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group the low-dose and high-dose AME groups showed reduced tissue damage in rats the arthritis index lung tis—
sue wet-dry weight ratio levels of ILAB IL-6 and TNF-o the expression levels of MyD88 and TLR4 proteins
and p-NF—+«B p65/NF+«B p65 ratio showed a dose-dependent decrease ( P <0.05 or P <0.01) the expression of
Beclin 1 and LC3 [ / | proteins showed a dose-dependent increase ( P <0. 05 or P <0. 01) . Compared with high—
dose AME group the tissue damage of rats in the high-dose AME + LPS group was worsened the arthritis index
lung tissue wet-dry weight ratio levels of IL4B3 IL-6 and TNF-o the expression levels of MyD88 and TLR4 pro-
teins and p-NF-«B p65/NF—+«B p65 ratio were higher ( P <0.01) the expression of Beclin 1 and LC3 II / I pro-
teins was lower ( P <0.01) . Conclusion AME inhibits the MyD88/TLR4 /NF«B p65 pathway and alleviates
lung injury in RALD rats.

Key words astragalus mongholicus extract; rheumatoid arthritis; interstitial lung disease; lung injury; MyD88/
TLR4/NF—+«B p65 pathway; inflammation; autophagy
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Fig.2 Amlodipine affected autophagy by altering calcium concentration in HPC cells
A: Representative images of calcium fluxes in HPC induced by Ang II; B: Intracellular Ca>* concentration in HPC cells detected by flow cytome—
try; C: Quantification of Fluo4AM positive cells; D: The protein expression levels of LC3B  Beclind  and P62 detected by Western blot in HPC cells;
E: Quantitative analysis of relative protein expression; = P <0.05 **P<0.01 *** P <0.001 vs Control group; *P <0.05 *P <0.01 vs Ang Il

group.
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Fig.3 The effect of calcium influx on lysosomal function in HPC cells

A: Representative images of Lyso-Tracker Green live cell staining x400 Scale bar: 100 wm; B: Relative quantitative analysis of fluorescence in—

tensity; ©~ P <0.05 **P <0.01 »s Control group; *P <0.05 vs Ang I group.
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4 Ca** HPC
Fig.4 The effect of calcium influx on apoptosis in HPC cells
A: Detection of HPC apoptosis by flow cytometry; B: Quantification of apoptosis rate; C: The protein expression levels of Bel2 and Bax detected by
Western blot in HPC cells; D: Quantitative analysis of relative protein expression; ** P <0.01 ***P <0.001 **** P <0.000 1 vs the Control

group; " P <0.001 vs the Ang Il group.
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Amlodipine promotes autophagy by inhibiting calcium

influx in human podocytes
Zhao Wei' Xu Deping' Liao Kainan' Cai Chunlin® Zang Dandan® Zhou Haisheng' ’

( 'Dept of Biochemistry *Dept of Pathology and Pathophysiology
*Center for Scientific Research Anhui Medical University Hefei 230032)

Abstract Objective To explore the effects of the antihypertensive drug Amlodipine on calcium influx and autoph-
agy in human podocytes ( HPC) . Methods HPC cells were routinely cultured in vitro. HPC cells were treated
with angiotensin Il ( Ang II) the L+ype Ca’* blocker Amlodipine alone or in combination. The Ca’* imaging
system was used to detect the transient changes in the intracellular Ca’* flux of HPC cells in real time after drug
treatment. Western blot was employed to detect the changes in the ratio of autophagy marker proteins LC3B-II /
LC3B-1 and the expression levels of Beclind P62 as well as apoptosis—trelated proteins Bel2 and Bax. Flow
cytometry was used to detect the number of Fluo-4 AM positive cells at 488 nm to analyze the level of intracellular
Ca’" influx in HPC cells. Lyso-Tracker Green live cell staining was applied to analyze the fluorescence intensity of
lysosomes. Flow cytometry was also used to detect the apoptosis rate of HPC cells. Results Compared with the
control group in the Ang I group the transient Ca’" flux and the number of Fluo-4AM positive cells increased
significantly ( P <0.001) . The ratio of autophagy marker proteins LC3B-I /LC3B-] ( P <0.001) and the pro—
tein expression of Beclind ( P <0.01) decreased significantly while the expression of P62 increased ( P <0.01) .

The fluorescence intensity of lysosomes weakened ( P <0.05) the apoptosis rate increased ( P <0. 0001) the ex—
pression of apoptosis—related protein Bcl2 decreased ( P <0.01) and the protein level of Bax increased ( P <

0.001) . Compared with the control group in the Amlodipine group the number of Fluo4AM positive cells de—
creased significantly ( P <0.001) the ratio of LC3B-II /LC3B-] ( P <0.001) and the protein expression of Bec—
lind ( P <0.001) increased the protein expression of P62 decreased ( P <0.05) the fluorescence intensity of ly—
sosomes enhanced ( P <0.01) the apoptosis rate decreased ( P <0.01) the protein expression of Bel2 increased
(P <0.001) and the protein level of Bax decreased ( P <0.001) . Compared with the Ang Il group in the Ang
I + Amlodipine group the number of Fluo4AM positive cells decreased significantly ( P <0.001) the ratio of
LC3B-II /LC3B-] (P <0.01) and the protein expression of Beclind increased ( P <0.05) the protein level of
P62 decreased ( P <0.01) the fluorescence intensity of lysosomes increased ( P <0.05) the apoptosis rate de—
creased ( P <0.001) the protein expression of Bcl2 increased ( P <0.001) and the protein level of Bax de—
creased ( P <0.001) . Conclusion Amlodipine inhibits calcium influx promotes autophagy and inhibits apoptosis
in human podocytes which is useful in preventing the development of hypertensive nephropathy.
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