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Experimental study on the NgR expression in some glial cells induced by
lipopolysaccharide
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[ Abstract 10bjective: To observe NgR expression and changes in oligodendrocyte precursor cells and microglia cells after induction with lipopolysaccharide
( LPS) ,and explore the role of NgR expression in releasing inflammatory cytokines by glial cells mediated by Tolldike receptor4( TLR-4) . Methods:

Microglia( MG) and oligodendrocytes precursor cells( OPCs) were purified and cultured in vitro technique by using modified shaking and adherence meth—
ods. Immunocytochemical analysis was performed to identify the cultured cells by CDI11b and 04 antibody, respectively. Real-time quantitative PCR was
used to detect the NgR expression in MG and OPCs as well as TLR4 in MG, and tumor necrosis factor alpha( TNF-a) content was measured with ELISA
in each group. Results: The expression of TLR-4 in MG as well as NgR in OPCs and MG in LPS-induced groups were significantly higher than that in con—
trol group and intervention group. The difference was significant ( P <0.05) . TNF-a level in LPS—induced group was significantly higher than that in both
control and intervention groups ( P <0.05) . Conclusion: Bacteria infection may facilitated NgR expression in OPCs and MG, and TLR4 expression in
large quantity induced by LPS requires NgR mediation. The findings suggest that TLR4 could the role to up—regulate the expression of NgR gene.
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GGCAGGTTTCTCCAGG3". (DAif & RNA fy $HL:
iz RNA SO Ul B 45 4%, Trizol $2HLEL RNA,
BT RNA A 0D260/0D280 {EH7E 1.8 ~2.0 ZJd].
(QRNA i 53 )2 W AR 2 FI AR F: 5 X PrimeScript RT
Master Mix 2 pL + Total RNA 3 pL + RNase Freed
H,0 7 L, 3% %% 5% 2N 25 37 C, 15 min( %% 5%
JE) 585 C L5 s( i s G S 0) o @RE
Fitt 58 )2 )7 ( polymerase chain reaction, PCR) Jz [ {4
%: SYBR Premix Ex TaqTM I (2 x) 12.5 uL. + PCR
Forward Primer ( 10 pmol/L) 1 pL + PCR Reverse
Primer( 10 wmol/L) I pL + DNA #ifg 2 pL + ddH,0
8.5 wL, FASPE( HAE 1 ¥k: 95 °C,30 s) ; 1B k: PCR
JRE( T 40 ¥R ,95 C .5 5560 °C,30 s) ; . M
real-time PCR {( ABI Step One Plus real+ime PCR,
BioRad) 345 H (9 BRI FIN S5 Cr . @5
PIEAE 3 U AL 2 R W A A R mRNA
STV S
1.2.5 WIS W 086 ( ELISA) G TNF-o 5
ORI 48 h W B . 1R BREGR &Y

Reverse:



e EE BE 24 B 2F (] of Wannan Medical College) 2018;37( 1)

AR AL BRAS I 4 73 5 TNF o 1) 75 3

1.3 it ab 3 SRS SPSS 18. 0
TG, BB B AR 25 (x £5) Foom. Z 41|
FEECR AR R T 2250 97,2 4R LR g R,
P <0.05 KzERA 5t Lo

2 HR

2.1 RPETOLEMEER ™ SD KK MG F1 OPCs
R Gl S LI AR RN i ) I

ABE R LU o BCRZ WA 1) o galifl

Ja B S R A MR, 157 12 h 22 A7 AT i

WEREAE G 1GR3 d e, AR AR S /N DB A M

af =GR N 2) o

K11 CDUDb-FITC Sesd Y Y (o B R /NI B 4 i

Y~y

B2 O4-PE Supeall e (o B i 25 e R BT A2

2.2 g Z R R g % TR S MG By TLR-
4 mRNAWEGATEOL 458 Bn 5 4 41 MG (1) TLR-
4 mRNA fUERAKE 8 T4 3.5.7 4, 2R A 411
N (P<0.05) 5 7 A155 3 LR G F
HY(ED .

#£1 £40% MG ) TLR-4 LR mRNA {33558 i
MG £y TLR —4 mRNA
FEIRTRIE
0.4005 £0.2384°
1.2010 +0.3553"

OPCs Fil MG A% iR 2H
OPCs Fll MG 3L [ 35 57175 41
OPCs 1 MG JL[RIEEF 0 TLR4 A T4L  0.1023 £0.4543¢
NgRShRNA fe 3t MG Huph s J%37 G 4 0.4896 +0.2006°
¥ 11. 54

p 0.03

ARl PR 2 8] He e P > 0. 055 AR FREAZ A LA P <0. 05,
2.3 4 INFo (& RGO 4R ERE 4 41
TNF-o BURERCE 5 T HAL 6 4, 2 R A Gt ¥ X

. 9 .
(P<0.05) (%£2).
F£2 K4 TNF-o &0 b pg/mL
215 TNF - o &
OPCs il %57 %] IR 20 9. 6408 £0.6607*
OPCs BS54 10. 6483 +0.3490°

OPCs Fll MG 3 [ 15 3% % B 41

OPCs Il MG L[] 35 3715 241

OPCs 1l MG FL[FIEEFR I TLR4 1777541
NgRShRNA ;3 OPCs 3 [l3% I35 F 4 107.0324 £2.8725°
NgRShRNA %3¢ MG Bl 155 5 T 41 100. 5844 +2. 9576
y 2049. 22

P 0.00

AHIR T BE2H Z 8] L3 P > 0. 05; AN[RlF-EE2H 2Z [/l b3z P <0.05.
2.4 JRZ MRS BE T IS /N B 4l Y
NgR mRNA B)RBHA S50 BIRH 4 4 MG 1
NgR mRNA fJ3REKFR T4 3.5.7 4, 2R A 4
X (P<0.05) 557 5% 3 HE S L5
FRX(FES) .

3 A41H MG [y NgR JEH mRNA (925550 5 A

MG f# NgR mRNA

RESUYiY
0.1048 £0.0305"

21.7436 +1.6115"
130.0370 = 1.5246°¢
83.6709 +1.9950¢

415

OPCs Fl MG J: [l 555541
OPCs il MG FE[F B35S 41 1.0758 +0. 1859"
OPCs Fil MG L[ BE 5% /in TLR4 #7135 240 0.4195 £0. 1121°
NgRShRNA e MG sl %1% S 40 0.1145 £0.0441*
F 47.01

P 0.00
AHRI R Z A g P >0.05; AR FHRE 2 0]l P <0.05.

2.5 g2 HE RO 9% 7 TP IE 2 98 i S 4 i
&) NgR mRNA ()RR H  Z5RBRE 2.4.5
2 OPCs (9 NgR mRNA [k K F & T2 1.3.6
A, EZRFAHIFEX(P<0.05) (%£4) .

#4 Kb OPCs ) NgR F: [ mRNA (921558 I AL
OPCs f) NgR mRNA
PR A 5 BE
1.0243 £0.2729°

OPCs Hupl% 355 BR AL

OPCs 3% 55 340

OPCs il MG 3 [) 15 3% % B 4

OPCs Fll MG 3[Rl 553515 40

OPCs I MG FL[FIHE 37 TLR-4 450455 40
NgRShRNA 3¢ OPCs L[a] 3% 3515 S 40

3.2343 +0.4183"
0.4053 £0.1253¢
10.9138 +0.3910¢
3.8903 +0.4886°
0.7659 +0.2766*
F 393. 03

P 0.00

AR R Z [ LA P > 0. 055 AR REH 2 i) He 45 P <0.05.



10«

3 itig

PEAE SR K S oY R W B R 2 B L
B TR B A R A B LA R 45
AlRe S Z A Al e i 2 A5G, LSP nJg MG/E I
i g FE 1 9 TLRs R3], #40E TLR4-NF—~B i i M i
SR AREA FT( 40 TNF-a) 1 1, JFRER 40— 5
GG JE N 25 53~ P B 0 A A I B A E
XA A TR VR Y o TNF-a & 460 5 0 1Y
FEH A, AT DA R A R 22 4 it DX R, I
AT OPCs (1) 434k B3, 38 T LU S P8 T e )5 51
R S A i R A 2 72, DA 5 B0 LG P o
’f% [9] .

ARSI ZE R BN LPS H#% MG J5,MG /) TLR-
4 mRNA Fih Fl TNF-o BEACE B &, I T OPCs
F MG S [ Xf BE 4 Kz TLR-4 4144 57 Zb BEH o iF B
TLR4 {E Mg MR S 21k, 2 5 T LPS #i%
MG 36 AL B i TNF-o (135 #2 , TLR-4 1461 57 ] LA
W MG [ R OGE BN Bkt df 2 dn i i B
NgRshRNA #:¢ MG b 555515 540 MG (1) TLR4
mRNA KA AR T 2L [F] 55 7215 4, (H AL [m) 3y 77
XL 2E F G2 FE L. AR Z A S MG %
KK Gt TLR-4 (752 NeR (9405, HLEARHLT v 5
T

55 M NgR i85 F CNS i fb iy MG Al
I 0 8] 3K S e A i 38 3 L X
NgR FERP 28 S PR R0 e — e IFEH . [ N4
KM A B OPCs J MG ik NgR i Sk 2>, H
RIA & BA & NgR 54100 9 M I 7 2 8] A % &
RSB AIBEE . FE 424" Sl i RSN B 3% OPCs, %
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