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Effect of tetrandrine on cytokines in LPS-stimulated RAW?264.7 cell
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Abstract: Objective To investigate the effects of tetrandrine (Tet) on expressions of proinflammatory and anti-inflammatory
cytokine in lipopolysaccharide(LPS)-stimulated RAW?264.7 cells. Methods RAW 264.7 cells were cultured in media containing 1
pg/mL LPS and different doses of Tet. The proliferation of cells was examined by MTT assay, and nuclear translocation of NF-xB
was detected and analyzed by the laser scanning confocal microscope (LSCM), and the levels of IL-6, TNF-a , and IL-10 were tested
by ELISA. Results Compared with the control group, Tet had no influence on the proliferation of RAW264.7 cells no matter with
LPS or not when its concentration lower than 1 umol/L; But when its concentration higher than 10 umol/L, Tet significantly inhibited
the growth of the cells whether LPS existed or not. Meanwhile, Tet significantly decreased the levels of IL-6, and TNF-o induced by
LPS, and upregulated IL-10 in supernatant. At the mean time, results from LSCM showed that in Tet 1 umol/L group, positive cells
(dyeing-red p65 of NF-kB was translocated into nucleuses and made the nuclueses red) decreased siglificantly, while negative cells
(dyeing-red p65 of NF-xB was collectted in endochylema and nucleuses became vacant) were predominantly founded. Conclusion
Tet has anti-inflammatory effect, which might be mediated by downregulating inflammatory factors IL-6, TNF-o through NF-«B
signal pathway as well as increasing levels of anti-inflammatory factor IL-10.
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TRAE%H
1.2.3  MTT yEEI Tet X4 fg B K s i 44
Mo % 5X10%mL, 0T 96 FLANMLES F-AR Y,
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Table 1 Effect of Tet on growth of RAW264.7 cell 2.3 Tet 3t NF-kB p65 I E %4540 /Y 520
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o0 0552003 il Gt AR, MR B R Tk, :ifé‘j\éﬁiﬂ’aﬁi%i@
1000 0.0840.02" RO BERIAL, w] WK PRI M (204 p65 WAL
100,00 0074001 B PR BAZ AL, AL LT G 2, R A0 5
) - Tet /MRS, B4 ng > TR Tet rhofl &
Tet+LPS 0.00-+1 pg-mL™ 0.54+0.03 G B TR Tet KRELAL
0.0141 pgmL* 0.57+0.04 o R A
0.10+1 ugmL ™ 0574 0,05 T&F?HEIE@EJJD&%@E/}\ AR 1 40 A =
1.00+1 pg-mL™ 0.56+0.05 3 Fh/i e = R A S N
10.00+1 pg-mL™* 0.08+0.03" QHWQizfﬁﬁﬁfﬂmfﬁfﬁﬁﬂiﬁﬁ&i
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. LA RIER . IL-6. TNF-a &5 2T
"P<0.01 vs control group RAMIA T, o IL-6 v fEEt B 4l e 1k, ihth 2

T2 Tet 3 RAW264.7 40 IL-6. IL-10. TNF-a 43 7hB9520E (X+s,n=6)
Table 2 Effect of Tet on secrection of 1L-6, IL-10, and TNF-a in LPS-treated RAW264.7 cells (x+s,n=6)

#H & /(umol-L ™) IL-6/(ng-mL™) TNF-o/(pg:mL ") IL-10/(pg-mL ")
S| - 6.363.07 256.40+ 41.77 30.58+3.75
Y 1 pgmL? 29.26+3.63" 2 014.46+130.57" 79.56 +4.70"
Tet 0.01 21.59+3.80 1851.75+199.51 83.60+4.52
0.10 17.17+3.73" 1416.68+267.23" 96.53+4.83"
1.00 9.45+1.45" 468.80+113.18" 116.13+6.06™

SRR LR "P<0.05 TP<0.01; A Ea A ¥P<0.01
"P<0.05 ""P<0.01 vs model group; *P<0.01 vs blank control group

Tet 0.01 umol-L Tet 0.10 pmol-L

Tet 1.00 pmol-L

1 EAHBERMETWE Tet 3 RAW264.7 4R NF-xB p65 IF EA%5E IR 8200
Fig. 1 Effect of Tet on NF-kB p65 translocation in RAW264.7 cells observed under LSCM
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IR ¥ . LPS 5 TLR4 45451 NF-xB J#0i5,
NF-kB 25 2 Fh R VEA M K1 IR e s, A8 ROME Y,
()52 2 2 P DR 1 0 % T R — AN R BRI L,
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PRI T IL-10 [Fsgm, S5 RKBL Tet £EAMi{e &
A7 (TR, S A HE 1L-10 [)RIX .

RS S5 R, Tet X gRERL FRE 2 Fi
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