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R A5 75 24 L8 XS K B &G W Cajal 18] 5 40 A
YE5E S PLC-y {5 5 18 5 A 52 i

BhudE', 2487 g™ AE RS sSR!

1 MR PR 2GR, IR A KU T R X SR e 241 % 3005, 4102085 2. WidbAA T PR EE B s 3. G VS A B
JEMIAREE S 4. I ERE B B A BB

[(EZ] BB HTWARLE7TEEHRIEAGTRERIG, FiE 20 2 SD X KA AWK
e, mam, HHI0R, RRAILGALRKKFEOL TREA 2 JmRRILFZFS. 8 R, £4TR, =
OUEFRAS, RREHE I hEEHRE DB R &% hik, KA CCKS EMERNEH Cy (PLCy) 4F
S H ) ) U73122 55 K R 45 W R AX Cajal 18] R 4m JEL 64 20 R ) R R s 25 R B, M 5%, 10%. 15%.
20% HJE6 BRAR I 7 F) A2 dn &t Cajal 18] Fy 4m 09 40 B 38 78 5 0f sk 4 ., FF4 31389212, 24, 48h k&
T i A 25 A ), B =K, =X Cajal 9] JT 20 B4 AF £ 96 3L P, 3L IX10° e, M EH 330, £hHp A E
WAL, A (EF mA+ TR R R E R UT3122), RO FA(BEAE+10% T O hF ), BRI A oiFm
(R 20+ 05 L R AR ARAA T du k), FIART I A 52536 05 b e 1), %6 9% 2B4K 3& 40 3% i B C-y1 (PLC-y1) .
B Rg B C-y2 (PLC-y2) A% ik, Western blot 54 M PLC-yl. PLC-y2 7% & &i%, RT-PCR &40 PLC-y1.
PLC-y2 AR RA, SR fhikd U73122 /2 256 25 49 0 4 30 wmol/L, ARAR AT 7 4L AE A 25 0K E A 5%,
LI FAETF AR A 24 h, 5 EFAKE, BAMPLC-yl. PLCy2-FHLEEMA ., &G B B &K ¥ B
(P<0.01); HAEAZAE, RAILGFA iFH, 8 oFHPLC-yl. PLCY2FH AT EMA,. BEORLR
KRB IE (P<0.05%P<0.01); 558 hFambin, MRS A oiFMPLC-yl, PLC-y2 MR L, &
OARAREEH RS (P<0.01), & RARIFH T8 1d 8 E Cajal 7] i 280 PLC-y 12 F i85, A2
mpayeE, MMt § HiE ),

[K4ER] BEHRAEAE; ARAI; Cajal A @ie; WMibshh; miRdgsh; BENgHEE C-y1/BRA5 B C-y2 15 5 i@ %

Bifi o N AT 7 U el s, 8 AL i B R (slow HLHI AT 58 S5 W IR R C-y1 (PLC-y1) /BEARHEE C-
transit constipation, STC) fJ&FAW T+, Cajal v2 (PLC-y2) {5 3BEA K" Nk — LI
] 400 (interstitial cells of Cajal, ICC) J&—FhL) ARAIEYT STC WAL S 5 PLC-y 15 5 38 #% A AH 5
IS0 245 AR 2 43 A T T A 228 2 95 T 98 L4 M P, AN A5 S o A S OR T, R
2R SR AN, 5 E e e PLC-y A SR ICC RN AR X BUR LA T
RS HIR STC R Fi C REFY) . WIS Coy (PLC.  CCHVRTAETEFIRLEL, BB BUR LI I Ao P2
,y) IEI—I__“ICC E@‘F%{%‘%E%’ ﬁ]‘f}%ﬁémﬂ@iﬁﬁ%nﬁz ,ﬁj\:{%{jjjo zlgigﬁl\éé?ﬁﬂﬁqEPE%j(%ijJ%{%IE%E%

K. WREEAE T M EER 2, kg, i 20170704,
B (IEE) B E 2 )y, AL T O
PR R, BORALBER SRR ICC (ORE A 11 A

1, R 7Rl S B ek N BUE A, K EEE WA JFAR Cajal (B BT A0 MLRE, W 38 A P
(L) AVHEARBGARAF, %5 : RAT/MIC/

HEE&TH:BHEARP %34 (81603597) ; W& H R F 34 RAB-ICell-d024o

(2020])5425) ; 1/ 8 ZLE TR 4501 H (19B424) ; W1 rE H =24 _

KB R HOE S (20182YX24) 1.2 2

04 EIRIEH :616217372@qq. com SPF 2 e t4: SD KL 20 H, 12~ 13 A%, 1R
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11(220+20) g, W4T B 307 3 5 Boak SE I S A FR
oS, SEE S TIES . SCXK (i) 2016-0002,
AT R BRI 35 i) e v B2 25 K2 SPF 8l ) 5
%, WFEREE . FR(20£2)C, B (50+£10)% ,
BH7T: 00-17: 00JEHE, 17: 00K H 7: 00 %
B, HEEETOK, SRR,

1.3 %4

WARILGF W H . 5230 g, HAR60g, $#%
SEELBIMZEEK, 124130 min, 3CKFIF 40 min,
FHZATuEE, PR 5 A5 A RAKIEK, SCKFRRTA,
40 min, ZARLE, BIFMIREDR, FHbER: 75 kAL
FE 75 CAIR 28 K Wi . 2 g/ml K BT, A3
B, HE, fmid, B M TR T
K —M BB 24 b7, KA il ) 2 it
1.4 EZXABALE

SRR IR A R (FEE TR H AR A TR
oA, S PriMed-iCell-025) 5 0. 25% i 55 1 i
( 3£ [ Gibeo 23 7, It 5 25200056) ; CCKS it 7
(AARF AL #WF5E T, L5 KU746) ;5 Trizol (Hit
5V900483) . Y H 3 £ — i (TEMED, #it %
T105497) . W AEHWEE (DMF, b5 PHR1553-
3X1), K Sigma A H]; fdileG (L5 SA00001-
). BdileG (15 SA00001-2) . K B-actin Filk
(41t 60008-1-1g) , F= [ Proteintech /A &l 5 £ H fiff
PR (F2E Merck A F], Hit*5-583794) 5 & 11
1% B 30 7 (B -+ Roche A &), #t5 P1260) ;
Super ECL Plus # f§ & J¢ i #) & ( 3¢ [ Thermo
Pierce A7), L5 K-12045-D50); DABiLH|& (it
5 ZL1-901) . BCA & FVR BRI i & (45 ZM-
0301), dbEHEEMAEYERAGRAF; BER
(#it5 BW-61) . MW (Hit'5 BW-62), LigmifE
ERHE AR A ; PLC-y1 ik (45 ab76155) .
PLC-y2 Hifk (415 ab227129), 3% [E Abcam 2\ A ;
U73122 ( LilE B RAEY R AR A, #t5
T6243); M4 IyE (%5 C0232) . Wi (HEE-
WMEEWW, S c2) ., AR (S
CO105S), HRREWHEARGIRAF]; 045 ki
ARyt 2 AR AR A, #S
CW0742)

BB HE LWL (8 Eppendorf 24 7], 45
TGL-18R) ; #¢)6E f& RCPAX (3% [E Thermo 23 ) ,
A5 PIKO REAL 96) 5 %<5 PCR #i (3 [# Thermo
], A4S SPL0960) 5 THIEZKIEFE (Al 4 1A
P EGRRAE, fEHH-S2); fERIES T (I

MRIURAGER A BRA R, AL QL-901) 5 HLkAY
([ Bio-Rad A ], KI5 164-5050) ; 7K-F- I i Hilf
VKA (bR S—EWRHEA IRAF, 5 DYCZ-
24EN); TR KA (LA AR, Bl
RE5298); B4 BMEE (dbat b B E kAL
FTAHRAF], #5XDS-1B),

2 Hik

2.1 AHhkeih g

H 20 HK R T BEHLEL 7 3R 0 AR AL
R SHH, BH10 2, ERNHERFEIRE, U
60 kg LA B H IR 24 2 3 f5 55 220 o KRR R 11
B OBRARIGRAKRREH AN RS 8 g, i
7K, HHARBIEFMEIE. RIRGZ)E 1 h T
i EBCRIN, & 2h)5, 3500 r/min, #5015 min
(LR R 15em), W EEFTEPE T, %E,
FRic, 56 CK 1% 30 min, -80 CW-fE4 ., FHT
37 COKIRAR, 1L UERRT
2.2 PLC-y4F M4 7] U73122 44 Bt )

FH DMF % U73122 5 mg [E{A,  FELAL 50 mmol/L
BEVR, o8 P Ao A 200 T 5 YRR R 2 T T Uk
JE, FA0.22 pm SLFLUE RIS U8, 4 CUKFAPRA7 5
o SESe i TR #AERCH U73122 ¥ B2 10, 20,
25. 30 wmol/L [ & 245373k .

2.3 RARICCHREHR

H4 K B4 B B AR Cajal 18] 55 40 iR FH 20 it 855 5%
B O(BA . MPr=100: 1) 3%, ErEEFE
M, #E37C. 5% COBFRFI P FR. 1802 Kk
W1k, JHO.25% JHERF 1 ml AL B4 i, vEfT1E
Rk, 8 D ME AR
2.4 SRR ZH AR IR E B AT A) 64 B ik
2.4.1 U73122 54k B ik RAHCCK8 s, HU
il AR Cajal 7] 5T 4H A T 18 240 52k R 422 22 96 £L
M, H100 pl/AL, AL Ix10° 440, HHEE
6fL. B—F1= LA, DL SR n 4 i
fEZS AXT R dkseli R 24 hs, A& LA
10, 20, 25, 30 wmol/L #¢ & iy U73122 & 2 % 3%
B, JFEARIU73122 BN RRAL . AkZ2 85557 24 h,
V55 IR WO o, RS AR T B LA 100 wl &
W, SN A BC B LR CCKS : B 5 =19,
RN E 4 h, FHEEFRGI 450 nm 4b (14T 5 B
(OD) fH, TR 3. I R=[ (X4 oD~
A EEZL OD)/(Xf BEZH OD-%5 140 OD) 1x100%, #2
it AN T e B 1 100 F 1 248 L0 23R 0 o U73122 T
WREHAT T — 255,
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2.4.2 ARG F A 2h d F R E AT IR A A R
o SR CCK8YE, JCrBRAERCHI2S 1M i R AR AR
G &L MEREIL N 5%, 10%., 15%. 20% 1)
TR I R B 8 =T Cajal 18] 5 41
e 5 200 O A Y e b 22 96 FL AR T, B 100 /AL, &
fLIX10* 4, A ER 6L, dhELiigR24 ha,
] 25 2 A FLIM A LA VR JEE 19 25 1 10 3 AR L 571
FPEIREL, PN IS B IEH AR 43
HkeRBEFR 12, 24, 48 h, KEREFRMWER, FALINA
100 pl RN, EFRFENMEE 4 h, BRI
OD. TH3A [ e B K AN [R) A FH B [0 200 fif 344 i %%
IHEEIE R (%) =1- CGZZPALFE4 OD(H-% H
X B4 OD {E/bR E OD -2 A X R4 OD ) x
100%, SL55-FA7 88 3 RHBCFE . M40 20 i 3
I Bt redeene o | R B 5 & B o w187 5= v i L L [E1 B
NI, R R I (] fe
2.5 SRS

Bt 8 = AR Cajal 7] J5 20 fif0 e 5 20 i B 0 4 b
6L, HU100 pl/AL, HEFL X104, 4
HEE 3L ¥ KR4 Cajal ] 5 41§ 534 1E H
. BIAVZH (IEH M+ Wk B U73122) . =8
HIMIEH (BRI +10% %5 H IS ) « AR ILAHIH
(R 21 + 0 BB TR B AR AR AL R & 25 1% ) o it
[i1) Ay S 36 i 4 114 P9 B i)
2.6 MIRIRARE T ik
2.6.1 $9EAAEA M PLC-yl, PLC-y2 MM &k
BB e F, PBSHEUE; 4% £ % H [ 5€ 30 min,
PBS Wik s A 3% H,0,, ZEii 10 min, PBS Mk ;
W n—¥dt (PLC-v2, 1: 100; PLC-yI, 1: 200),
4 Cit, PBSHYE; WM S0~ 100 pl i, % lgG T
&-HRP Z 21K, 37 CHEE 30 min, PBS#HYE; DAB
B IRRYE,; DB, 1PPEUZHT.
2.6.2 Western blot % 4 M PLC-y1, PLC-y2%& &
RiE YUK BT, PBSUER:, MAZMRIR, RE
WFTTRAT; VK P2 10 ming 4 °C. 12000 r/min
B 15 min (B0EEN 15em), BEWE; %R
BCA £ [ B2 I o a0 & B B 13 i AT A 1 8 i
FERE 5 AR K e 4 i 80 VB JE FEATHLIK, A3 ES
JIE HL UK LA 120 Vo 5 V6L 193 A HL Dk 8 M JIC TR s 2%
IEHLVK, FEATH I 5% WilE Uik = iR 1.5 hy
m—#t (PLC-y2, 1:1000; PLC-yl, 1 :5000;
B-actin, 1:5000) 4 °Cid%Z, TBSTYEY, hn—dt,
YU BELLB 1 2 6000, FRPUFRELLEIL : 5000, 57
A 90 min, TBSTPEU 3K, K15 min, ECLEE
B

2.6.3 RT-PCR i # i PLC-y1. PLC-vy2 & B &
iR Trizol HEEUARMLE RNA, Hl RNA A 58 5 il
RNA 94005 ATk s RNA (3 I 0 e e L vk 5 LA
Y B mRNA AR, 354 5% cDNA, KWK R |
PRAE D TR 3 7 SR A5 e IRR) & D P B,
F-20 CIRA=H ;¥4 419 cDNA #E17 PCR ™
W, sl T A TR (R ARAFE,
51 ¥ B-actin: I i ACATCCGTAAAGACCTCTAT-
GCC, F i TACTCCTGCTTGCTGATCCAC, K &
223 bp; PLC-vyl: [ % AGTACGACAGCACCAAGC
AG, I CTCATACACCACAAAGCGCAGA, K Ji#
131 bp; PLC-42: [ TTCAACAGCATCTACGCCC
TC, F % CCTGTCATAGTACCACGGCTT, K J&F
132 bp, #47PCR N, 58 WU R H PCRAL A 7 4K
4 Qbase Plus #4737 .
2.7 %itFHE

K HI SPSS 20. 0 B AF#ATGe T b, it E A
Yo RESM M, R (7 = s) R, HEFHEHZ
ZH T o OB R R Oy 25404, ZEL TR R L A
LSD s AL I 22551, SRINZA M AEA ik
FIRRFIAG G . LA P<<0.05 NZERASITFE L.
3 #R

3.1 U73122 AhR A ik 4R

WRE R 0 wmol/L IS, 4B AN HIZ N 05 WREEH
10 pmol/L I, AN HIZEH 17%; HWeEH 20 pmol/L
IF, 200130 28%; W BE Ry 25 wmol/L I, 4
JOAD 6 28R 41% 5 WRBEEH 30 mol/L S, 4 411 ]
K 52%. $E PLC-y R S PR 71 U73122 B
I ICC TR M, ELFE U73122 He BERG N, 4 ikl 4
FHIGGE . My Bk %) 30 wmol/L I}, fEMS 1k 2 %L
P . HLHE SPSS 20. 0 B4 TH 521 o il vk B 1C,
f, BEAGEPREEJEHI N 22. 8% ~ 38. 3%, % JEF| DMF
B 40 M B 1 R S B N WS A I A KR, e
30 pmol/L Ay e fE 52 56 FH A il 70 e B
3.2 RARIG A A2h o iF R R E AT ] SR ik 45 R

T, SIEFHLK, SAMEHSERET
YA R 22 TG = E L (P>0.05); =8
T8 AN ) e B 22 [ 240 i 14 5 o3 2 S e 24
(P>0.05); S25HIMEHLE, SHEERRILG
F S 24 10 T 2H 4 L AE R W o (P<<0.01),
H. 5% ¥ B (AR AR AL 700 5 245 103 A 40 1 5 %6 1
T 10%. 15%. 20% ¥ £ (P<<0.05 5 P<<0.01) ,
TIHERE 5% Ve BE AR R I 70 B 24 10 HEA 7 e 22558

B 10% ¥ B 25 1AL K 5% e FE AR AL 7 &
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2510038 43 VR K BS54 Cajal [B] B4, 16
IR 435k 12, 24, 48 h, CCKS8 16 I 21 fits 14 5
il K2R, SIEFAHLK, 5% RARAZH U
5 Bof ) A5 20 34 59 R TR (P<<0.01), 10% 25
IR 2L 45 B 8] 55, Cajal [B) 5T 240 M 3 78 %2 2% 7 o4 it
R (P>0.05); 510%7%5 (AIMEH L, 5%
FRUAR AL 37 700 5 245 100355 2 45 BF 1 A5 200 i 348 7 % o
(P<0.01) o 5% MARIGHNZ1MTEL 24, 48 h
AF AT 3 5 R e T AN 12 h, 48 h 20 86 5 R A1
FAL 24 h (P<<0.01); 1EH 4148 h B 40 s %
FTAR412h (P<0.05); 10% 55 [ L35 41450 a]
SRS R R R RS EE L (P>0.05),
DL 85 R Bl A ORI 500 T B B 38 240 A 3
BRI T, BURALA FIXT Cajal 18] J5T 410 i (1) 34
FEAE T BEAF AR AR ), Sk T AR R AR AL
e, WO YR S8 1 B 5% AR AR L7 790 28 e A 5 g
6] 25K 24 h, VA HE TR 225256
3.3 &AM PLC-yl. PLC-y2%& & ki %7404k
A 25 R LA

Bl 1-278, 1EHHK RS Cajal ] BT 40 A K
i PLC-yl, PLC-y23Rik, fAIZH PLC-y1. PLC-y2
PHAPEZR B s b, BRI A . 25 H G 4

PLC-y1., PLC-y2 [HPER MBI L2, £ 3R,
SIEwAE, HAHPLC-yl. PLC-y2 FH6%
FEMERRAL (P<<0.01); SEIRIZ A, ARG
FIMIEL . 25 H I3 41 PLC-y1 . PLC-y2 F1)5%
FHEHY T E (P<0.058;P<<0.01); Sz
HAL R, BRI AIME L PLC-y1, PLC-y2F
B EE T (P<0.01),
3.4 Bt PLC-yl. PLC-y27%& & & i& Western
blot #im] 45 R rbds

FKam, SEFALE, BEAY PLC-y1,
PLC-y2 AR A W BRI (P<0.01); HEIAIZA
Har, ZSHEMmEL . BUR IL i 41 PLC-y1 .
PLC-y2 R R BB T E (P<0.05 3¢ P<<0.01) ;
AP Mg A e, BRI R G 41 PLC-y1 .
PLC-y2 E AR EHTHE (P<0.01). £ 440
PLC-y1. PLC-y2 8 13K LUK KT LI 3.
3.5 BHsmAPLC-yl. PLC-y2 & B & ik rhdk

K5/, SEFALE, B4 PLC-y1,
PLC-y2 FE [ FR B B F % (P<0.01); SR
s, 2 EME4 . ARG H G4 PLC-v1 .
PLC-y2 BE R A B BT & (P<0.01); 5% 1
MLV E, AR 4 PLC-y1 . PLC-y2 2
KLU Fm (P<0.01),

F 1 AR BEARARAL ) E 245 10035 T K A5 Cajal M BTAHAE 24 h /5 40 AHE 58 % LUE (%, x+s)
ikl FEAAL 5% 10% 15% 20%
IEH 6 101. 51%7. 99 101. 51+7. 99 101. 5127. 99 101. 51%7. 99
YR IIREE) 6 103. 02+0. 91 103. 83+0. 27 102. 140. 24 100. 16+1. 70
FRALT 7 &5 25 175 241 6 142. 14£2. 73" 129. 64=5. 879 123. 3326. 02V ¢ 116. 13x4. 74" ©
e oa) 5EAMEL R, P<0.01; b) 55%WEHMRALGR G MBFALLE, P<0.05; ) 55%WELRIGT &2 MEA A,
P<0.01,
F2 R[FEIWEFIEE T ARAR LG B 25 1008 T 50K BZ5 % Cajal [A] 57 200 T34 58 28 LL 3¢ (%, #x+s)
20 51 FEAEL 12h 24h 48 h
IEHH 6 99.23+2. 49 101. 50+7. 99 105. 66+2. 57°
10% 25 [ ML 4 6 100. 96+3. 80 103. 830. 27 104. 78+1.22
5% FAAR AL E5 24 135 41 6 115. 64=1. 697 » 142. 142,739 > ¥ 128. 80+1. 307 " ¥«

TE: a) SIEFHRNELE, P<0.01; b) 510%% FULEHRINE LS, P<0.01; ¢) SAH12hILE, P<0.05; d) 544 12h

BFLEES, P<<0.01; e) HA4]24 hifL#, P<<0.01,

IEHAH

T EH
1

23 LT 4 BURALA

H AN PLC-y1 el AL FH MR L (x100)
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l T’l‘*\ QY’I 13 X
= \
N LN 2
» &7 . =
4 A o Lt
{ » : @
or . ! £
4\ o K / v
IEH R

F X n
* "
. s
K .c ¢ : 0,
l ° =y
Sa ~ : «ig ‘
25 LI 2 ARAR AL

E2  HA4NHE PLCy2 S AL BHPE R TR  (x100)

R3 KM PLC-y1. PLCy2 FHIGEE R L (7+s)

2157 FEAERL PLC-y1 PLC-y2
IEH 4 3 0. 25+0. 03 0. 16+0. 01
ikl 3 0. 10+0. 01" 0. 08+0. 02"
25 M 2 3 0. 14+0. 019 0. 09+0. 01"

FUAR FLI7 57 1375 41 3 0.19+0.032 Y  0.12+0.01” "

1. PLC-y1, WElEHEFC-v1; PLC-y2, BilSHAEC-v2.
a) HSIEWALE, P<0.01; b) SHEEAHE, P<0.05;
¢) SR E, P<0.01; d) HaAIMiE4H K, P<0.01,

R4 BHAMPPLC-y1, PLC2TEHEKIASS

(B-actin, x+s)

213 FEARZL PLC-y1 PLC-y2
EH4l 3 0. 50=0. 08 0. 6620. 05
FEAZH 3 0. 16+0. 05" 0. 1820. 06
2 A MG A 3 0.27+0. 03" 0.51+0. 07"
B AL 0 1035 41 3 0.38+0.03” " 0.63+0.03” "

. PLC-yl, WilBHFC-y1; PLC—y2, WENGHEEC-vy2.
a) HIEWALE, P<0.01; b) SR LE, P<0.05;
¢) SERY T, P<0.01; d) 545 AMEHE, P<0.01,

A B C D
PLC-71 M s S
PO . e -
SN e e e—— om—
T PLC-yl, WEfREEC-y1; PLC+y2, WENREFC-v2.
A, IEF; B, BAIY; ¢, FHIMED; D,
RALGHF M
B3 #4140/ PLC-y1. PLC-y2 8RB KA

x5 KHAMMEPLCy1, PLC2 KHFIALGE R (5xs)

20 53 FEAR%L PLC-y1 PLC-y2
EHH 9 0. 98=0. 10 0.99+0. 13
HEAIZH 9 0. 3920. 04 0. 38+0. 06
25 H I 9 0. 55+0. 08" 0. 62+0. 09"

FUARFL 757 i 37 2H 9 0.80+0. 11”9 0.85+0. 12" ©

. PLC-yl, BilEESC-yl; PLC-y2, BilGHEEC-y2,
a) SIFEHAE, P<0.01; b) SHEA L, P<0.01;
¢) HEAMmEA L, P<0.01,

4 g

BARM—Tr i (G R ARk
M, KITRGEGAALR, LIAARME TS,
IR LI, BB L, SRR 2, FHER
Mo, AMBESE, BRI, RIGIT R R &4
. AWAMEBERRE) FUb “IRIE, HE, IR
B WK (ERRS - Z9WiEiR) e
“RefETIE R R, AR BRSSO AR
ARG I, EERULH 2T, HEF
SLE SR E BRAE . AR S 1, —
Yo—%b, ARt , 5 TAERTIISE B9 5L A 3R
VMt i6 125 5 A 0T VA FRb 28 IR YT RSCR IO
SRR L. IR E B, BURALREEE R B M 55 0F
ARFNGESE B IHEZS , X2 B W s 1 e A AR 4
FIITFRL . FTHASCES 7 UESE, BUR AL AR o e R
AL/ INERERREE IR, IR LS 8 I L .

ICC) &AM FIHMEN S NI, Rl
I H s s S B AR, ICCE D |
A SEE L AU | SR E TR AR AR T R
S B IZEEL Y. W IR, 1B
PEE ALK FRZE 4 20T Cajal 18] 40 MO BRI, 4
)2 WL T) 2 B i B D, 4% 5 R B R
PLC-y & ICC W NI Sl 2 —, | A T4
FRAnfe 2z, AN T, e R g A K
T REEEREA . AT iR R R ]
DL o ERR B (PLC) 1EFH T 40 M, o 45 41 4
1, PLC-+y {3 4% PLC-y1 5 PLC-~y2 P /> 7. AU,
PLC-y #0380 J5 77 HE 0 — RNV IR N 2 5 T 40
a1 e 2 N v i o = = e DR g
iR YL PLC-y BB S K B RR LBE (PIP2) 7=
AHM g (DAG) FIUEE —BEFR (1P3) RUFEMH,
TR G T s K R O ¢ (PKC) A9 AR, AT
WA ik FTOM4EE N 2 FhEE " B
I, PLC-yl, PLC-y2 A%, WIRESEICCHITH
W, BRE s, I E W sh ) R

AR PLC-y 45 5 P BELIT 551 U73122 BH K
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T PLC-y 5 S B 5 R IR ICC A= Kz B3kl d A
PLC-y {5 Zll B 7E 1ICC A K & B 7 T & — i IPE
o RBP4 R SR, 30 wmol/L 4 PLC-y 45 5%
PIHIFIUT3122 5% FUAR AL P 245 103 % K B 45
7 1CC 1101 24 h Ry fe T s it . 1EH KRS
ICCAH K PLC-yl, PLC-y2 B MEEFEIX, 5
ER A, BRI PLC-y1, PLC-y2 & FIEE A
FIREWA, WHKRE S ICC AR ZAMmE, A
5PLC-y1. PLC-y2 Fik /DA K., MSERL
B, 2 A MEAMBUR AL 4 PLC-y1 . PLC-y2
BB ERE TR, BAAR AL T 0 T
A AIMEHE T, Hik, SURILZH T e
I PLC-y1. PLCy2 ik, JiG PLC-y {5 58 %,
filh K& — R ANHIR N, R A A K, AR
ICCHAERK LR K3, Nmifeit S hizsh, AL
4 R o, BURILIA TN 1CC 4 5E 1E I T BEAF
FEWEAE A8, BT e S A= KA m) . 40 )&
W, BRI, AYERIENSERRAR, R
RRLH N i — D AR JUR B, A /N FE 250, 1
I RE e, BRI AR AL 770 1 S ARV v B B A
L. S8, ICC I T 5 7% FiE i b i =
A%, TUHE S AR B W B ) B i AR H
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Effect of Serum Containing Zhizhuwan Decoction (#1K JLi% %) on Proliferation and Colonic Interstitial

Cells Cajal and PLC-vy Signaling Pathway in Rats

XIA Xuting', WANG Ting’, LIU Fulin', TU Qinrong’, TENG Guangfei*
1. Hunan University of Chinese Medicine, Changsha, 410208; 2. Xiangyang Hospital of Traditional Chinese Medicine, Hubei

Province; 3. Xiangdong Hospital, Hunan Normal University; 4. Wangjing Hospital, Chinese Academy of Chinese Medical Sciences
ABSTRACT Objective To explore the possible mechanism of Zhizhuwan Decoction ($1A AL, ZD) for treat-
ment of slow transit constipation (STC). Methods Twenty SD male rats were randomized into ZD group and blank
group , with 10 rats in each group. The rats in the ZD group were given 5.8 g ZD by gavage at a concentration of
2 g/ml per day for seven consecutive days, while those in the blank group were fed normally. One hour after the last
administration, blood was collected from the abdominal aorta and centrifuged to prepare the medicated serum. CCKS8
method was used to assess the cell inhibition rate of U73122, a specific inhibitor of phospholipase C-y (PLC-v) , on
primary interstitial cells of Cajal (ICC) ; the concentration of medicated serum was selected from 5%, 10%, 15% and
20% by observing the effect on cell proliferation of ICC; the medication time was selected from 12 h, 24 h and 48 h
based on the results. Second or third generation of ICC were seeded into a 96-well plate, with 1x10"cells per well and
three repeated wells for each of the three groups, which were normal group, model group (normal cells plus U73122

at the selected concentration) , blank serum group (model group plus 10% blank serum) and ZD-containing serum
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group (model group plus ZD-containing serum at the selected concentration) ; the administrations lasted for the select-
ed time duration. The positive expression of PLC-y 1 and PLC-v 2 were detected by immunohistochemistry, and the
protein and gene expression of PLC-vy 1 and PLC-y 2 were detected through Western blotting and RT-PCR,, respective-
ly. Results The selected best concentration was 30 pmol/L of U73122, and was 5% of ZD; and the selected admin-
istration time was 24 h. Compared to the normal group, the model group had decreased PLC-y1, PLC-y2 average opti-
cal density, protein and gene expression (P<<0.01) ; compared to the model group, the ZD-containing serum group
and blank serum group had higher PLC-y1 and PLC-v2 average optical density, protein and gene expression (P<<
0. 05 or P<<0.01) ; compared to the blank serum group, the ZD-containing serum group had significantly increased
positive expression of PLC-y1, PLC-y2, as well as protein and gene expression (P<<0.01). Conclusion ZD may
regulate cell proliferation through activation of the PLC-7y signaling pathway of ICC, so as to promote the gastrointesti-
nal motility.
Keywords slow transit constipation; Zhizhuwan Decoction ($IARALIAH]) ; interstitial cells of Cajal; gastrointestinal
motility; cell proliferation; PLC-y 1/PLC-y 2 signaling pathway
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Effect of Jianwei Shoutai Pill (%% 7 i #.) on Lipid Peroxidation and Ferroptosis Protein Expression in
Decidua of Abortion Rats
LAI Yuling', ZHANG Yingxuan', ZENG Lihua', DENG Gaopi’, LUO Songping’, GAO Jie’
1. The First Clinical Medical College of Guangzhou University of Chinese Medicine, Guangzhou, 510545; 2. The First Affiliated
Hospital of Guangzhou University of Chinese Medicine
ABSTRACT Objective To explore the underlying mechanism of Jianwei Shoutai Pill (W% 7L, JSP) in treat-
ing abortion. Methods Forty-eight male rats were bred in cages with 48 female rats at the ratio of 1 : 1 for two
weeks; and day O of pregnancy was when the vaginal suppository was found. Forty rats with successful pregnancy
were randomized into normal group, model group, dydrogesterone group and JSP group with ten rats in each group.
From day O of pregnancy, rats in the normal group and model group were given 10 ml/(kg+d) pure water by gavage;
the JSP group was administered with 1.8 g/(kg-d) JSP by gavage, and the dydrogesterone group was given 5. 4 mg/
(kg+d) didroxyprogesterone by gavage; all the administrations were given once daily for 13 days. The abortion rat
model was established in the model group, dydrogesterone group and JSP group by gavage with 10 ml/kg mifepristone
solution at a concentration of 1.2 mg/ml on day 13 of pregnancy, and decidual tissues were collected on day 14 of
pregnancy. HE staining was used to observe the pathological changes of decidual tissue, and to detect the levels of lip-
id peroxidation-related indexes including reduced glutathione (GSH) , glutathione peroxidase (GPX) , malondialde-
hyde (MDA) ), as well as the content of total iron (Fe'"™ ). Prussian blue (Perls) staining was used to detect the
distribution of iron ion in the decidua tissue, and the immunohistochemistry and Western Blot method were used to
detect the protein distribution and relative expressions of glutathione peroxidase 4 (GPX4) , solute carrier family 7
member 11 (SLC7A11) and transferrin receptor 1 (TFR1) which could reflect ferroptosis. Results The HE staining
results indicated that the decidual tissue of the rats in the normal group was rich in blood vessels, and the decidual
cells were tightly arranged ; the decidual tissue in the model group had less blood vessels, with cytoplasmic edema and
partially missing nucleus; the dydrogesterone group and the JSP group had improved pathological results of decidual
tissue than the model group. Compared to the normal group, the model group had significantly lower GSH and GPX
levels, and GPX4 and SLC7A11 protein expression, as well as higher Fe'""™™ content, MDA level and TFR1 protein
expression in decidual tissue (P<<0.05 or P<<0.01). Compared to the model group, the JSP group significantly in-
creased the GSH, GPX levels, GPX4 and SLC7A11 protein expression, and reduced the MDA level, Fe'"™" content
and TFR1 protein expression (P<<0.05 or P<<0.01) ; the dydrogesterone group had higher GPX level and lower
Fe™™ content (P<<0.01). There were no significant differences between dydrogesterone group and JSP group in all
indexes. Conclusion JSP may reduce lipid peroxidation and excessive iron accumulation to inhibit ferroptosis in the
decidual tissue, thereby preventing abortion ultimately.
Keywords abortion; Jianwei Shoutai Pill (%74 4L) ; uterus; decidual tissue; ferroptosis; lipid perioxidation
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