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The effects of Zerumbone on the differentiation and functions of CD4'CD25'Treg cells
Chen Feifei, Mao Shan, Shi Ying, Zhou Danyang, Zhang Jinmei,Gu Wei’
Department of Respiratory Medicine , Nanjing First Hospital , NMU , Nanjing 210006, China

[Abstract] Objective: To explore an induced and culture method for CD4"CD25 " Treg cells in vitro, study the effect of Zerumbone
about the differentiation and secretion functions of Treg cells and explore the mechanisms included. Methods: CD4"CDO2L"T cells
were isolated from BALB/c mice spleen and purified with magnetic bead methods. CD4*CD62L T cells were co - cultured with
transforming growth factor (TGF )-beta(5 ng/mL) , interleukin (1L)-2(30 wg/mL) for CD4*CD25 Treg polarization. The cultured CD4"
CD25"Treg cells were divided into five groups: the normal group; the induced group, which were cultured with the above protocol;
Zerumbone (1 wmol/L) group ; Zerumbone (10 pmol/L) group; Zerumbone (30 wmol/L) group. Flow cytometry was used to detect the
proportion of CD4"CD25" Treg cells. The ELISA method was detected the levels of IL-10. Reverse transcriptase polymerase chain
reaction(RT-PCR )was detected the level of IL-10 mRNA and Foxp3 mRNA. Results: The proportion of CD4'CD25"Treg cells cultured
with the protocol were significantly higher compared with the normal group (P < 0.05). The CD4*CD25 " Treg cells proportion in
Zerumbone (1 pmol/L) , Zerumbone (10 wmol/L) , Zerumbone (30 pwmol/L) groups were significantly increased compared with group
model, there is dose dependent (P < 0.05). The protein level of IL-10 was increased by Zerumbone and that was also dose-dependent.
Zerumbone increased the expression of IL - 10 mRNA and Foxp3 mRNA (P < 0.05). Conclusion: Zerumbone can increase the
differentiation of splenic CD4*CD62L. Zerumbone into CD4*CD25"Treg cells and induce the expressions of 1L.-10 protein in vitro. The
results may be thought the activation of Foxp3 in CD4"CD25"Treg cells.
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column .CD4"CD62L" T Cell Isolation Kit I (ZEFRIE,
8% ) , TGF-B . 1IL-2(R&D A A , 2 [H ) , anti-mouse
CD28 . anti-mouse CD3 . anti-CD4-FITC . Foxp3 Stain-
ing Buffer Set. Protein Transport Inhibitor Cocktail . Cell
Stimulation Cocktail (eBioscience 2y 7], JE[E ) , WREL4H
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B (R&D ], LE) , A (BD AR, KA.
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W 73 B 44k ) CD4A"CD62LT 40 i , 24 if 3% 5
PAIRE SR 1 10° 4™ /mlL, 4 4 B 422 b 7 45 1062 9% 47 e
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#E CD4*CD62L T 2 Jfd 5] Treg 40 M 1Y 434k o H ik
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i, F AN AL ST HT Treg 4 A 20 fE 1K B0, RT-
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SA A _E I TL-10 AU FEIATE B .
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1.2.4 A fa e b

WAL A 45 A 240 53 il ] 8 1R 5 2 o ik (PBS) Bk
23, 8.0 )5 JH 100 wL Buffer 5, A FITC FRic
fIHE CDA AR (1.25 pg/mL) , APC FRic BHT CD25 4t
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VEJE AN 2 B 4 °C G F OB T 30 min,
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12.6 B3 6% % PCR(RT-PCR) 84 7 % #& M)
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ZH 40 i 5L RNA. i F Prime Seript™ RT Master Mix
Perfect Real Time it | & (TaKaRa A #) , H &) ¥
RNA %% 5%/ cDNA ., Foxp3 B3 1151 . 37 .5'-
CTGCCTTGGTACATTCGTGAAC-3', R il 5'- ATGT-
TGTGGGTGAGTGCTTTG-3", IL-10 (5 #1551 .
%#5'-ACAGCCGGGAAGACAATAAC-3', il 5'-CA-
GCTGGTCCTTTGTTTGAAAG -3’ B-actin 17 5'-
GCGTGACATCAAAGAGAAGCT-3', Tl 5'-ATGC-
CACAGGATTCCATACC-3", PCR AR (20 pL):
SYBR®PremixExTaq™ (2% , TaKaRa 2 ®] , H 4% )
10 pL, F#ESI9 (10 mmol/L) : 0.4 pL, F eS| ¥
(10 pmol/L) : 0.4 wL,ROX Reference Dye Il (TaKaRa
N, HA) 04 pL, AR cDNA : 2.0 pL, DEPC 7K
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e 451 A1 (8.67 + 0.76)% , Zerumbone (30 wmol/L) 21
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Figure 1 Percentages of CD4°CD25Foxp3‘Treg cells in different groups
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Figure 3 Foxp3 mRNA and IL-10 mRNA expression levels in different groups
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