significantly
decreased (P < 0.01). Expression of inflammation-related protein p-ERK was also significantly decreased (P < 0.01).
Conclusions Upregulation of Agtrla expression in primary hepatocytes of Lbp™~ mice after LPS stimulation compensates
for the effect of lipopolysaccharide-binding protein to promote inflammation. Inhibition of Agtrla expression significantly

/-

reduces the LPS-induced inflammatory response in primary hepatocytes of Lbp™™ mice.

[ Keywords] Agtrla; Lbp™™ mice; primary hepatocytes; inhibitors; RNAi; ERK/p-ERK
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LPS 755 1Y R SR AE P 77K, DA T X HIL A4 2 21 £
PHERS . AT IRESE KB, Lop™ ™ /N LR JE IR IEF
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WO BAPERXT R (si-NC T4 12 h J5 A LPS #
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Tl T 7S A LA, AT BRI BE I o 15 7 i B 48 il T XL
Uit R SR, Tk H SR T 40 A% g, X) HR 4]
B AL | AP XS R Ao AL B2 A 50 nmol /L
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0.05 N5 HA Gt 2#E S 24 8] R A A
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ki B FEFK(P < 0.0001) , 40 2C.,
2.3 ##l Agtrla 33 Lbp” /INBRIERFFHEEFEEE
=ap=Al

CCK8 453 R, 5 LPS A0 H , 10461 5 26 41 i
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&> g &SN R B O NSRS B L J
ST o ST S N S o VS R 0
%Coo 3 \i{o ”*CO«\ I \‘}% \,\;& %Coo N \)Qg A\ %295 6&6\&
Agtrla _I .43 kDa Agtrla | gy Q> *« |43 kDa Agtrla I TEene G SN - |43 kDa
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B2 LPSHIEAAMT Agirla FIKMAR(L

Note. Compared with the control group A, * P < 0.05. Compared with the inhibitor group, **P < 0. 001. Compared with the control group B, $¢¢p <

0. 001. Compared with the disturb group, ~ P < 0.0001.

Figure 2 Changes in Agtrla expression under LPS stimulation
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Figure 3 Effect of inhibiting Agtrla on survival rate of primary hepatocytes in Lbp™ ~ mice
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Note. Compared with the inhibitor group, " P < 0. 0001. Compared with the disturb group, ~P < 0.01.

Figure 4 Effect of inhibitory Agtrla protein expression on inflammatory cytokines
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1026 rf [ S S E 4R 2023 4E 8 A5 31 %45 8 ] Acta Lab Anim Sci Sin, August 2023, Vol. 31, No. 8

g
\at A
T e A
p-ERK 43 kD
- Y o
ERK | === —— —— | 43kDa
B-actin |—- T e——— I 44 kDa
4 sk HH
4 3 - |
.
o
& 9
1 _l .
%Y’

° e
S
RGN XS
S Q‘%\%QQ \%\e‘*\ ¢ 5&%&%@
%coﬂ\ \,\s %z,/ Q\'&
pERK | ™R e - = | 43kDa
ERK | | 43kDa

pacin | S WY WP | ;0.

&&&& ANA

p-ERK/ERK
N~
|

&S Py & Ao
P Fod S K$
S N @\@@ > NS
AP

&

T IR A HIEL, 7 P < 0.0001; S BRAL B ATLE, “4S4P < 0.0001, 5 THE4IHI L, P < 0.001,
B 5 il Agirla 8 HARIEX p-ERK H HARIEHY

Note. A. Compared with the control group A, *** P < 0.0001. B. Compared with the control group B, %P < 0. 0001. Compared with the disturb

group, P < 0.001.

Figure 5 Effect of inhibiting the expression of Agtrla protein on the expression of p-ERK protein
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