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Efficacy of Dandelion Extract on Apoptosis and Inflammatory

Factors of Fibroblast-Like Synovial Cells in Rheumatoid Arthritis
WANG Yanan' LI Yan®* WU Wenyin®* WANG Zi'#

! Rheumatism Immunometabolism Ward, Tangshan Hospital of Traditional Chinese Medicine, Tangshan 063000, Hebei
China;
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Abstract Objective: To explore the efficacy of dandelion extract on the proliferation,apoptosis and inflammation of fibro-
blast-like synovial cells in rheumatoid arthritis and its possible mechanism. Methods: Primary isolation and culture of rheu-
matoid arthritis fibroblast-like synovial (FLS) cells was performed.and the FLS cells were treated with different concen-
trations of dandelion extract. The cell proliferation, apoptosis and I1.-6 and TNF-¢ were detected. The qRT-PCR method
was used to detect the expression of miR-708-5p. The miR-NC and miR-708-5p mimics were transfected into FLS cells;
anti-miR-NC and anti-miR-708-5p were transfected into FLS cells respectively,and 5 mg/mL dandelion extract was added
to culture cells. The above methods were used to detect cell proliferation, apoptosis and the levels of 11.-6 and TNF-a.
Results: After dandelion extract treatment, cell viability and the levels of 11.-6, TNF-a were decreased (P<C0. 05) ,while the
expression of miR-708-5p,cell apoptosis rate were increased (P<C0. 05). Transfection of miR-708-5p mimics could reduce
cell viability and the levels of 11.-6 , TNF-o (P<C0. 05) , while cell apoptosis was increased (P<C0. 05). Transfection of anti-
miR-708-5p could attenuate the effects of dandelion extract on the proliferation,apoptosis and inflammation of FLS cells.
Conclusion : Dandelion extract could inhibit rheumatoid arthritis fibroblast-like synovial cell proliferation,inflammation and
induce cell apoptosis by promoting the expression of miR-

708-5p.
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Ao 3R & Sy b R S R AW s TL-6 L TNEF-o 45
G E A b I AR ) 7 s Trizol 35 b 5t 42 50
ST RO S S YO0 E B R A R X R
(PCR) it 1 2 4t 5t K A A A 7 il s Lipofectamine™
3000 Transfection Reagent & 3 [ Invitrogen 7= i ;
miR-NC,miR-708-5p mimics, anti-miR-NC, anti-miR-
708-5p N BE T A 7 s PN K67 Cleaved-
caspase-3 HLIA S HRP Fric i1l FHife 1gG —Hi bt
P2 B R .
1.3 Jrik
13,1 Jp g e e A 28 KU 1 O 47 A i 21 4 A 9 5t
A0RET I AL ZUS R BR 2 AR MR 5 4140, PBS Bk
YL M Z0R M T & A 15 % it 4k i i DMEM B
FrAErh, @R 2 mm?® RN B SR B 5 T
IR U5 R HAE R T 75 em® B IR L A
FA IS MR A VG B B SR, T 37 C IR BN 50
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1.3.2 A EI SR A K B BT I B IO
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HR L L R RT3 WG S IR IR 3 IRIE TR S 4
KA 2 200 mL, ARV By 1 g/mL il 22 S oK 4
Wy, B 100 mL 3 2 Je oK 42 Y5 I A B
950 mL/LZ B, # & 48 h J5 ik 38, B £ B 4 &
100 mL, 754 | 3 2> & $2 He ) (8006 BEUTH) . m A
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2H.5. 0 mg/mLil AJE 42 Y H 10, 0 mg/mL i 2
YA U 2 o (R R R IR A 2T 2 R R A i i
N NC A, 4 T5 9% Opti-MEM Ja Ifil # 15 77 26 i B
Lipofectamine™ 3000 Transfection Reagent, Opti-
MEM ¥ Il ¥& £% 37 £ 43 51 %% B miR-NC, miR-708-5p
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FEIREE 20 min JFFEH A BLEF 4E A A0 .6 h
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48 h. SCEGAL PR K o3 A - R B R e G U5 0 X AT 4
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T gy, 4 5148 miR-NC 41 A1 miR-708-5p 4.
R b e e O 15 0 B £ A R T AR D DL anti-miR-
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RN o A% 2H BT Ak A i 40 At LA R R 1l CO. 25 0)
AL, B0 10 min(3 000 r/min) J5 7 134 . 44 40 g iit
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SR IMA 5w Annexin V-FITC 5 5 L fitfL i
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AN 2235 8 LB IG LightCyclerd80 %% 5 5 PCR X
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2.2
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R2 BOAERIDYNMRALEEBEARPRERTF ®3 HEAREBRIHYIN miR-708-5p RIEMFM(TEs,n=9)
BRAEEETLs,n=9) 2 5] miR-708-5p
21 5 IL-6/(ng* mL ') TNF-o/(ng+mL ) NC 1.0040. 10
NC 78.134+6.15 102. 3649, 35 2.5 mg/mL i 2 % HL U 1.534-0. 13"
2.5 mg/mL JFA N 4 D
e 61.0544. 35" 84.28+6. 35" 50 mg/ml. i A e LoL=0. 15
A LY 10. 0 mg/mL A B Y 2.1340.18"
5.0 mg/mL #4S
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I e
s . B _ ~. SHE /\—!+ H S = Q Q‘ .
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x4 miR-708-5p I F 4B

RIS AT RRERFRENH

55.0 mg/mL§ 2 3 # B + anti-miR-NC 4
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miR-708-5p 2.2740.19"” 0.57340.05" 23.57+2.05" 0.47+0. 04" 0.76+0.07" 24,9442, 27" 39.15+2. 35"
t 17. 354 16. 784 23.713 15.429 13. 393 27.263 22.358
P <C0. 001 <C0. 001 <C0. 001 <C0. 001 <C0. 001 <C0.001 <C0.001
D5 miR-NC 4 45, P<0. 05,
10* 104-3
3 Ki67 —
10’ 10";
3 i~
= 10 g 1073 ol it Cleaved-caspase-3 C m—
10 #‘ 3 wi W o ——
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Annexin V-FITC Annexin V-FITC
(a) miR-NC (b) miR-708-5p (¢) Western Blotte#lIKi67 & Cleaved-caspase-37& H HIFE
B 3 miR-708-5p MM AL BRAMBTREXEARENZN

8,5, 0 mg/mL 3 2N T 32 B + anti-miR-708-5p 4
4 L5 7 A Ki67 2 7 M 1L-6 . TNF-o /K F F 55, 40 i

17 & k& Cleaved-caspase-3 & [ /K F FE K (P <<
0.05), W% 5 KK 4,

£S5 antimiR-708-5p AT FEHFAZRNY I AL BEAMEE A TCREERFERANZE T s, n=9
20 5 miR-708-5p AfH o3/ % Ki67
5.0 mg/mL i A TR B + anti-miR-NC 1.00+£0.11 0.568=+0.05 21.15+1. 86 0.4740.04
5.0 mg/mL 7§ /A B2 B + anti-miR-708-5p 0.43740.04" 1.12540. 10" 9.03%£0. 84" 0.8540.07"
t 14. 610 14. 946 17. 816 14. 140
P <C0. 001 <C0. 001 <C0. 001 <C0. 001
2H 5| Cleaved-caspase-3 1L-6 /(ng » mL™") TNF-o/(ng * mL™")
5.0 mg/mL i A TR B + anti-miR-NC 0.7740.06 25.35+2.08 34.15+2.31
.0 mg/mL A FEHEHY) + anti-miR-708-5p 0.35%£0.03" 73.96+6. 39" 96.31+7.98"
t 18. 783 21.701 22,447
P <0. 001 <C0. 001 <C0. 001
DY 5 mg/mL i A FE4R B +anti-miR-NC 20 [k ¢, P<<0. 05,
3 iFie FE R 7 28 IR DG 1T 98 19 I A5 R R 7 28 XU

& IR 1 5 B ZT 24 A5 T 5 200 M 494 5 5 R Tk
i 5 AR AR bR R AR A P R 24 R 2 R g A
o 2 AL A B YT H AT miRNA 7R 2 KR
P ST 98 JUET A R I 200 M v e 2k S T RE R

KRB R R 25367 R R AR Al DLAE S #E AT A Ak 22T
JEAH WS .

WETEBIF TS 075 & 3 23 4 O A (S0 RE 10 i L 10 o
240 6L 4 B BEL 15 O A S RS SR 2R I e
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Ki67 e —
Cleaved-caspase-3 | — —
B-actin | — m—
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(¢) Western BlotiKi67 % Cleaved-caspase-3%5 H [ F3k

4 antimiR-708-5p ATAFHF A RREYMN B AL HEREAMBA T UAREXEARENEM

ST R AR 0 0 38 B 0 o R T L B R Y
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JL 9 TR O B . AT FE A A0 B O T b k4 AR
A 5 —8 g AR T IT & B A DR B R R
I8 Ki67 & 4 7K F I I 3 Cleaved-caspase-3 F ik, i
B3 2 e 412 JUY) B 06 300 o 45 AH 5 2 1 3Rk ) 2 X
DM DG 98 o 2T 4 A T IR 4 L 3 B B AR i A R T
IL-6 . TNF-o [] J& T 5 14 40 i DA 5~ o 2 5815 SR A 4t 3
F18) X SR R DR o K T v AT AR S R DG Y 4%
K Rk AL R WIS W R 2 KR T R R
AT 111G 22 b g G 2 XU 1 0 o A7 2 9 R 28 R
PER X 2 2 5 TL-6 M OCN . ANy Ko R 4t
A 245 ) B it 2% o SRVFAE TR T TC R 0 T B 4 > i
BIT R AR T 45 R L AN D4R U b B S
28 AR O 1T R AT 2 3 S 40 B TL-6 . TNF-a [ 7K
FPREAK, 5 He 555 B 5E — 30, 48R i A SR IR
AT A ) 28 IR 5 T 4% B £F 4 R W S 40 B R RE S B .
BRI Ut 265 3 4 0 T 2 e £ O AT RE R — Bl R K 1Y it
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REAEAF9Y & B miRNA S H A R SR AT A A 9 1 Pk
1) I H A 5T, A0 P9 R B AT A i miR-140-5p 1Y
FEIB A S R DG 58 L 2T 24 4 i 15 40 i ek 32
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Al AT 2 RE T AR I miR-221 B9 4 W ok I
AR A L A AR A R A3 A TR DA T AR B 3 T 28 XU
PO RAVERYY . ARBFIE LSRR, 6 A S R B
Qb B 2 AU 1 OG5 S8 AL £T 4 A AN D miR-
708-5p R IK R T 5 Wu S5 M BF T 45 R — B
AN /N &/ DO Y KR TA & 5 SR T R o = g |
P3G FE R TR AR AE B 52 R BE 5 M miR-708-5p 3k
KA K. BAMGE LB, miR-708-5p i &3k n] i 55 2
DA OG5 98 JUET 2 4 T 200 LT ) L AR R A ML R 7
I T A1 S A S T A1 ) JHE 3R 8 AT U i AN T 4 X

Py xof 28 KGR 5C755 98 R0 2T 2 A T I 200 JH 58 AR s B L 1
B TSR . U0 BT 2 e RO AT 42 5 3 miR-
708-5p FR IR U 2 2 WM 1 OG5 48 1 e ik A 4 s
miR-708-5p A g && 28 WA M 5G4 216 97 T i 1Y ¥ 72
A B FEAAEAE — € WY R IR 5 B — PR AL
B 6, miRNA & 75 & mRNA 5% 0 240 g 98 7 F1 %
i S 85 78 5 22 B9 OF 58 b ik — A0 IR LU, 2R
miRNA/mRNA #4178 & A B BF 7%, miRNA/mRNA
AHEAE RO 2% S 58 8%, ol 45 R 2 . fedm b
B3 3 B ) S AE AR Y — 2P B E 3 A S 5 LY
TRIT 2R KGR SCT R AR A T Y IEE
25 LA 3l 2 D 3R Y Al ad i e i miR-708-5p
B T 1T ) A8 IR A S Y A% ol T AR A DR I 2 D
HAE KR I kA T
5% 3Lk
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