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[ Abstract] Objective: To investigate the effect of Fufang Yinchenhao Decoction on Cutibacterium acnes ( C. acnes)-induced in-
flammatory response in macrophages by regulating the TRPV3/TLR2/NF-kB signaling pathway, and to elucidate its mechanism
in treating acne. Methods: An in vizro cell model of C. acnes infection was established by stimulating macrophages with peptidogly-
can, which was then treated with Fufang Yinchenhao Decoction or isotretinoin. The levels of nitric oxide (NO), inflammatory fac-
tors (TNF-a, IL-18, iNOS, and COX2), and oxidative stress markers (SOD, MDA, and ROS) were measured. The expres-
sion of key molecules in the TRPV3/TLR2/NF-kB pathway was detected using Western blot and RT-qPCR. Results: Compared
to the model group, Fufang Yinchenhao Decoction significantly inhibited the production of NO in macrophages, reduced the levels
of TNF-a, IL-18, INOS, COX2, and MDA, suppressed the fluorescence intensity of ROS, and enhanced the activity of SOD,
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with all differences being statistically significant (P<C0.01). Western blot and RT-qPCR results further demonstrated that Fufang

Yinchenhao Decoction significantly downregulated the expression of TRPV3 protein and mRNA, inhibited the expression of

TLR2 and p-IkBa proteins, decreased the ratios of p-IKKB/IKK and p-p65/p65, and upregulated the expression of IkBa protein,

with all differences showing statistical significance (P<C0.01). Subcellular localization analysis revealed that Fufang Yinchenhao

Decoction increased the expression of cytoplasmic p-p65 while reducing the level of nuclear p-p65, with both changes being statisti-

cally significant (P<C0.01). Conclusion: By inhibiting the activation of the TRPV3/TLR2/NF-kB signaling pathway and regulat-

ing oxidative stress and inflammatory responses, Fufang Yinchenhao Decoction exerts its anti-acne effects.

[Key words | Fufang Yinchenhao Decoction; Cutibacterium acnes; Macrophages; TRPV3/TLR2/NF-kB pathway; Oxida-

tive stress; Inflammatory response
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Fig1 Detection of ROS levels in macrophages among all groups by immunofluorescence
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Tab 4 Comparison of TRPV3 expression in macrophages

among all groups (7 + s, n=3)
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Fig2 TRPV3 and protein expression in the TLR2/NF-xB
signaling pathway in macrophages among all

groups detected by Western blot
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Tab 5 Comparison of protein expression in the TLR2/NF-kB signaling pathway in macrophages among all groups (7 + s, n=3)

21150 TLR2/B-actin p-IKKB/IKKB p-IkBa/B-actin IkBa/B-actin
ki 0.104£0.01 0.0940.01 0.1140.04 1.3440.05
T A 2 1.0840.08" 0.974£0.15" 0.91+0.28" 0.1740.08"
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5277 1 R T e R 2 0.28+0.0177 0.22+0.027 0.29+0.077% 0.9040.06™
RN 0.3340.027 0.1840.037 0.34+0.087 0.83+£0.12°
Gt 84.86 72.33 13.57 97.89
P <0.01 <0.01 <0.01 <0.01

T 5 A4, T P<<0.01; 54 gk, T P<<0.05,77P<C0.01,

*6 REEMABAERERTFKEHLE (v L5, n=3)

Tab 6 Comparison of inflammatory cytokine levels in macrophages among all groups (7 =+ s, n=3)

21 51 pp65/p65 4B p-p65 4% p-p65
K 0.070.02 0.0440.01 0.1040.03
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Tazh 0.11+0.037 0.82+0.057" 0.10+0.057

St a 128.07 321.56 128.31

P <0.01 <0.01 <0.01

T 55 A4, T P<<0.01; 54 ok, T P<<0.05,77P<C0.01,
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P-p65 e e, 65 kDa

B-actin — oo oD oo o &= 42 kDa

p-p65 o QD S . w— 65 kDa

Histone H3 o=> oo o= o=o =D =P 17 kDa

A B C D E F
AZE BRI C T BB A IR b 45 D 5 B B
e E L ST T R 1 e R 2 F e T 2
3 Western blot #& il & 48 E I& 2 Ff1 £ Be J& 5 40 B #% =
NF-«B p65 & B &KX
Fig3 NF-xB p65 protein expression in the cytoplasm and
nucleus of macrophages among all groups detected

by Western blot
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