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[ Abstract]  Objective To explore the role of Adrala in regulating the LPS-induced inflammation response in
primary hepatocytes of lipopolysaccharide-binding protein knockout ( Lbp™~) mice. Methods Primary hepatocytes were
extracted from WT and Lbp™~ mice using a two-step perfusion method, and an inflammation model was established using
LPS induction. Expression of Adrala in primary hepatocytes of Lbp~~ mice was suppressed by administering the inhibitor
prazosin and transfection with si-Adrala. The cells were divided into three groups under inhibitor conditions: control group
A, LPS group A, and prazosin group. For siRNA transfection, cells were also divided into groups: control group B, LPS
group B, si-NC group, and si-Adrala group. WT primary hepatocytes were divided into two groups: control group ( blank)
and LPS group (12 h stimulation). Changes in the Adrala response to LPS stimulation were verified by Western blot.
Other method ologies, such as CCK-8, qRT-PCR, and Western blot assays, were used to confirm improvements in cell
inflammation and the survival rate by prazosin and si-Adrala. Results Significant elevation in Adrala protein expression
in Lbp™'~ primary hepatocytes was observed post-LPS stimulation ( P<0.01) , whereas no notable change was found in the
wildtype. A remarkable increase in the cell survival rate was noted in prazosin and si-Adrala groups ( P<0.01, P<0.05).
Furthermore, prazosin and si-Adrala groups exhibited significantly reduced expression of proinflammatory factors TNF-o
and TL-1B (P<0.01), p-p38, p-ERK, and p-JNK (P<0.01), which are associated with cell damage and inflammation.
Conclusions  Following LPS stimulation, upregulation of Adrala and proinflammatory cytokine expression was observed in
Lbp™~ primary hepatocytes. Specific downregulation of Adrala expression using prazosin and si-Adrala significantly
decreased LPS-induced proinflammatory cytokines in Lbp™~ primary hepatocytes. Adrala is implicated in the regulation of
the LPS-induced inflammation response in primary hepatocytes of Lbp™~ mice.
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1 qRT-PCR
Table 1 qRT-PCR primer sequences
(5°-3") (5°-3")
Gene Specie Forward primer (5’ -3") Reverse primer (5’ -3")
Adrala Mice CTAAGGCCATTCTACTTGGGGT CGAGTGCAGATGCCGATGA
B-actin Mice GGCTGTATTCCCCTCCATCG CCAGTTGGTAACAATGCCATGT
IL-1B Mice GCAACTGTTCCTGAACTCAACT ATCTTTTGGGGTCCGTCAACT
TNF-a Mice CCCTCACACTCAGATCATCTTCT GCTACGACGTGGGCTACAG
12 h o 10 pL 1.4
Cell Counting Kit-8, , * (x+s) ,
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Figure 2 Changes in the expression of Adrala protein after LPS stimulation and inhibition and interference



88

2024 5 34 5 Chin J Comp Med, May 2024,Vol. 34 No. 5

,LPS  Adrala (P> ; , TNF-a  IL-13
0.05); Lbp™~ (P<0.01,P<0.001),
,LPS (P<0.01), 4A 4B, Adrala , TNF-a  IL-1P
(P<0.01), 2B; (P<0.001,P<0.01), 4C 4D,
si-Adrala (P<0.001), 2.5 Adrala MAPK
2C,
2.3 Adrala LPS ,ERK . JNK p38
CCK-8 . LPS (P<0.01,P<0.001,P<0.001),
(P<0.01), 3A;si-Adrala Adrala JNK ERK . p38
(P<0.05), 3B, (P<0.01,P<0.001,P<0.001), 5A ~
2.4 Adrala TNF-o, IL-1P 5C, si-Adrala Adrala , INK |
ERK p38 (P<0.001),
LPS ,Lbp™~ 5D~5F,
A 15— B 15
H#
2 1.0 g 10 4 N
# < | | B 5
s 2 - g
S5 ey | —
=H = E =
T o5 TS 05+
0.0 = 00 = > T R
Xy
AHEAA LPSHA WRM4 S I8 &S §8
Control ~ LPS  Prazosin ,jé;?:\cz £ l¢§ Z dz § N
group A group A group 5 550 \)Of’ %5 & Y$
QO ~N ) (?,
, "P<0.01; si-Adrala , ¥P<0.05,
3 Adrala Lbp™~

>

TNF-a mRNA 0 %35 &
Relative expression of TNF-a mRNA

Note. Compared with the prazosin group, ™ P<0.01. Compared with the si-Adrala group, ¥ P<0. 05.

154 )
= =

[}

0

Figure 3 Effect of inhibition of Adrala expression on primary hepatocytes viability in Lbp™~ mice
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