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in rheumatoid arthritis mice. Methods The emulsion of bovine type II collagen and complete Freund’s adjuvant were injected
subcutaneously into the tail root of mice to establish the rheumatoid arthritis model. According to the weight distribution, the DBA/1
male mice were randomly divided into nine groups (eight per group). Namely, the control group, the model group, the leflunomide
positive drug group, the raw Corni Fructus group, the wine-processed Corni Fructus group, the raw Paeoniae Radix Alba group, the
wine-processed Paeoniae Radix Alba group, the raw Corni Fructus and Paeoniae Radix Alba compatibility group, and the wine-
processed Corni Fructus and Paeoniae Radix Alba compatibility group, respectively. The second booster immunization was performed
7 d after the first immunization and then the rheumatoid arthritis model was established on the 30th d. Furthermore, each administration
group was given a corresponding dose of 75% ethanol extract sterile aqueous solution, the positive drug group was given a sterile
aqueous solution of leflunomide (6 mg/kg), and mice in the control group and model group were given a corresponding volume of
sterile water for the following 30 consecutive days. Finally, the pathological changes of HE in the mouse ankle joint were observed
under microscope, and the injury degree of the mouse tibial articular and ankle joint were observed by Micro-CT tomography,
respectively. Moreover, the OPG, RANKL, tumor necrosis factor receptor-associated factor 6 (TRAF6), sarcoma (Src), nuclear factor-
p65 (P65) genes and the OPG, RANKL, RANK, TRAF®6, Src, phosphorylation inhibitory kBa (p-IkBa), p-P65 protein in the synovial
tissue of the knee joint were determined by RT-qPCR and Western blotting, respectively. Results Compared with the control group,
mice in the model group had obvious inflammatory infiltration of fibroblast synovial cells and osteoclasts in ankle joints, deformed
knee and ankle joints. In addition, the OPG gene levels and protein expression were reduced significantly (P <0.001) while the RANKL,
TRAF6, Src, P65 gene levels and RANKL, RANK, TRAF6, Src, p-IkBo/IxBa, p-P65/P65 protein expression were significantly
increased (P < 0.001). Besides, all the groups of Corni Fructus-Paeoniae Radix Alba herbal pair with wine before and after processing
have a trend of improvement compared with the model group, especially in the wine-processed Corni Fructus-Paeoniae Radix Alba
herbal pair group (P < 0.001) followed by the raw Corni Fructus-Paeoniae Radix Alba herbal pair group and the wine-processed Corni
Fructus group, and the OPG gene level and protein expression increased. Moreover, RANKL, TRAF6, Src, P65 gene level and RANKL,
RANK, TRAF6, Src, p-IkBa/IkBa, p-P65/P65 protein expression were reduced. In addition, the administration group of the raw
Paeoniae Radix Alba, wine-processed Paeoniae Radix Alba, and raw Corni Fructus also showed a significant improvement trend,
however, the arthritis score was relatively higher. Conclusion Corni Fructus-Paeoniae Radix Alba herbal pair can reduce the knee
and ankle joint injury in rheumatoid arthritis mice through regulating the OPG/RANKL/RANK signaling pathway to play an anti-
rheumatoid arthritis effect.
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A : TGCATCTTTTCATGACAGCCAA
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1 WEREMANBEXREMERFX RA NRIAREMNERXTIMAKBIFIE (n=8)

Fig. 1 Effects of Corni Fructus-Paeoniae Radix Alba herbal pair with wine before and after processing on body weight and toe

joint swelling in RA mice (n = 8)
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Fig. 2 HE staining of Corni Fructus-Paeoniae Radix Alba herbal pair with wine before and after processing on RA mice (x 10)
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Fig. 3 Effects of Corni Fructus-Paeoniae Radix Alba herbal pair with wine before and after processing on Micro-CT changes of

toe joint and ankle joint in RA mice
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4 WEHEMASBEREEAREY RA NRESXT Micro-CT ZH &M
Fig. 4 Effects of Corni Fructus-Paeoniae Radix Alba herbal pair with wine before and after processing on Micro-CT changes of

tibial articular in RA mice
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Fig. 5 Effects of Corni Fructus-Paeoniae Radix Alba herbal pair with wine before and after processing on expression of related

genes in synovial tissues of knee joint in RA mice (x +s,n=8)
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Fig.6 Protein expressions of Cornus Officinalis-Radix Paeoniae Alba herbal pair on CIA mice (x+5s,n=3)
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