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45T MSU ity PR 0 33 A ~7 9 AR E BB, 43 S0 HE 0.3 .69 (12 b I [ g W 4R 40 il S BB, 52 9% i PCR & il PBMC FiI
THP-1 # IL-18 mRNA 1inc00173 1inc00963 . miR-182-5p Fl LC3-2 mRNA /K ; Western Blot £ R # 1L-18 & (H Al LC32 5 H
FIRAK 5 B Gy W B30 (ELISA) ARG I i 3% AN 135 W IL-18 R e B . B8 5. MSU B3 et e 28 1 41 J5 il J§ PBMCs
i IL-18 mRNA /K4 1246 8h# 0 h#E (P <0.05),1M3% IL-18 FHIAWE KA 1.2.4.6 h%0h#E(P<0.05),PB-
MCs H IL-1B K F1E2.4.6 8 h# 0 h # % (P <0.05) , PBMCs 1 1inc00173 /K F7E 1.2.4 h % 0 h # % (P <0.05),
1inc00963 /K F-7£ 1.2 h # 0 h #4= (P <0.05) ,miR-182-5p /KF-7£ 4 h # 0 h [FAK (P >0.05) ,#£ 8 h % 0 h H4& (P <0.05),
PBMCs H1 LC3-2 mRNA /K F#E 4.6 .8 h# 0 h #4755 (P <0.05) ;LC32 ZHAKFA 6.8 h 40 h #475 (P <0.05) . MSU %
THP-1 40 jg . THP-1 40 i rf IL-18 mRNA 7K H1 b5 IL-18 & Ik EEZE 3.6.9 .12 h .0 h 4% (P <0.05) , THP-1 40 IL-18
FEHAKFEFEI N2 h 80 h 55 (P <0.05) , 1inc00173 K F-7E9 .12 h 0 h 3 5 (P <0.05) ,miR-182-5p /K F-7E 6 h %5 0 h 34 5
(P<0.05), LC3-2 mRNA K4 69,12 h % 0 h #4585 (P <0.05) ,LC32 /K FEAE 12 h 5 0 h 345 (P <0.05) ., it
miR-182-5p Al §E 5 1inc00173 Fl 1linc00963 A H VEH , i i /45 A W 2 5 % WK IE K .
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[ Abstract] Objective:To investigate the possible role of miR-182-5p and autophagy in the pathogenesis of primary gouty arthritis.
Methods:24 ml(4ml/tube) of peripheral venous blood from 5 healthy controls were selected separately and administered with monoso-
dium urate( MSU) crystals. Plasma and peripheral blood mononuclear cells(PBMCs) were isolated at 0,1,2,4,6 and 8 h respectively.
The THP-1 was stimulated with MSU crystal for 0,3,6,9 and 12 h. Then cells and supernatants were collected. The expression of 1L-13
mRNA ,1inc00173 ,1inc00963 ,miR-182-5p and LC3-2 mRNA were detected by RT-qPCR. The concentration of IL-18 in the supernatant
by ELISA. The protein expression levels of LC3-2 and IL-1@ by Western-blot. Enzyme linked immunosorbent assay ( ELISA) was used
to detect the protein concentration of IL-1 in plasma and supernatant. Results: The levels of IL-13 mRNA in PBMCs after MSU stimu-
lation of the peripheral blood of healthy males were significantly higher at 1,2,4,6 and 8 h compared with 0 h( P <0.05). The plasma
IL-1B protein concentration levels were significantly higher at 1,2,4 and 6 h compared with Oh( P <0.05) ,and the protein levels of IL-
1B in PBMCs were significantly higher at 2,4,6 and 8 h compared with 0 h( P <0.05). The levels of linc00173 in PBMCs were signifi-
cantly increased at 1,2 and 4 h compared with 0 h(P <0.05) ,and the levels of linc00963 were significantly increased at 1 and 2 h
compared with 0 h( P <0.05) ,and the levels of miR-182-5p were decreased at 4 h compared with 0 h( P >0. 05) ,but increased at 8 h
compared with 0 h(P <0.05). LC3-2 mRNA levels in PBMCs were significantly increased at 4,6 and 8 h compared with 0 h(P <
0.05) ,and LC3-2 protein levels were significantly increased at 6 and 8 h compared with O h(P <0.05).IL-13 mRNA levels and su-
pernatant IL-1f protein concentrations after MSU stimulation of THP-1 cells were significantly higher at 3,6,9 and 12 h compared with
0 h(P <0.05) ,and IL-1B protein levels in THP-1 cells were significantly higher at 9 and 12 h compared with 0 h( P <0.05). The lev-
el of 1inc00173 was significantly increased at 9 and 12 h compared with 0 h( P <0.05) ,and the level of miR-182-5p was significantly
increased at 6 h compared with O h(P <0.05).LC3-2 mRNA levels were significantly higher at 6,9 and 12 h compared with 0 h( P <
0.05) ,and LC3-2 protein levels were significantly higher at 12 h compared with 0 h( P <0. 05) . Conclusion : MiR-182-5p may interact

with 1inc00173 and linc00963 , and participate in gout inflammation by regulating autophagy.
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(Roche 23w, Fi 1) , Ak B2 40 i 0 B (R MR
AWAT) S KR & (Takara 24, HA) 52
525t € & PCR X & (Takara 22w, HA) |, Trizol
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GAPDH rabbit mAb( % [# Cell Signaling /3 H] ) ,LC3-2
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GAPDH 101 F:5’ ATCGCCCACTTGATTTTGG3 R:5 -GGATTTGGTCGTATTGGGCG-3”
1inc00173 17 Fi5" -GAGTCTCCAGGCAGGCACAT-3” R:5-ATCGTGAGTGCTCGGGTCAG-3
1inc00963 148 F:5° -AGGCCACTCTGCTACTGACC3” R:5’ -CATGGGCTTCCAACTGCGAT-3
IL-18 132 F:5' -ATGATGGCTTATTACAGTGGCAA-3’ R:5’ -GTCGGAGATTCGTAGCTGGA-3
1032 145 F:5" -AAGGCGCTTACAGCTCAATG-3 R:5-CTGGGAGGCATAGACCATGT-3’
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ZM k8 —2.95C 30 s 1 NMEH—95C 5 s—
60°C 34 s 40 MEH . 5 —2.95C 5 s—60C 60 s
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i £ MSU $i3% 0.1.2 4.6 8 h 5,6 21 IL-1B mR-
NA RIEAKF IL-18 28 vk B ) TL-1B 25 1 R ik K
VbR, 2 R WA G E L (F = 88, 559,
351.325.51.086,P <0.001) ,H 1.2.4.6.8 h IL-1B
mRNA K& F 0 h(P<0.05),1.2.4.6 h IL-1B
HHWESEF0Oh(P<0.01),2.4.6.8hIL-1B &
FIRBKFHE T 0 h(P<0.05), &2,

R2 MSURIBEARERE S IL-1p RiEKFE (v £5)

s i) RT-qRCR ELISA Western blot
0h 0.06 +0.02 13.7 +10.3 0.13 +0.06
1h 16.15 £2.51% 295.0 +47.6" 0.20 +0.04
2 h 22.63 £3.94° 337.8 £96.1° 0.32+0.01"

4 h 4.93 £1.81* 2293.6 +204.5° 0.46 £0.06"
6 h 4.63 £0.76" 1551.2 +143.5% 0.70 £0.07%
8 h 3.54+0.43" 34.1+45.8 0.51 +0.04"
F iy 88.559 351.325 51.086
P4 <0.001 <0.001 <0.001

#* P <0.05 #P <0.01 AP <0.001,50h A8k,

2.1.2 MSU #|3# J& 7 F B 7 & 1inc00173 .1inc00963
miR-182-5p % LC3-2 mRNA %k 3 K F % £ MSU
Fil¥0.1.2.4.6.8 h J5,6 41 1inc00173 , 1inc00963
miR-182-5p &% LC3-2 mRNA EiLkAKFHEK, L F A

Giil ¥ & X (F =16. 985 .40. 858 3. 676 ,12. 547,
P<0.05),H 124 h linc00173 /KFE5F 0 h(P <
0.05),1.2 h 1inc00963 7K -7 T 0 h(P <0.01) ,8 h
miR-182-5p /K- F 0 h(P <0.05) ,4 .6 .8 h LC3-2
mRNA ik /KFEET 0 h(P<0.05), W33,

£3 MSU R #E A B E A linc00173,1inc00963 , miR-
182-5p B LC3-2 RIEKFLLB (« +5)

I ] linc00173 linc00963 miR-182-5p 132

Oh  0.002£0.001  0.02£0.005  0.012£0.003  0.0060.003
Ih 0.004£0.001°  0.045£0.010"  0.011£0.003  0.008 £0.003
2h 0.006£0.001°  0.106£0.025%  0.013£0.004  0.012:£0.004
4h 0.003£0.002%  0.030£0.008  0.009£0.003 0,015 0.004"
6h  0.000£0.000  0.019£0.007  0.014£0.003  0.015£0.005*
§h  0.000£0.000  0.015£0.003  0.020£0.004*  0.020+0.007%
Fif 16.985 40. 858 3.676 12.547

Pl <0.001 <0.001 <0.05 <0.01

#* P <0.05 #P <0.01 ,AP<0.001,50hAat,

2.1.3 MSU #|#% & F [F b 8] LC3-2 & & %k 3k K F
W 2 MSU #3#% 0.1.2.4.6.8 h J5,6 241 LC3-2
EARKKFUE, ZRARITEE L (F =6.643,
P<0.05),H 6.8 h £ik/KFm T 0h(P<0.01),
k4 KKE 1,

®4 MSURBEAERESLC32 BEAREKFILE(x =)

i H 0h 1h 2 h 6 h 8 h F P {H
LC3-2 0.56 +0.26 0.49 £0.23 0.61 £0.23 0.81£0.20  1.09+0.45° 1.36+0.18" 6.643 <0.05
#P<0.01,5 0 h48K,
A B
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B 1 MSU & f i 2 B B 1% PBMCs | IL-1B & B LC32EBKE
A. MSU & 4k #1#% PBMCs /& ,Western Blot # IL-1B & & ML 4 Bt 18] 69 % 4L 69 4L A2 4, B. MSU 7k %1 3 PBMCs
J& ,Western Blot &0 1.C3-2 & & K & ) g nt 1) 69 T AL 69 A S #%P<0.01,5 0 h A ;##%P<0.001,5 0 h A8kt
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miR-182-5p FI [ WE7E 5b 8 i 314 AR A A THP-1 28 A DA G 95 28 7 ¢

SiE SR A ATF 5 1229

2.2 MSU #HI# THP-1 £ i@
2.2.1 MSU A # & A R B 18] IL-1B & 35 K F 5
£ MSU H13# 0.3.6.9.12 h J5,5 41 IL-1B mRNA
AR TL-1B R E I TL-1B8 HE 3R IA K- [
B, ESESIFE L (F =14.792 .54. 072 7. 806,
P<0.01),H3.6.9.12 hIL-13 mRNA 7K} IL-1B
FEHWHEE T O0h(P<0.05),9.12 h IL-18 & K
P T 0 h(P<0.01), WES,

£S5 MSU SR B E & -1 REKFEHLLE (x +5)

it [ RT-qRCR ELISA Westernblot
0h 3.21+3.52 16.2 +12.6 0.12 +0.07
3h 24.11 £20.23 " 953.8 £216.2% 0.14 £0.04
6 h 35.56 £22.42" 1188.1 +308.2% 0.22 +0.04
9 h 121.84 +56.97" 1221.7 £308.2% 0.28 +0.09 *
12h  208.16 £103.04%  1688.3 +187.0° 0.43 +0.12*
F i 14. 792 54.072 7. 806
P4 <0.001 <0.001 <0.01

#* P <0.05 #P <0.01 AP <0.001,50h A8k,

2.2.2 MSU A # & £ F # [ 1inc00173 1inc00963
miR-182-5p % LC3-2 mRNA % 3% A& F & £
MSU #i]#% 0.3 .6.9.12 h J5,5 £ 1inc00173 , miR-
182-5p Je LC3-2 RiAKF LA, ZRA G2 E XL
(F=4.084.2.885.21.173,P <0.05,) , H 9.12 h
1inc00173 /K5 F 0 h(P <0.05) ,6 h miR-182-5p

GAPDH 37 kDa

0.67
3
3 04
£
z
&
a2 024
2 4
0.0 L] L] I 1 1
0 12 15
Time(h)

fXF 0 h(P <0.05),6.9.12 h LC3-2 mRNA /K&
F 0 h(P<0.01);5 4 1inc00963 7 ik /K K45, 2%

ST L (F=0.904,P=0.477) ., W3 6,

F®6 MSU FI B A BB E & linc00173 ,1inc00963 , miR-
182-5p 7% 1.C3-2 RIZEKTFELLH (v =5)

I [i) linc00173 1inc00963 miR-182-5p LC3-2
0h 0.002 £0.001 0.040 £0.042 0.020 £0.017 0.240 £0. 085
3h 0.006 0. 006 0.023 £0.029 0.018 £0.010 0.449 £0. 100
6h 0.012£0.014 0.008 £0. 004 0.041 £0.025 " 0.821 +0.355%
9h 0.023£0.021 % 0.026 £0.026 0.014 £0.008 1.348 £0.652%
12 h 0.037 +0.029% 0.030 £0.035 0.016 £0.013 2.081 £0.4592
F i 4.084 0.904 2.885 21,173
P <0.05 0.477 <0.05 <0.001

#* P <0.05 #P <0.01 /AP <0.001,50h A8k,

2.2.3 MSU %t js 7 Bl ot LC3-2 & & & 3 AP
% MSU Jil# 0.3 .6.9.12 h J5,5 4 LC3-2 FEH &
KT, ZRARITHE L (F =4.157,P <

0.05), W7 KK 2,

7 MSURMEAERMES LC32 EAREKFELE
(x %5)

WA 0 3h 6h 9h I

L0322 0.640.08 0.82£0.18 0.88+0.24 1.01£0.16 1.28+0.14* 4.157 <0.05

#P<0.05,50h4mt,

1(32 14 kDa

GAPDH 37 kDa
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é
2 1.0
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E ]
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g, <
Q@ 051
o
Q
—
0.0 T T T T 1
0 3 12 15
Time(h)

2 MSU 4% THP-1 408 T-18 BEM LC32 BAKE
A. MSU & 4R #1138 THP1 4886  Western Blot #8) [L-1 % @ Ki 4 &l o 1 69 % 4c 45 4 ;B MSU & 45 #1 % THP1

i G, Western Blot # 1,C3-2 & & M A& 4l i ad i8] 69 Z A 4

3 it

i IKUJE: HT T A A IR e A3 S R/ i PR R i
SRR, 2 PR R R I I W A e B O AR A G
TP MSU i, 2k SRR AAE . &
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