WHEREF 2022 F 12 A % 34 %% 1248  Med ] West China, December 2022, Vol. 34,No. 12 o 1747 -

.i@%.

EBEzmES I RREINESHNEXNEZEES
N 45 B7 & B2 4 B 2K i $53 155 4R BY B9 22 )

MME Bk B e4E KRFRXE FHEMKR
#8245 2 WU 1 e D 1| B 610072)

[(HE] B® iﬁﬁiﬂu%{{ﬂiﬂ%’—ﬁ"’n&,ﬂz@k REMO S hFEsTAEm ERm XA TR KTz H
BT EIARA R Fw, Fik 40 RSPFASD RKAMM s ATOA KANETHEDHA PHEPHEDHL. &
MEFHEHM,FH10 R, TOARTED K. F S ETAH 1:2:45 5 F 0.4.0.8.1.6 mL T HE W, HREG
30min, FRFH2 R FRESFRREH I hEHEIFRBR L. ECBERELELF, AEFEMEL @R
(NCM460) A wam HAM KA TP EHLFA FHEFHEDLAIA SHNEBFPHEH L FL ;BT aU,
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Effect of drug-containing serum of Jianpi Yishen Xiezhuo decoction on

LPS-induced inflammatory injury of human colonic epithelial cells
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[Abstract] Objective To observe the intervention effect of drug-containing serum of Jianpi Yishen Xiezhuo decoc-
tion on human colonic epithelial cell inflammation model, and explore the effect of Jianpi Yishen Xiezhuo decoction on
intestinal mechanical barrier. Methods 40 SPF SD rats were randomly divided into blank group (n=10), low dose TCM
herb enema group (7n=10), middle dose traditional Chinese medicine enema group (n=10) and high dose traditional
Chinese medicine enema group (n=10). The blank group was not given enema, and the low, middle and high dose
groups were given 0. 4mL, 0. 8mL and 1. 6mL traditional Chinese medicine enema at 1:2:4 for 30 minutes each time,
twice in the morning and evening every day for 5 days. One hour after the last enema, blood was taken from the abdomi-
nal aorta, and the upper serum was collected after centrifugation. Human normal colonic epithelial cells (NCM460) were
divided into blank group, model group, low-dose TCM herb enema serum group, medium-dose TCM herb enema serum
group and high-dose TCM herb enema serum group. Except for the blank group, the other groups were added with 100

pg/mL to induce cell inflammatory injury. The TCM herb enema serum group replaced the cell culture medium with 10%
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drug-containing serum, and the model group was added with the rat serum of the blank group. After incubation for 24

hours, the supernatant of cells were detected for Claudin-1, Occludin, ZO-1, OD, 1L-6, TNF- o. Results Compared

with blank serum intervention, TCM herb enema drug-containing serum could enhance the OD value of inflammatory

injured cells, but there was no difference among different doses, compared with blank serum intervention, TCM herb

enema drug-containing serum could reduce the levels of IL.-6 and TNF- « in the supernatant of inflammatory injured cells,

and the effect of high dose was more significant. Compared with the blank serum intervention, the drug-containing serum

of TCM herb enema can increase the relative expression of Claudin-1, Occludin and ZO-1 of inflammatory injury cells,

and the effect of high dose is more significant. Conclusion The drug-containing serum of Jianpi Yishen Xiezhuo decoction

can enhance the activity of intestinal epithelial cells and increase the expression of tight junction-related proteins between

intestinal epithelial cells, which may help to protect the intestinal mechanical barrier function and reduce local inflammation.

[Key words] CKD; TCM herb enema; Gut-Kidney axis; Intestinal mechanical barrier; Inflammatory state

18 4 5 B 95 ( Chronic Kidney Disease, CKD) && —
Pl i 22 IR PR B, R A i G (e . ARk L 1S
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CLO172, FWEAY)) , SPF 2% SD K B, & i & (200 +
26)g. 96 FL 40 M 55 37 M (07-6096, 111 & Biologix) . 6
LR M K5 3% B (07-6006, 111 %5 Biologix), B O 4
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&6 iR F) & (KF001, 71. #» Affinity Biosciences),
Immobilon-PSQ PVDF Ji& (ISEQ00010, 2 [E Sigma-
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K (i ediik , AF5145, T. 75 Affinity Biosciences) s
Claudinl #T & (4 58 B 50 £ . AF0127, Y135 Affinity
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100pL/fLEERN T 96 L # b (i1 & L JH B 1 PBS 451
F8).37°C 50 CO, I FR . Frd B BE )R . i B =

FI4H (BG) (B AL 41 (MG | A% 77 5 o 24 ¥ iy it % 41
(LDEG) . 71 5 H 25 3 i 1. 7% 41 (MDEG) . 1 71 &=
GHER MG 4 (HDEG) , A EE 4 AR, fF4Y
YR 24 h G B ALINA 10 uI. CCK-8 i3], 37°C 5%
COfEIRARZEHE 5 2 h, (FFHEEFR AL AE 450 nm S K AL
W5 2% LA W 6 BE COD fED . il % = (1 — SC 5 40
OD/Zs 941 OD) X100%

1.3.6 ELISA & 40 il b3 1L-6 . TNF-o /K %
Fr A R A 2 S . A X BRELAS R S S
a5 A B LR AR S AL I ACEE G 1 BR T A 50
p L SRS A BAR 1 S AL Yl 100 pL. 50 FE A AL
INAKEAS 50 pL, 4R 5 B o S Ak P 1 100 pL, 55 b3
B, 37°CIRE 60 min, LI TEAR I, # E 1 min
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WA S0 pL, I AJEYIE B 50 pL, BREZRR GRS,
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1B A 15 min N, 450 nm 3 K AT DU 4 25 £L 1Y
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VBRI R L 22 52 5 LPS w455 . 40 B0 i % 3 5 5
25 AL IE T FUAR L o 8 70 2t v 24 08 i 1 5 24 1007 T R
AR A AE 53 475 240 JL 1) 1+ 3, I 70 o 5 v R R B ok R B
BN, LR 1,

R1 FESAMKE OD HIHIE(x L5)

Table 1 Determination of OD value of cells in different groups

451 4 OD fi R <102
BG 1.0535+0. 0393 0. 00£0. 00
MG 0.8408+0. 03640 20.070545. 3624
LDEG 0.9295+0. 05419 11.5748+7. 9321
MDEG 0.9519+0. 08322 9.3282+11. 6061
HDEG 0.9719+0. 04302 7.7033+3. 74572

W5 BG M, OP<0.05;5 MG It . @P<0. 05

2.2 FAYH g 1L-6 . TNF-o lhE £ LPS i
J s A E 3 TL-6 7K T s 5 25 i T W0M L, o
208 i 1) 245 10T RT EAIR AR A 5 405 4 M i B TL-6
KA HL v 7 1 R R A R o 5 v R O
. % LPS &M M 13 TNF-o KETHm 528
F I 5 TR B v 25 T i 4 5 24 10 T T R IR R IE B
i B Y b3 TNE-o K, HL s 70 o 19 7 RUR 31K
FEE N EE, Wk 2,

K2 FTEDAMI IL-6, TNF-o bk % (x £5,pg/mL)

Table 2 Determination of 1L-6 in cells of different groups

bail 1L-6 TNF-«

BG 24.0433+0. 8922 30.157341.4379
MG 33.4563+0. 22459 39.5474+1. 16570
LDEG 32.1363+0. 85569 37.7507+1.19559
MDEG 30.6767+0. 64152 35.132+1.973%
HDEG 28. 83340, 84820® 33.2357+1. 283929

W5 BG H L, QP<0.01;5 MG M It .@P<0.05; 5 LDEG fH.®
P<<0.05; 5 MDEG #f It ,@P<0. 05

2.3 K AHYNM Claudin-1, Occludin, ZO-1 #H X} & i5
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R 52 P T IO L, 24 P 0 24 T AT
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XF# Ik 2 R 5 MG M e, LDEG . MDEG ., HDEG
() Occludin #f %t 3 ik &2 F+i ; LDEG 5 HDEG [a] (1)
Occludin A X R 5 L 2 F A 41 L LDEG 5
MDEG.MDEG 5 HDEG Z [&] ) Occludin # %} % ik
I ERLG I E L, 45REW .4 LPS RS,
ML Occludin A XF & 35 5 & B 5 25 1 I T 1A
LU 24 T 0 S 24 O W T BG4 RE 5 05 4l T
Occludintf % 22 15 & . H & 7 8 7 7E 8O B AR F &
WO, 4 LPS #AE. 41 i ZO-1 X Rk & T
W s 525 (I T A B, v 25 3 B 0 & 24 i 3 T 1

TN A& AE 50 A B 1) ZO-1 AR X 3 3k i, HL g 50 & 9 4R
RO BRI EE N B . WK 1~3,5K 3,
BG MG LDEG MDEG HDEG

Claudin-1 S —— 2 kD2

B-actin T S S S s 12 D2

Bl 1 FE4HEMM Claudin-1 ik ik E

Figure 1  Electrophoresis of Claudin-1 expression in different groups

of cells
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Figure 2 Electrophoresis of Occludin expression in different groups

of cells
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Figure 3 Electrophoresis of ZO-1 expression in different groups of cells

%3 AESEME Claudin-1,0ccludin, ZO-1 3 FKE BB (x £5)

Table 3 Relative expression of Claudin-1 in cells of different groups

2415 Claudin-1 Occludin 7Z0-1
BG 1. 0009+0. 0510 1. 000740, 0444 0.999740. 0244
MG 0. 572940, 0395D 0.5836+0. 02349 0. 552040, 0638®

LDEG  0.652340.0144%® 0.66594+0. 0096? 0.642740.0479
MDEG  0.7392+0. 026199  0,7687+0.03119 0. 732040. 0298%
HDEG  0.8476+0.011299® 0, 8850+0, 047829 0. 8888+0.0709%9®

{E: 5 BG ML .OP<0.05; 5 MG Al 1L . @ P<0. 05; 5 LDEG #1t.®
P<0.05; 5 MDEG #f Lt , @ P<0. 05

3 itig

ARSI IG 3 T - B B S  DL (R 25 Tk v K
SRV Ji 1) 5 245 103 R 1 BT B, W SR NG B I B A i
i 1 5 I AH G B8 1 AR E R A B 2 AL R T
Xof fizp T8 AL AW B LA R S 3 A RE IR AS (9 2 e . I 9T 45
SR o A 45 B D03 O E B B 24 I AT RGN R
45 5 NCM460 41 fig i OD fE. 3% i Claudin-1,
Occludin & ZO-1 #H X} 2 35 &t . fE A% 1L-6, TNF-o 7K
L B R ARG O

FE I T8 LB % B D) AE IE H A5 G0 R L LPS Jo ik ik
A MG FR T CKD A8 25 1 38 F 08 3% M3 & . LPS
AT B 57 32F A I VA A o 0 3R 4R S 4 L DR - R
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FHEGHRERE, ZHHIIEE T CKD B4/
S AL AR I 8 AL B D RE 2 407 . FEAR SRR
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S A X NCM460 4i i i 17 LPS B, ALl CKD
BE LA R EAR S . 45 R B oR, 24 LPS 4b B
Ji o 20 B A T 23 T v A S R T R B A0 A A
[, LPS B8 1% 5 40 B 7 A= R PE R, 3 304l M b3
IL-6 .\ TNF-o 7K V- A [ B B T+ . 5 CKD B 1l

BARPZER )M AT CKD Gy 4,
AT OC T % 3 4) B 38 ML AR BE B ) 68 52 i) 1) F 9%
Ji 38 LA 5 B85, P B b Mg 0 0 0 ity 3 42 A A A 4 R
A U8 3 R0 L) A RS, v B 3 B TR
R AR By AN B A A
TG < Al B 55 A 1 L A 4 X % 3% 4 8 11 (Claudin) Al
148 & 11 (Occludin) 28 0% 5 W 8 /N 47 & 11 (Zonula
Occluden, ZO) 1 ;s ILah 8 (I MULBR &R 1 iS22
TG 2R W], N B 4 Ak L BR Occludin, 23 FEAIRE
WHEENRENE, BRI Z M. Claudin
EA R R N DI T ) I R N S A L
NCM460 20 i 2 it LPS 4b 35 . H %% 7 A0 G 45 1
B3R, W Claudin-1, Occludin Fl ZO-1 (9 FEEFHTF
W R s b B2 AR Be B D) Re 2 . M s ) S g
K, CKD KR4S i F Il i - e B8 3 43 1) SR R B
43 (Claudin-1,Occludin) i 2 i A0, A 5256 2% F
()4 AL A5 I R F TR AR A2 e A 2R S
(30g) K #E (30g) MR AL G (30g) \ Tl A TE(20) &
(20g) JFif ¥ (10g) . S5 45 R Wow . 1% 07 #E W & 24 1.
T AT LY B S 35 48 = W b B 40 3 4 L i/ 116
TNF-o & &, 81 Claudin-1, Occludin #1 ZO-1 [y 3
ik FRWIME A 55 Bk 7 K B I 0 B 2 i v T DA
W5 i b Bz 20 MR M L3S R b Rz 20 i TE) K o B A
KR MR IR, AT RRA BY T OR 4 i 38 HL AR B BE ) BE
PN 5% J ¥ 8 i AR AS . A I 3 R B 25 K o
F » el RE S R Hb 24 9E W BE i 3 K B B 3 AL B 5 I )
AE » 1T P 1 DA O R 0 ) 4 B SE SN L IR AT
HEARE, PP EENCRI R 255 ) (B EE 20 g K 30
g WG 30 g il A TE 30 @) X CKD K BB RIBE I . o
& SHL AT Yk ek VA R DR A7 o 2 R R B D) BE . MR O TE
HLAR 7 W% 21 E 1T A8 %50 BEL LE i 1 PN 1 3 2248 55 49 J5»
A 2 AR 3 R R X A E AN 4 B IR
PE A, # e ] 98 4 B AR IR A L Wb P R PE #
R E B G2 IR B BE R TR B I R AE AR SE 22
CKD Fpak it e, — 3 & X IgA B 9 (1 I PR A 5% %
B Ze 0k A AR Bl DT B 8 O T G S R 0 B D ER

U A, T BE R U] W OR T 0 G O R OE R
BEN,

4 2 i W R G 1 B 3 RO
WAC AL & AT 245 98 W Wi 5 2 Y ) A BRI Ik 2 4 D AR
Ko ALY KL, 5 AR LA LY, R 7 A b 20 s ]
1522 Wi g bn vh ¥ H AT Ge it 22 22 5, JF B AE 11-6 . Clau-
din-1 7R T 25 W00 S-0W K & . S 7E
2 i 1) Wik R N FH 24 b T v 25 Mk L O TR R
Tt 52 2 5 PR 4G I 24 38 70 s DASR e KT R, A F 5%
T gy 52 i R L 250 o B A AT AR M DL
FE H bR I 25 e BE DRI TG 9 1 AT ORS Y il 24 vk R
B AL LU A R 1 2 A S IR T L v ) A 2L B
PLIF R AE 42 8 S5 30 48 An rhoUL S B 50 RN C &R . D)
Hh AR T AW TR R 2 8 R R 20 ik
2 22 4 5% M UORAIE 25 W) 45 300HE o 2 3 o — 5
B LG H al REDR A

ZRTFmf A & %, AW AL T Western
blot A6 7 18 5% %% % H2 OC B 4R 11 9 R 3k, R Al Y 92 i
Pt PCR E— 2 00F . 53 4h A58 A 41 i 5
B, ARG AR 25 0 i BE 68— i R B B2 1E
AR A s R (SR SR N ) i N IS B 7B = B v A
¥ 38 5 5 ) 8 AH 52 HY T 1 3 R R 20 [m) B i 28 K 43
HVE W) T 3z i o ) Bof B2 31 08 47 e B 1 VR S PR ot
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