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etry. The mRNA levels of macrophage mannose receptor (CD206) , transforming growth factor-B (TGF-B) , inter-
leukin (IL)-1B and tumor necrosis factor-a ( TNF-a) were detected by qRT-PCR. The expression of CD86 and
CD206 was detected by flow cytometry, and Akt/mTOR expression and phosphorylation was detected by Western
blot. Results (D In vitro study showed that the average body weight of the MC group was lower than that of the
control group. Compared with the control group, CD206 expression of macrophages decreased in tumor tissue and
ascites in the MC group, while the expression of CD86 increased. The Akt and mTOR phosphorylation level of mac-
rophages in the MC group’s ascites was lower than that in control group. @ In vivo study showed that there was no
difference in apoptosis rate among the groups detected by flow cytometry. The mRNA expression level of CD206,
TGF-B and the protein expression level of CD206 in MC group were significantly lower than those in the control
group, while the mRNA expression of IL-1B3, TNF-a and the protein expression level of CD86 were significantly
higher than those in the control group. Compared with the control group, the phosphorylation level of Akt and
mTOR in the MC group decreased. Conclusion MC promotes M1 polarization of macrophages in ascites to regulate
the immune microenvironment of ovarian cancer, which may be related to the Akt/mTOR pathway.
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1 #B5EFEE

1.1 FERFNEGUEE HE LW 4% 2B PEHE
FH R ZH 2 [ 2 R e A R 2 2R S T ) T Ser-
vicebio BHE AT PR/ A PCR 5191k A LA T A Y
TR A FRAH] ; Von Frey Ehill (32 [F North Coast
/N H), NC12775 ) ; PrimeScript RT reagent Kit, TB
Green Premix Ex Taq Il ( Tli RNaseH Plus) ( H 4%
TaKaRa £ 9 Bl 4% A MR 2> 7], RRO47A . RR820A ) ;
SDS-PAGE BERZEC A & ( L3 = RAEWH AR
FHBRAFE,PO012AC) ;586 it PCR AX (3 [E Ther-
mo Scientific 2% ], PIKOREAL 96 ) ; PKC il i 5
Bisindolylmaleimidel ( GF109208X)) ( AR T
] ,S720801 ) ; PKC Antibody ( #70JH A% 1 Wy 4 R A
BN F], YT3752) ; Phospho-PKC Antibody ( e AE
LY ARG BR 2 F], YT0703) ; TRPVL Antibody
(3 Abcam /A ], AB305299) ,

1.2 Wz 5ERNE

1.2.1 %334 B Sprague-Dawley (SD) HEPEK
(2 ~4 JHi%,180 ~220 g) fREFTE 22 ~25 C T, B
12 h BOLI/BEETER, BAOETFEA 6 HK
S, AT L H B #EEFOK . F Von Frey B Rl il i 55
MR B 750, 5 H 6 WK, [0 1 min, HEBRASF
B SRR BRI 26 A 5 2% 1 1 R BRL (O il B
NEF#) TSR I AR, T Bl S 0 2 4 R B
ER R W5 5 HF LA 08 B S AT
(LLSC20190705) .

1.2.2 BAME  ZLRE ION-CCI shPRifl
TE R BUIE JEE N 1 5 10% 7K & & (0. 35 ml/100
o), FLRR I, LR AR X 35, W 7 MR 31 5 5
B Z (R HE T 00 28 je Ab YD | (i HE T b 22 5 i,
2 M4 (5 -0 5, MIFE 2 mm) Z54LHE T #h £ Hi %
OB A AN 23 BHLE 8 2 PR M A PG 3, Sham 41
MR HBEREMEMAZHL, RH3 -0 54%4%h
BT R BRIV A0 1 2 1 LAB 1R A0 B, B,
P BB TR (1) PR BE P %

1.3 SRIGSMEE e ST R R oK BRBENL 4
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PRALK RAEA 17 R 2400, i () 7E AR AT 1 R AR J5

B2 K1 REFIH 16 K, 58 M 0. 008 ~2.000 g A~
S5 R B (I ABL T U6, 64T (8] R B ) AS 201 30 s
HESE 5 RN, R UR R 2 1 20 22 W 42
i, 4B R RN =D B 2 YR
Jof (PR A7 ] S 35 ke o =B R ) 3R 32 5 AR T A 200 28
TR/ PP B R T AT R ) o R R BRAE A [ B
(i) 257, B ML ARG (9 1 £ 3 SR 9 G T4, RIS SR
qRT-PCR } Western blot £ A M K BHARM TG A
PKC F1 TRPV1 [3RIRZE4L i 1 HE J 875 WA
4 TG ML LU =R Ak

FE S 0 5 8 R R B BE ML A B CCT 4
CCI + DMSO 4H X CCI + GF109208X 4,41 6 H.
P25 IBC B, 750 0. 36 pe/ke, 7255 14 K
ENITESF] TG N, R Von Frey TRl 43513 Kk
BUESSHT O h FIYESSJE (0.5.1.5.3.0 h) AR fik 250
HICER AR 1, 10 SR IF I T ST . SR T
qRT-PCR Fil Western blot /975 7%, #85% PKC Fil TR-
PV1 7EAA 4 KR TG By RIB MO, e, X 45 4
KEE) TG HLUHFT HE Yt IER H A 405 Hil~4 ol
1.4 qRT-PCR X3 il 10% /K& S 5
AKBRIE R e HAE 5 ¥ AR M TG 4385 1, R Tis-
sue RNA Purification Kit Plus 2B mRNA ;B2 BT
mRNA 5 PrimeScript RT 3358 & IR S P17 cD-
NA &R PCR 9973 . 18 JHPEO6E & PCR UK
I TG ¥ TRPV1 B mRNA %3k /K 3, i it i1 &
27RO RERS RS HAH T RS SEEG AT
G E 1 iR,

K1 KAEEPCREE3IWFES
ERSERE| SIYITHI(5'-3")
B-actin F: GGAGATTACTGCCCTGGCTCCTA
R: GACTCATCGTACTCCTGCTTGCTG
TRPV1 F:GCGAGTTCAAAGACCCTGAG

R:GAGCTGTGTGGCCCTTGTAG

1.5 Western blot 3836 1 /5 RE T AR 4K R
AR TG, F¥s AT PR E M5, 5, M4
1 mg 41 ZUh A & 1% PMSF 1) RIPA 24 f# 7 10 ul
A e A KZ-T-F e ARl 2H 2 B 1L 6T 2H 21
PEATIFEE . 2243 12 000 r/min,4 °C,10 min Y 5 i
BL e R EIE W, I R e A SR %
M, L TE 100 C RN 10 min {H 8 558 248
PE AW -20 C TR, BBIET N — 205000,
i 10% SDS-PAGE B 5 i il 13X 771 65 8 il 45 5 it
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EREAT SDS BEEHLUKCR AL AR H S B R, AR
JE N PVDF i I, 283 TBST ¥ 3 YR if v
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TF—¥iHi B B (TRPV1 Antibody 1 : 3 000; Phos-
pho-PKC  Antibody 1:3000; PKC Antibody
1:3000),76 4 C FME K, &5, %5585
PVDF Py fs , & Tl Y B —yirh =
HRIFE 1.2 h, #7505 1Y PVDF RS T W
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J& F A PR AR [ 2 42U i T, 7565 T g £
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X CCI 5 Sham 4 %) qRT-PCR Fl Western blot
SEYSEE ST A ¢ KA T 3T, T CCL
2 .CCI + DSMO #H } CCI + GF109203X 4 f#%) qRT-
PCR 7l Western blot SE504icHs , WIR HI BRI 3R Oy 2243
Mro P<0.05 NZERAGIEL,

2 R
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I RG24 SR A5 1 . e AL R R7E AR 5
552 KIF4, WL B9 B 3% T B, I Sham 2K
U {5 5% 2 [ Sham #H; (1.37 £0.47) g, CCI 4H;
(0.80 +0.47)g], % 14 K, CCI 41K B WL
KFRAR K (0. 07 £0. 02) g, LMK T Sham 4 K B
f(1.80 £0.30) g, WA 1 frs, 7EARR 1 K, CCI
AR B HLBOR R 5 Sham AT L, 22 5 LS 124
2.2 PKC.p-PKC.TRPV1 ZEXBRARM TG %
P
2.2.1 ION-CCI *f X . TG A p-PKC & ik 45 % vf
H 4 Western blot 45545 H | 55 Sham At , CCI
HARBAERGE 14 K, PKC ELEF LG 2 X
(t=0.024) ,UWLE 2A, 15 Sham ZLA L, p-PKC
FI7E CCT KRR TC W R B E M F£IE (=
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A Sham#l cCIgl B ShamZ CCIH
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PKC 78 p-PKC 78
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=04 0.4
o =
HE 0.2 0 0.2
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2.2.2 ION-CCI sF K & TG A TRPV1 & ik 89 %
qRT-PCR £ /R, 7EAR G5 14 K, 5 Sham 4
A, TRPVI mRNA 7E CCI 20 KB TG w5 B B
BREERBETHE (1= 10.69,P <0.01), WK 3A,
Western blot 2% % ik /8 R J5 2 14 KX TRPV1 & F7E
CCI HKRF TG HaRik 24 & T Sham 4H (¢ =30. 12,
P <0.001), U 3B,
2.3 XR TG ALREBFEYET il HE Qe
P 4 WEEE]  Sham ZH 4l 2 2T 4 HES B 5% A /b5 41
Ji A b ik (PR R Sk ) 5 CCT 21 48 2F 4 HE B i
B, 2285000 20 A0 B ik e 2 25 IR (R k) Ak
L 20 A= (A ) .
2.4 EHWES PKC HP§I 3034 K B AL S8 8 &2
M CCl R J5 84 14 K, ¥ PKC #1 #l 7
GF109203X #1891 5 1 7 X B e A KR
TG X1, W% GF109203X J2& 75 X% CCI 55 199 o
A MHIEN (B 5) . 5 CCI 4 F1 CCI + DMSO
ZHAHEL , CCL + GF109203X £H7E4425 0. 5 h J5 ML R
EIFUE ETF, 425 1.5 h 5 WA B (R 5 B8 [ CCT
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A B
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A:Sham 21 ;B.CCI 4
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--- CCI4
®kk
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B 0.3F
=
=)
= 02}
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0.1F
0 1 1 1
0.5 1.5 3.0
T [ ()

Bl 5 R/FHE 14 XiT§ DMSO =
GF109203X X REHAR B E R TR ERE (n=6)
5 CCI#H 4. ** * P <0.001;5 CCI + DMSO 4H L8 .% p <
0. 001

Z0.(0.075 £0.02) g, CCI + DMSO 4H: (0.095¢g +
0.01) g, CCI + GF109203X #H: (0.36g +0.03) g] .
CCI + DMSO 415 cCI gl K BALMIR (3 22 5+ o5 it
2R, X FRWAET ST PKC HIF 1.5 h 5, Al g
T IR LR 3 11, Ak 38 3 TR BRI |

2.5 & PKC ##F ( GF109203X) 53t K R TG
1 PKC.P-PKC & TRPV1 B3R X200

2.5.1 E4 GF109203X *F X & TG * p-PKC & ik
%A HId Western blot SEIZE R IFE Y, 1F4

25)5 189 1.5 h, 5 CCI 4471 CCI + DMSO 4 AH ., CCI
+GF109203X 4K U TG H PKC BHEIEER T
Giiterm X, 5 CCI 4R CCI + DMSO A kb, %

25J5 1.5 h, CCI + GF109203X 4 K TG ' p-PKC
FEHFR B E T (CCT 4 vs CCT + GF109203X
4 1= 15.38,P <0.01; CCI + DMSO 4 vs CCI +
GF109203X #1 ,t =14.37,P <0.05), CCI + DMSO
205 CCI 4 KBl TG 1 PKC,p-PKC Fih %R
gt L, WK 6,

A a b [¢ B a b c
ku ku
PKC 78 p-PKC 78
B-actin 42 B-actin 42
H-@1‘0 r 5@ 1.0
=0.81 =~ 0.8
ﬂiﬂ ;‘E sk H
=0.6F = 0.6
= =
0.4 T 04F
8 §
V] 0.2F v/ 02F
A .
0 a b c = 0 a b c

E6 ARELAKXBRAM TG # PKC & p-PKC HIFRIZTWH

A:PKC fE FI7E& K BARM TG MFRIBNG ;B p-PKC I 1E
BAREAM TG X EN ;a: CCT 4 ;b CCI + DMSO 4 ;¢: CCI +
GF109203X 41;5 CCl A Hb#. * " P <0.01; 5 CCI + DMSO 4 b
.*P<0.05

2.5.2 24 GF109203X s+ X £ TG ¥ TRPV1 %.ik
#3755 CCL 4R CCI + DMSO Z1AHH , qRT-PCR
GERRW EFEAZYE 1.5 h, CCI + GF109203X
HARHE TG 1 TRPVI mRNA #Eik & 8 & TR (CCl
24 vs CCI + GF109203X 4H,:=8.01,P <0.01;CCI +
DMSO #H vs CCI + GF109203X #H,¢ = 5.372, P <
0.05), /LIl 7A, Western blot 243 g/, i TR-
PV1 % I AE CCI + GF109203X 2H KK TG k&
L B A% (CCT 4 ws CCI + GF109203X 4, ¢ =
13.15,P <0.01;CCI + DMSO 4 vs CCI + GF109203X
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2H,1=8.445,P <0.01) ,1 CCI + DMSO 415 cC1 4
KELTG o TRPVI B mRNA FIZE £k 2% F 1
TGt E S WWE 7B,

2.6 KR TGAHLREFTH HE Lm@inE 8 i
/N, 5 CCI 41 fil CCI + DMSO 4H #H kb, CCI +
GF109203X ZH #2225 4t HES) 50 K %5, 40 B Jib ik A
Frseas (REHETk) , RAE R

3 itig

TRP G —M T iz 504 T NE R 2.3 9
£ 5 3 240 L #48 EE 1 ) — 2 e M P R
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TRPML A1 TRPN'"' | ZEIE R 5T , 4 TRP i
AT LA 240 B P 240 A0 0 (Ui EE  pH E BB
JE Ab2E I A0 A PR L K 200 Bt 453 495 RS 1) T FE )
i SB; . TRP 38 38 835 R et 2850 F ] LU
AP — S E LA B A AR AR 2
KiE, FE=XMARGY, A VFZL TRP B il i
WA ek, O HLAE 1 TS5 00 5 S A A s L vh
R e gE " |
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RT3 T RSN E #2822 295 ) e 28 240 L
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RS wk
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= g 0.5 B-actin
E [<=%
- 0

a b c

JV, Xing et al " I 9T 2 AR TS AR AR 227 o]
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W2k BRI LLTRPVI S 5 9 250697 T B
JEIRYT TR AR IR () — BB Sk mg . {H TRPVI 1924
P2 ) 1) A A R AR By, PRIt S o 3 1
SRR A ) T I PR RGO T RR Y 4 TR
{E T REA Bl 3kt e 3 S8 3 52 M), 34 1 [5) B A
JYEM .

PKC YE 20 (9 25 AR, 55 ST PR A
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YU TE ST AR R T 5 DA 7E R 280 B
PIR R E LR EE AR, Cui et al ™ £ #1205
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1R NP2 IZ iy 22405 35 M TR AZ 2 19 SO, DA T 384
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#E Wi PKC ] fE J& TRPV 1 89 L9 Jii &2 — , PKC/
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0 1.51
ku «
95 g
2 o7 i
=
a0
42 HE( 0.5F
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o
=0 a b c
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A:TRPV1 mRNA 7 =K BFAM TG N FKILZEIL; B, TRPVI A A KRAM TC NFKiEZE L ;a: CCT 4L ;b CCT + DMSO 4 ;¢: CCT +
GF109203X 4 ;5 CCI 4 L4 * * P <0. 01 ;5 CCI + DMSO 4 lb#5.# P <0. 05, P <0. 01

/

A

y

B C

8 XREXHWETHREEZN HE x20
A:CCI #H ;B CCI + DMSO #H ; C: CCI + GF109203X £
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Pathological role of PKC/TRPV1 pathway in trigeminal neuralgia in rats
Wu Beibei', Shen Lian', Wang Yuanyin', Wang Liecheng’
('College & Hospital of Stomatology, Anhui Medical University, Anhui Provincial Key Laboratory of
Oral Disease Research, Hefei 230032 ; *Dept of Physiology, School of Basic Medicine,
Anhui Medical University ,Hefer 230032)

Abstract Objective To investigate the pathological role of detect protein kinase C(PKC)/ transient receptor po-
tential vanilloid subtype 1 (TRPV1) pathway in trigeminal neuralgia ( TN) in rats. Methods  The infraorbital
nerve-chronic constriction injury (ION-CCI) was used to establish a rat model of TN. The rats were randomly di-
vided into Sham group,CCI group, CCI + DMSO group and CCI + GF109203X (a PKC inhibitor) group. The me-
chanical pain threshold of the rats was measured using a Von Frey brush. qRT-PCR and Western blot were used to
detect PKC and TRPV1 in the trigeminal ganglion (TG). HE staining was used to observe the pathological changes
of TG. Results The mechanical pain threshold significantly decreased (P <0.05), and the expression of phos-
phorylated PKC ( p-PKC) and TRPV1 in TG significantly increased in the CCI group (P <0. 05). Histopathological
results showed that compared with the Sham group,the CCI group observed significant changes in TG such as in-
creased inflammatory cell infiltration and nerve cell swelling. Injection of GF109203X effectively reduced the phos-
phorylation of PKC and the expression of TRPV1 in the TG of rats, and the mechanical pain threshold of the rats in-
creased (P <0.05). Under the light microscope, cell swelling and inflammatory cells in the TG were reduced.
Conclusion  PKC/TRPV1 pathway may be involved in trigeminal neuralgia in rats.
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