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Abstract: We explore and verify the optimized condition for HEK-Blue IL-17 screening model, and screen
the compounds that inhibits IL-17-medited signaling pathway. HEK-Blue IL-17 cells (5x10cells per well) were
seeded into the 96 plates followed by different concentrations of IL-17A or IL-17F alone, or in combination with
tested compounds for 16 h. Then, the supernatant medium was incubated with QUANTI-Blue for 1 or 3 h to detect
the OD value at A ... The secreted alkaline phosphatase (SEAP) production was an index of IL-17-mediated
signaling activation in HEK-Blue IL-17 cells. We found that both IL-17A and IL-17F can significantly activate
the IL-17 signaling pathway in HEK-Blue IL-17 cells. The available dosage of IL-17A and IL-17F were 10 and
100 ng-mL", respectively. The reaction time of SEAP and QUANTI-Blue was 1 h. In this model, arctigenin
and epigallocatechin gallate (EGCG) could inhibit the IL-17A and IL-17F-mediated signaling pathway. This
established and optimized screening model of HEK-Blue IL-17 cells was suitable for screening inhibitors of
IL-17-mediated signaling pathway.
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Figure 1 The activated effect of IL-17A and IL-17F on HEK-
Blue IL-17 cells. (50 000 cells per well, cytokine incubation for
16 h, reaction time of QUANTI-Blue: 1, 3 h.n = 3, x £ 5. *"P<

0.001 vs vehicle; #P<0.001 vs IL-17A
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Figure 2 The activated effect of different dosage of IL-17A (A)
and IL-17F (B) on HEK-Blue IL-17 cells
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Figure 3 The inhibitory effect of anti-hIL-17A-IgG on IL-17A-
mediated signaling pathway

2 KEMIFIE

AHFFEATI T 3 MR SR 7 ) /£ HEK-Blue IL-17 4H
JrORE AL |56 IL-17A AT IL-17F A S 1045 538 B i 4 A .
FHZ% 1 A] 0L, PH 1 24 anti-hIL-17A- IgGT 1) B 3 e 3
) IL-17A R AS 5 8 B8 35 4k, % IL-17F R {5



BRI s TL- 17 45 5 JeEL I 10 7 40 YD O 2 A6 204 ) 0 A 2 %2 1) - 1861 -

SIE IS AT . X FER, anti-hIL-17A-1gG A 1R 4F
Mk FEE . 3 7 50 EGCG X IL-17A F1IL-17F
I3 (A5 5 00 B 80 s — S R B AR L, T
K ZFEXIL-17A F1IL-17F /i 5 05 58 2 o e . [F)
B, 20 B 3 B ) S 06 B oOR % & R A T T
EGCG 4l A & % HEK-Blue IL-17 40 Jifg ¥ 3 4 ¢ 5%
W, XHR, 43 FH 0 EGCG Xf IL-17A F1IL-17F
I3 RS 58 % PR A0 4 B AN 2 el T 400 o) 4 e 38
B,

Table 1 The inhibitory effect of natural products on IL-17A/F-

mediated signaling pathway

_ IL-17A IL-17F
Compound - Concentration .\ ion/% inhibition/%
Arctigenin 0.1 13.37+4.92 4.37+221
/umol L 03 14.92+6.13 270 +3.20
1 18.74 = 4.33 11.71 +2.36
3 19.29+ 1.31 1219+ 4.13
10 95.84 + 0.83 94.71+0.12
Genistein 0.1 4.11+4.96 7.67 +2.36
/umol -L! 03 225+ 6.42 134 +3.94
1 2.19+6.23 5.51+1.97
3 7.86 +2.39 3.64 +0.30
10 -5.90 +2.09 -5.65+1.23
EGCG 0.1 50.92 +0.97 50.81 +4.33
/umol-L" 03 4734+2.43 50.63 +3.30
1 5027+ 1.70 50.70 < 1.72
3 52.64+1.85 50.67 = 0.10
10 53474234 47.12 £ 6.30
Anti-hIL- 0.01 0.10 £ 1.72 -
17A-1gG 0.1 0.72 £3.07 -
/ng-mL"! 1 -3.78 £ 6.99 -
10 41.85+7.59 -
100 91.04 +0.26 -
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Figure 4 The expressions of key molecules in NF- xB and

MAPK signaling pathway after exposure to arctigenin and EGCG
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LS T IE SRR S0, IX T BB IL-17A X} IL-17RA/
IL-17RC % fI g8 Sy 504 <0, [R gk, H a7 FF & 18 )
IL-17 (308 7)1 LA A IL-17A /R N . Tk
HEL BN IL-17F Fe e R APk, A0 78 AR T anti-
hIL-17A-1gG X} 1% 40 Jfg 155 B4 35 47 1 4% 4F . Anti-hIL-
17A-1gG 7R H SR AOTFRR 1 H A 1 IL-17A N~ T 145
ST XN, AR AR DL T R IL-17 4
HIFI IR % . FEAE P IR IE R AR ORI, 2R3 T
M EGCG ¥ IL-17A Hll 5 5 38 26 R I H 5 1IL-17F
TR 508 P e AR — B PR G 1 . X R, 4%
FH LM EGCG A 1] e /E H T IL-17RA / IL-17RC 5
& HA S NF-«B 1 AP-1 15 53 %, 11 A2 4F T
IL-17A B IL-17F A & o 1 T IL-17F 5 s e s %5 1)
FHIC, AHE FARAT I T — Lo A R SR =4 % IL-17F £



y

1862 -« 222224 Acta Pharmaceutica Sinica 2019, 54(10): 1858 —1862
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FINHERR 2 206 . 20 pmol- L' 43 JR B %} IL-17F A S
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A R 2 2, B X IL-17F A5 KI5 5 8 B 1 1C5, 43 7
N 7.38 F111.69 pmol Lo 7£ MR b, AW 5Tt — 25
Rl 7 2F 35 748 0 f EGCG 4 IL-17A #il ¥ () NF-xB
A MAPK {5 58 % RS 50 TR REHE M. 455
FH I EGCG X IL-17A 5 5 1 p-p65 &1L — 2
HIE R o DA g5 RULH, 4 3% - S0 A EGCG #1 il
HEK-Blue IL-17 4 il IL-17A )15 5 18 B ] 68 5 40 1]
NF-xB 15 5 8 % 2% YA 5%
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