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NLRP3 JRAE/MAST S0 B 4l A 2 1TP i 1

KA, W AT - B H T RN, Eoel " e

WE BN BRI SRE M /N 98 5 (1TP) 1 NLRP3
SERE/IMA TG ALK B M) NLRP3 A5 19 48 R /MA TR A %o
M1 B WA AR fb 5 S e DIRE RN, % RT-qPCR ¥
R ITP &35 (ITP 20 ) gt Fe %t R 4H ( Control 4 ) 1A 1M B2
MY (PBMC) 5 CD14 * BRI i ' NLRP3 mRNA 1)3&
K ELISA WA TN I ZH I3 v 1L-18 5 IL-18 ()5 % ; Pearson
AR BT NLRP3 (IL-18 5 IL-18 FKIA/KF 5 i/ it
BOURAR N 6 1TP B2 ok 5 A MO ) 5 I 41 Y ( MDMs ) 43
44 TeG XTIEZH (1gG £H) ,MCC950 AbFZH (MCC950 4H) ,
LPS IFN-y 5 IgG A ¥E4H (LPS + IFN-y + IgG #H) 1 LPS,
IFN-y 5 MCC950 #b#E4H (LPS + IFN-y + MCC950 41 ) ; RT-
qPCR 5 Western blot %l 4 41 MDMs f* M1 %I 5 0 21 i b
H Y CD86 .INOS MCP-1 mRNA 5% H 7K - ; Western blot £
4541 MDMs "' NLRP3 # JiE /MA AH G & 11 NLRP3 ,ASC,
cleaved caspase-1 5 IL-B B9 3= ik, it =\ 41 fif A A 4% 41
MDMs X Ifil /) i ) 75 W B 77, CFSE 35 45 2% 21 MDMs X}
CD4*T 5 CD8* T W3 FE R M, R 5 Control 414H Lk,
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ITP #1 NLRP3 mRNA /KA1 IL-1B 5 IL-18 H 2 H TR (P <
0.05) ;ITP BE Wi /M it 405 NLRP3 (IL-18 #l IL-18 2
AR R (P <0.05), 5 IgG A L, LPS + IFN-y + IgG
205 LPS + IFN-y + MCC950 ZH 4 ffsH CD86 .iNOS . MCP-1 %)
mRNA 5 & H £ KK F 8 im (P <0.05), NLRP3, ASC
cleaved caspase-1 . IL-B & [ 32 35 5 L /) M & W8 6E 1 Fn Xt
CD4*T 5 CD8 * T 4l 1 34 5¢ 42 i/ 58 1 T (P < 0.05) , Tii
5 LPS + IFN-vy + IgG 2040 [, LPS + IFN-y + MCC950 £ 4l il
SRR 8 bR 2 FEAIR (P < 0.05) . 4518 7 ITP 1 NL-
RP3 RAE/MATE LK TS, H 5 MDMs Ay M1 244k
AHIG, A H] NLRP3 A5 1) 58 5 /A Ak FT 238 5 I 240 i
) M1 B 4GS e Thag .,

KEIA SREPE IR I AT ; NLRP3 44T /M M1 T
T 241

RESES R725.5
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B EVE I/ AR I8 /0 E (immune thrombocytope-
nia, TTP) J&—Fi JLEE 5 UL A B o pe M
200 B R0 A, A Wk L/, SR s £
A0, R B AN L AR BT X N BB BB
PRI AR ITP AR BFSEESE AR A 1 i

Methods

The growth state of bacteria was investigated under an inverted microscope ; Their morphological charac-

teristics were analyzed by Gram and auramine O staining as well as electron microscopy; 16S rDNA gene sequen-
cing was used to analyze bacterial species; Drug sensitivity test was used to screen antibiotics against the bacteria;
Cryopreserved SH-SY5Y cells were resuscitated by cell culture supernatant of RAW264 cells. Results Inverted
microscopic real-time observations showed that black dot-like substances had two growth states: static and moving.
They were negative for Gram staining while positive for auramine O staining. Electron microscopy revealed that they
were short rod-shaped bacteria with a polar flagellum during moving phase. 16S rDNA gene sequencing showed that
these bacteria were phenylobacterium zucineum HLKI. Cefiriaxone, carboxycillin and imipenem were screened by
drug sensitivity test to have inhibitory effects on the bacteria, but cell culture experiments showed that they could
not remove the bacteria from SH-SY5Y cells. Contaminated cells could not be cryopreserved for a long time, but re-
suscitation with RAW264. 7 cell culture supernatant significantly improved the survival rate of cells. Conclusion
The black dot-like contaminants in cell cultures are a special type of oligotrophic bacterium with strong viability that
can invade the cells and cannot be cleared with antibiotic treatment. RAW264. 7 cell culture supernatant seems
contain some substances against bacteria, and resuscitating frozen cells with RAW264. 7 cell culture supernatant
may significantly improve the survival rate of cells.
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RAE FH B 2 B 3405 B A Y ( classically activated
macrophages , M1 ) B A AL IR G | HLAE & A B
A 44 A D Y 5 44 i ( monocyte-derived macropha-
ges, MDMs) Y 9022 F IV 8 35 0 o, RAE 245 M
WONTE ITP 1Y S0 25 AL b R #4546 S BEAE T, Herp
NOD FE3Z AR EE 1 3 (NOD-like receptor pyrin domain-
containing protein 3, NLRP3) RAE/IMARIIF 5T e Ry )
Z L AU Z AR G R L NLRP3 I 3
BFRINT E RN b, B 5 v A i 5 R Ak % )
RS, R I BF TR T 40| NLRP3 76 1TP
Xf FL W20 A M1 A Ak 55 H A e D RE s i), LAY
JE— 25 B ITP S8 VR N S 25 LA A LR BILR

1 #MRE7F*®

1.1 ##

L1.1 mela# I H 2019 4F 1 A % 2021 4
10 A =R BEISHIE S 1TP L 37 i (1TP 4H) |
Hrp B R 15 1, Lok 22 ], AR e 3 AN ~ 14
4(8.12 £0.49) % | i /MLl 27 x 10°/1L ~ 80 x
10°/L, P/ MR ITECHK 38. 91 x 10° /1., 5 3 ]t
SRR AR DCIC ) fe R A AGL )L B 37 451y T 5 X%
MBZH ( Control 4H) , ML /MG I 161 x 10°/L ~ 381 x
10°/L, A7 it %% 252.9 x 10°/L, A9 AbrifE: D
ITP (2 Wi bR AT & 2011 4 3 [ 1l T 2 25 46 e 4
FEH ITP I RIS Wibrifk ;@ ITP BHTE 4 JA AR
2 MORYT ;B A 2 1 A MRS R
s SR R S 20T s @ HEBRETTIT LV E O
s ML ZRGE N O3 R G BB R B S A K
PRI Z I . AR TR B B2 2 AR B2 D1 oIt
HE, BT A B LA B 4 N34 282 B T A [a) & 45 .
1.1.2 EZRXA5ME  RPMI-1640 £ 375 (L [E
Hyclone A H) ; it 4+ .75 ( fetal bovine serum, FBS)
(3£ Gibeo A H]) 5 20 N 05 240 it 4 9% il i 19 -+
( recombinant human macrophage colony stimulating
factor, h-M-CSF) & Z B (lipopolysaccharide, LPS) |
TR -y (interferon-y, INF-y) G RRHEE RS
E IR LR BEFAME W HZ AR ( Hydroxyfluorescein diace-
tate succinimide ester, CFSE ) ( 3¢ [H Sigma /A F]) |
NLRP3 # ] 5] MCC950 ( 3¢ [ Peprotech 23 ] ) 3 A
IsG(3E[E R&D 24 7)) ; APC #ric i CD14 5 CD42
ik PE/Cy7 ##iC ) CD8 HiA ( 3£ [H Biolegend 2
Fl) 3 /NPT CD86 . MCP-1 . cleaved caspase-1 ,iNOS |
CD41 HiR (S [ Abcam 22 7]) 5/INEAT NLRP3 (1=
HH & #5HE E H (apoptosis-associated  point-like pro-

teins, ASC) . F 4l }fd /- Z-1B (interleukin-18, IL-
18) .GAPDH Yo (3 Cell Signaling Technology N
) s RIPA 4 JifL 24 fif v | 28 10 40 ) 590 L S b /s B
IeG s AUk 2% % ' (enhanced chemiluminescence ,
ECL) & (b it REERHEA A ) i H ik
fEpRIC i — Pt ( L = RAEYRE AR 1018
55 1L-18 1 ELISA Kl i 70 &5 (s B8 -7k Y 4
ARAPRAF]) s DNA B4 64 5] LDS-751 , TRIzol 5] |
BCA & M & &0 & (3£ [ Invitrogen 22 ) ; 8
CD14 .CD4 5 CD8 HiiAR Bk i il & w1 28 |
WEIR 5 AE (725 Miltenyi Biotee 23 F] ) 3 I 5% 5 ik
&, SYBR Green Real-time PCR ( H A Takara 2%
) ;RT-qPCR 5193 56 8 ( FigAT) s BER AL
1% Z 58 RT-qPCR X ( 3 [H Bio-Rad /A ] ) ; N4 i
¥ FACS-Calibur( 3£ [# Thermo A #]) .
1.2 FHik
1.2.1 $hAREAEmMEL CDI4" A48 CD4 "
Tmpes CDS' T wmpeey it (& EDTA E
ZPUEEE W Control 415 1TP 41 £ 3 I % ik i 7
ml, 1 500 r/min &0 10 min, WH )2 MK & T -
80 °C VK PR A7, BURE JZ 40 i Wi v, Al Ficoll-
Hypaque 9 A R O A T 0 5 AN A I Y 1 B
ML #4241 B ( peripheral blood mononuclear cell , PB-
MC) . $E4AEULIA 17 243 BI# ] CD14 .CD4 .CD8
UL (8 G e W R A3 e 50 6, o i R AR Y
PBMC H'iJ CD14 " B4l .CD4 " T 41 5 CD8* T
20, -t e AR ARG 3 5 i ) 20 B 4
1.2.2 ELISA & sh A fo P 1L-18 5 1L-1B 89 &k
U5 1.2, 1 Hlle B 9 i S AR e 50 6 vl
PO A I 20 37 12K AP R I 118, 1L-18 HY3R
BRI, LR EME S 3K,
1.2.3 CDI4" £ hmMti LE S 5m BTk
1201 PR ITP B 1 CD14 " B A% A L, T4k
JE#E 5 x 10° A~/ml #EFZE 12 fLAR T H & 100
ng/ml 1) h-M-CSF 5 10% FBS (1) RPMI-1640 15 %
B IFET 37 °C 5% CO, A B FRAR T HEAT B 57
B R B M B SR, S SR 3R 6 d LAY 5 40 i 1) B A
41k R A MO Y I 41 B ( monocyte-derived mac-
rophages, MDMs ) 43 b, #& &b B0 R [\ 6 ik
MDMs 43~ 4 4. i 5% 20 ng/ml 19 A 1gG 4k BR )
Xt HRLL (TgG 41) s #27% SCER'T J B8 20 ng/ml
i) NLRP3 #lIil7] MCC950 AbBEAY MCCO50 41 ;1525
230k )5 B8 100 ng/ml [ LPS 5 20 ng/ml (4
IFN-y #4755 5 MDMSs [6] M1 55 = I 40 44k
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4T 20 ng/ml A 1gG ZLBEfH) LPS + IFN-y + IgG
2H ; ffi ] 100 ng/ml ¥ LPS ., 20 ng/ml i IFN-y 5 20
ng/ml ) NLRP3 il l5] MCC950 4bH ) LPS + IFN-
v +MCC50 41, k441 MDMs 4i il & F 37 C .
5% CO, AR FRAR h 5 9% 24 b IF TR 8505,
1.2.4 RT-qPCR %3 i F TRIzol &7 $2 BUF I
AL ) S RNA R S s a7 G vl W A L
Wit 58 cDNA, %18 SYBR Green Real-time PCR
P o fd 7 B 7E RTq-PCR AX FF#EAT#6 H i %
K mRNA FikH, RT-qPCR WS AL N :95 C
AR M 60 5,95 CAEME 10 5,60 C il k/FEMH 20 s,
40 NG R E W, RT-gPCR Bl1# 750 W% 1, LA
GAPDH JNZ  $# 2 - Beit 5 b H R FE [ mR-
NA FAEXTFIE IR

£1 RT-qPCR BI5|¥FE7
A SIS (5'-3")

NLRP3 F:TCTGAAGAAGCTCTGGTTGGT
R:GTCTGGTCAGGGAATGGCTC
CD86 F:TCAATGGGACTGCATATCTGCC
R:GCCAAAATACTACCAGCTCACT
iNOS F:ACATCGACCCGTCCACAGTAT
R:CAGAGGGGTAGGCTTGTCTC
MCP-1 F:TTAAAAACCTGGATCGGAACCAA
R:GCATTAGCTTCAGATTTACGGGT
GAPDH F:AGGTCGGTGTGAACGGATTTG

R:GGGGTCGTTGATGGCAACA

1.2.5 S e BS54 WS kP i
PIEY R CMFDA FRic A Control 213213 41 & ifiL b
SYES LN, TR 0T . B Control 2H 321875 YT
BEIMAMNE L, 1 500 r/min &> 10 min, B JE & &
I/ I3 2H2R .3 500 r/min B0 5 min, JiEZTT
VERD R T /MR 2L, A S wmol/L (YT 41 A
F EL DA MR i SR A IT IR il /M B 1
x10°/ml JG /I A 10 wmol/L i CMFDA ¢ 56 YL k),
37 CHEEFEE 30 min J5, PBS #4785 LUk, Bl
J& , 7E_ B3R CMFDA FRic 4 il /R o Jim A 29 B Sy
10 wg/ml AY /N BLBT A CD41 BT 44 DL g b {2
MDMs & ERE ), = T E 30 min j5 H T
Je BRI SR

1.2.6 MNMs &% %% ZZ 0" 76
DU MDMs % ifiL/VR (9 FF EBE 7 FLR IR 8 bk
CMFDA 2% 44 BF bR ic /9 1L /Nl 5 45 41 MDMs $%
5:1 #FFIRA,EET 1500 r/min .0 1 min AT
SHRA], BT 37 CHEFER 1 h 5, FIMAE 0.5

mmol/L EDTA 5 0. 05% B8 H Y PBS I =
TWEE 5 min DA BREES 090/, Bl S R &S
mmol/L EDTA 1 PBS ¥ M i £ 4 41 MDMs, 0. 1%
()55 W i VR K AR AR 4 C R 1 500 1/min B
> 10 min, WEEIKJZ40M, I A DNA Z 455 LDS-
751 AT R, B WEEIFE B RS AL BT
MDMs H1 () 1l /MR 26 56, L 75 1 46 %4 ( phagocytic in-
dex, PHI) {44 MNMs B RE /1, PHI = 100 4~
MDMs 7MY I/ MR ECR /100, S2EGPAph AR 3 IR,
1.2.7 T @mpasgsatem 7k 1.2.3 HE17ab 3
RIRTF ITP & 1Y CD14 " FAZAA 24 b J5, 2 51
A CFSE 986 RRiC AT CD4* T 415 CD8 ' T 41
Jifl, 358 T 37 C 5% CO, 4R F2 48 h ik 47 4%
F% B R E A 10% FBS (1) RPMI-1640 15 3755 1
W ESSEFR 6 d J5  WUER A A4, 43 B A APC
FRIEHY CD4 5 PE/Cy7 #Ric iy CD8 Bt 47 i =X
GrHT. EIRSIERERhE R 3 IR,

1.2.8 Western blot 5 % HURFI 41 M , 5K A& 18 FH
RIPA S 55 25 11 It 00 61 70) $12 5020 Jif v BB 1
BCA 30478 A € 8 )5 , SDS-PAGE ¥ Ji k47 Ha Pk
Gy B A WA R AT B, 5% W W Ry AR
HHJE, S A —$H0.CD86 (1 : 1 000) ,iNOS(1 :
1 000) MCP-1(1 : 1 000) .NLRP3(1 : 1 000) ,ASC
(1 :800) .cleaved caspase-1(1 :500) 5 IL-B(1 :
800) ,GAPDH(1 : 2 000) ,4 CWFH %5, in A B
M A AL EEAR IC A 50 (1 2 5000) , FHEFEF 1 h
J& N ECL i i 4 1 2 7R BE I RUR R g b i
5%, ([ Image] #F, L GAPDH RN & 47 H 1)
BEMEE R, SERPMESR 3 1K,

1.3 it 48 {fH] SPSS 19.0 F1 GraphPad
Prism 5.0 lﬁﬁféﬁl‘l‘ﬁ*ﬁ,ﬁﬁﬁﬁﬁ x + s B PUAM KL
JLEA TP LB R, PRALIA] LR IR ST BEAS ¢ A6
55,3 20 M 3 DL b SR B 28 J7 22 73 5T (one-
way ANOVA) , ZH[H] W5 P4 LA fdi H LSD- e ka5,
A M Pearson AHRKEER . DL P <0.05 K2
SHEGIFEX,

2 #HR

2.1 ITP #2#Eh NLRP3 RiZKEHSF RT-qPCR
K00 P 2H 37128 % PBMC H' NLRP3 mRNA ik 1945
KR, 5 Control 4LAH EL, ITP 41+ NLRP3 mRNA
FIRKFETHE (P <0.01, B 1A) 5 5 28 4 Bk 43 1k
CD14 * Sz A0 , T oS AR K 25 58 R | 40 e
JE ) CD14 * Bz AU ZEE Ik 90% LA I, Wl Je 5 2%
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10 10 10 ControlZi ITPZH
CD14BH

1 RT-qPCR #i NLRP3 mRNA 7£ ITP £2& i REKE
A:RT-qPCR #3il] NLRP3 mRNA 7E ITP {235 PBMC H iR 3A K5 B JixC A MR A CD14 * B 240 B A 40 5 C: RT-qPCR £l NLRP3
mRNA 7E ITP 83 CD14 * AN P (9 FRK 7K 55 Control A HLES . * P <0.05, " * P <0.01

SCRGEOR (K 1B) , [EEF, RT-qPCR S 12 41 ffd 7
i NLRP3 mRNA ik 45 F 8 ITP 41 NLRP3
mRNA 3k K F IR Control 20T (P <0.05, &l
1C),

2.2 IL-18 5 IL-18 % ITP £ &F M iEhayKixk
EFAT  ELISA KM A Z L& i 118 5
IL-18 (3B /K, 45 R 7R, 5 Control ZHAH L, TL-
18 5 IL-18 7& ITP & # P Y RIK ¥ TH & (P <
0.01), W2,

%2 ELISA &7l IL-18 5 IL- 1 ERAZ iR E
mFERBRIEKE(n =37, pg/ml, x £s)

25 IL-1B IL-18
Control 5.13 +0.67 81.42 +26.15
ITP 14.67 £3.92 135.61 £49.11
t 15 11.231 19.086
P1A <0.01 <0.01

2.3 ITP E# NLRP3.IL-18 5 IL-18 Rix 51
INBITEIEI AR ST Pearson FHIC R BT ITP
5j Control #H 5 # " NLRP3 \IL-1B 5 IL-18 ik 5
ML/ A DG, 25 58 R 1TP B /M
05300 5 CD14 " BAZ 4 M fF ' NLRP3 mRNA Rk
K (r=-0.55,P <0.05) I3 H IL-1B (r =
-0.41,P<0.01) 5 IL-18(r= —-0.72,P <0.01) %
R REAMIELER (I 2A B.C) ;{HFE Control 41
i, Pearson #H5¢ R B0 M 45 A 8o, B /M
5 CD14 " HAZ A0 M fF o NLRP3 mRNA FKik/KF-
(r=0.83,P=0.71) MLy IL-1B(r =0.65,P =
0.084) 5 IL-18(r= -0.44,P =0.59) £X T B
AR (UL 2D \E F) ,

2.4 NLRP3 ##]3] MCC950 ] ifi i NLRP3 % JE
IMEERZHDE ITP £ KIE MDMs B M1 B E 1%

MRS RT-qPCR 5 Western blot 5% 5 il 4%
R, 5 IgG 44 MDMs #H I, LPS + IFN-y + IgG 445
LPS + IFN-y + MCC950 ZH 2 Jitd vt M1 7 i 1055 441 Jifd e
Y CD86 .iINOS \MCP-1 Y mRNA 575 132 ik 454
(P <0.05),MCC950 #H ol & 22 5% (Kl 3A .B);
55 LPS + IFN-y + 1gG 4 AH L, LPS + IFN-y + MCC950
A M1 BB A i bR & ) CD86 L iNOS ,MCP-
1 /) mRNA 58 1 RABIFER(P <0.05), Western
blot SZHHG I 4% 20 MDMs ' NLRP3 48 i /IMA & 1%
FHEH I NLRP3 ASC , cleaved caspase-1 5 IL-B 3
IKHIEE R R 5 196 240 MDMs AHH: , LPS + IFN-y +
IgG 415 LPS + IFN-y + MCC950 41 4fi fifi * NLRP3 |
ASC .cleaved caspase-1 5 IL-B FEHRILFHE (P <
0.05) ,MCC950 ZiH iR & (¥ FEAK (P <0.05) ;
5 LPS + IFN-y + [gG 414 tt, LPS + IFN-y + MCC950
ZH A NLRP3 ,ASC ., cleaved caspase-1 5 IL-B &
I IAREK (P <0.05) (K 3C) .

2.5 NLRP3 &5 MCC950 &l 55 E I 28 i+
INERIEBEINEE U U0 M AR 45 4 MDMs %
WERE T B ZE R BN, 5 1gG 4AAH L, LPS + IFN-y +
IgG #H5 LPS + IFN-y + MCC950 £H 4 iy 75 W5 1fiL /N
fIRE 34N (P <0.05) , MCC950 £H JC B i ok 7% ; T
5 LPS + IFN-y + IgG ZAH Lt , LPS + IFN-y + MCC950
AT IERE 1 WEES (P <0.05) , WL 4,

2.6 NLRP3 ##5 MCC950 T E M4 AEXS T
MAER ISR HEIEA  CFSE A5 ic B4 I 4% 41
MDMs Xf CD4* T 5 CD8 * T i34 i 5 i il 45 4L 1
N, 5 1gG HAH L, LPS + IFN-y + IgG 415 LPS +
IFN-y + MCC950 ZHZ4H i BEf i#F CD4* T 5 CD8* T
H3aEEHE J1 (P <0.05) ,MCC950 2HJCHA & oic 25 ; {H
5 LPS + IFN-y + IgG ZHAH b, LPS + IFN-y + MCC950
ZIMDMs Xf CD4* T5 CD8 * T (1 12 4% 5 GE J1 Wk 55
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A NLRP3 mRNAR L & IL-1B(ml) IL-18(ml)
D E F
500 =0.83 500 - =0.65 500 r y=-0.44

3 400 P=0.71 D00 | P0084 I 400 | P0-59
‘o ‘o “

% 300 % 300 % 300 -

R £ I = 000 -

& 200 & 200 = o

< 100 < 100 | = -

‘E , \ \ 8 5 5 0 1 1 1 1

0 0 1 2 3 0 0 2 4 6 0 40 80 120
FAZAH M NLRP3 mRNA K L& IL-1B(ml) IL-18(ml)

B 2 Pearson tH3% Z #5471 ITP 5 Control £HE A& # NLRP3,IL-1B8 5 IL-18 Fix 5 m/MRit+HAIHE X 1%
A ~ C.ITP B /MR 915 CD14 * B A i rh NLRP3 mRNA k7K F MG IL-18 5 IL-18 F2ik 1Y Pearson H1E R EUMT ;D
~F. Control 823 I/MiT% 375 CD14 + B 48 i # v NLRP3 mRNA k7K iy i IL-1B 5 1L-18 ik H1Y Pearson #6250

A Ol B
S5r 2
3
i)
] CD86
z
iNOS
z
£
= MCP-1
o
=
GAPDH
4
C 1 2 3 4
ku
NLRP3 110
ASC 25
cleaved 30
caspase-1
IL-1B 31
GAPDH 36

m
4r 2
1 2 3 4 NE
38 ‘3_um|4
il « *
131 ~D:[2_ §
5 B \
- \
36 0 ZR A&
CD86 iNOS
[ T 1
y [z}
N3
m4

*

7777777 7

N

AN

ASC cleaved -1B
caspase-1

B3 MCC950 #F M1 2 EIEL4HER L
A:RT-qPCR 2B K 4520 MDMs H M1 T 5 0 4 U bR 254 CD86 ,iNOS \MCP-1 ) mRNA 35 ; B: Western blot S2B& 464420 MDMs f M1

%42 ¥ NLRP3 , ASC . cleaved

T E W20 MU FR S CD86 L iNOS  MCP-1 () 2 1% 3% ; C: Western blot 523 46 I 4% 20 MDMs () NLRP3 4 4 /MA & 12
caspase-1 IL-B ik ;1 1gG £H ;2. MCC50 4 ;3 : LPS + IFN-y + IgG # ;4 ; LPS + IFN-y + MCC950 #1 ;5 oG #H L4 * P <0.05; 5 LPS + IFN-

v +1gG A LEL PP <0. 05

(P<0.05), WES5,

3 itig

SRV, BLI s R G2 B, EE RN M1
U W4 BB A 7 AT Th/Th2 FeEF e T g5k
SER Th 20 At D) BE 1 — 25 3506 e 20 At 1) 412 2R I

ITP J&—Ff e s T A/ MR AR B 5 WY B e 40 B AT 43 S M1 A 5 M2 R, M
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1 2 3
250 250
300
200 200
§ 150 .. 200 § 150
8 FITC-A subset g FITC-A subset © FITC-A subset
100 8.97% S 9.22% 100 48.2%
100
50 50
0 2 3 4 5 0 2 3 4 5 0 2 3 4 5
0 10 10 10 10° 0 10 10 10 10 0 10° 10° 10 10
FITC-A::FITC-A FITC-A::FITC-A FITC-A::FITC-A
4 15
200
150 : 10 F *
E £
é 100 ’%; _*l#_
FITC-A subset }
B 51
50 T T
0 0
010° 100 10" 10° 1 2 3 4

FITC-A::FITC-A
E4 HERMEARKET MCCI50 Xt MDMs Z I Th 88 B 2200
1:1gG 2 ;2 :MCC950 #H ;3 : LPS + IFN-y + IgG 2H ;4 : LPS + IFN-y + MCC950 1 ; 5 IgG 4 b4L: * P <0.05;5 LPS + IFN-y + IgG 4 lL#: . *P <
0.05

>

1 2 3 4
80 *
4.47% % 68.3%

4.58% 53.2% 60 kit
40

20

A EL(A)
CD4 TN 458 %(%)

CD4-CFSE

(=)
(=3
*

51.9%

4.46% 4.33%
’ 42.8% i

IS
S

[y}
S

AN E()
CD8 TN 458 %(%)

0
1 2
CD8-CFSE

B 5 CFSE #Ri2 %4 MCC950 /£ T MDMs %t CD4* T 5 CDS8 * T 201 78 HI 2400
A CFSE $RigyEAM MCCO50 1 FH T MDMs X CD4 * T 4 34 58 1 521 5 B : CFSE AR &R MCC950 /EF T MDMs XF CD8 * T 4l L5 1
M 51 TeG 4052 : MCC950 41 ;3 : LPS + IFN-y + IgG 41 ;4 : LPS + IFN-y + MCC950 41 ; 5 1gG 41 Lb 4. * P <0.05; 5 LPS + IFN-y + IgG 4 L5 .7 P
<0.05
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I NLRP3 NLRP6 %7 4 (NLRC4) i CARD Z5#4
WD R AR T AN EA 2 (AIM2) &
P el caspase-1 KPR IBFRILE pro-1L-18 FI
pro-1L-18'" | EVA ST IESE , NLRP3 R AE/IMATE
Z P A B G MR 1 A L] P 3 OC Y
VEFE . 1248 40 M PR 716 ITP & HL i o iy B B4
FH., SaRE A ORI 2% fif 1Y TTP BB AR L, S s
ITP B/ IL-18 AK-F3E I, S5 /IMA B 7E TP
PRSP S 505 RAE RV, X5 Qiao et al'"
P BA BRI 55 25 SR — 30, Y478 NLRP3 4 /MA Y
AT RES 550 ITP BRI kB K, ARSLE4s R
FHA NLRP3 5 IL-1B . IL-18 7E ITP M E AN K1k
ARVt BT v, TR ESE TH v 9 TL-18 (TL-18 AN
CD14* BAZ 40 it tF NLRP3 mRNA 7K 5 53 (9 1fi.
SNBSS S T 7E T BE T Fp i R A R
AHIEME . NLRP3 SAE/IMA R0 7T GE S 5 52 1A 1TP
PRI A R

VAR | i AMTXF NLRP3 484 /IMABIFFE i 1%
A R BRI S H AR W 4 i 0 A A i A v & %
BRI, 2R T, L2 30l i NL-
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U/ /N SRR AR A AR 2 PRI 7 R B, AT T4 35 5 0
Ao atE J ) R A TR P A 17 I 2 FR L G BB A
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TRBTA T M1 I 20 e Ak, o538 BT R R i 28 1 A
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IR EHEI SR AR R AR AL, 2 A T
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() NLRP3 S&E/IMA fi2 #E 3 M1 #%c Ak, I35 m 1L-18
A7 A SR, T 5 | % P AR R e A= i A
ITP [ Py 253 T 58 4538, NLRP3 4 %E /)N
PRAE TTP SB35 AR B 4H A 0 35 Ak KT
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20 B ARERR G (R I AR R 5% 5 1 g 240 e A £ 1 A
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Jarf NLRP3 % AE/IMA & 12 o NLRP3 | ASC | cleaved

caspase-1 5 1L-B 5 1 ik /K F 44 7+ &5, 1 NLRP3
FE SR MCCOS0 Ay IB7 FH U RE R A M1 Y 5 I
S L P B £k 7K S T NLRP3 48 5E /A 1 1% AL AR B
LR, M NLRP3 A5 19 R AE /IMA 6 6 1] ol 3%
ITP rft M1 BYE W20 i B AL S 1TP 3 4h
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NLRP3 inflammasome mediated macrophage polarization in ITP
Song Chuanlong, Hailigiguli + Nuridin, Jiao Hongjie, Wang Xuemei, Yan Mei
(Dept of Pediatrics, The First Affiliated Hospital of Xinjiang Medical University, Urumgi 830054 )

Abstract Objective To investigate the activation level of NLRP3 inflammasome in immune thrombocytopenia
(ITP) and the effect of inhibiting NLRP3 mediated inflammasome activation on polarization and immune function of
M1 macrophages. Methods The expression of NLRP3 mRNA in peripheral blood mononuclear cells (PBMC) and
CD14 " monocytes of ITP patients (ITP group) and Control group ( Control group) was detected by RT-qPCR. The
levels of IL-1B and IL-18 in serum of the two groups were determined by ELISA. MO macrophages (MDMs) from
ITP group were divided into 4 groups: IgG control group (IgG group), MCC950 treatment group ( MCC950
eroup ) , LPS, IFN-y and IgG treatment group ( LPS + IFN-y + IgG group) and LPS, IFN-y and MCC950 treatment
group (LPS + IFN-y + MCC950 group) ; mRNA and protein levels of M1 macrophage markers CD86, iNOS and
MCP-1 were detected by RT-qPCR and Western blot. Western blot was used to detect the expression of NLRP3 in-
flammasome associated protein, ASC, Cleaved caspase-1 and IL-B. Flow cytometry was used to detect the phagocy-
tosis of MDMs on platelets in each group, and CFSE was used to detect the proliferation of CD4 T and CD8 * T.
Results  Compared with the control group, the expression of NLRP3 mRNA in PBMC and CD14 * monocytes, and
the concentration of IL-1B and IL-18 in serum of ITP group increased significantly (P <0.05). Platelet counts
were negative correlated with NLRP3 mRNA expression in CD14 " monocyte and the concentration of IL-18, TL-18
in serum in patients with ITP (P <0.05). Compared with IgG group, the mRNA and protein expressions of M1
macrophage markers CD86, iNOS, MCP-1, and the protein expression level of NLRP3, ASC, cleaved caspase-1
and IL-B, the platelet phagocytosis and the proliferation promoting ability of CD4* T and CD8 * T cells significantly
increased in LPS + IFN-y + IgG group and LPS + IFN-y + MCC950 group ( all P <0.05). Compared with LPS +
IFN-vy + IgG group, the above indexes significantly decreased in LPS + IFN-y + MCC950 group (P <0.05). Con-
clusion  The activation level of NLRP3 inflammasome in ITP is abnormally elevated, which was related to the ex-
cessive M1 polarization of MDMs. Inhibiting NLRP3 mediated inflammasome activation could attenuate the M1 po-
larization and immune function of macrophages.
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