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PLer RI7xF 516 ‘B VIR p38 MAPK/NF-kBp65
IS B SR E PR - 1 52 i)

E R OmER" AR AT AT2H

HE BR MR A § m R ) R R AL R & B/ 4 45 2 B F p65 (p38MAPK/
NF—KBp65) NS X ERFHHa, HiE 56 X C57BLMBJ MM N RA, MALLEIR 10 RUEABRF R4, 4

AR 56 Bk &3k B RARA 2 B G AR 09 33 R R BILEF KT 5 By AR m F
rﬁa&%éﬂw&%xwﬂ FE11 R, FMELE KRR FELD >N TFTFMEX(0.13 mg 100 g) &
SR I4(2 gM00 g) & 0.5 mLEF 7T, EAARBTRARTFET AWK, ELMNH8 AL IR,
7r\J¥]§f—; & LAY R LS A 4 e Rk K T B R S 9% P B ik (Western blot) & real-time PCR &4 B iz

22 p38MAPK .NF-kBp65 % & % TNF-a.IL-6 mMRNA £ iEK-F, SR H5EF R BB PR

émﬂara V2 B 338 % p38MAPK .NF-kBp65 %& & % TNF-a.IL-6 mMRNA # ik K -F % & (P <0.05, P <
0.01); HAEAN LA IbE, Fia B & AR ILL R 5 A b bk 4 am i PR b 4w G 4008, Y, p38 MAPK \NF-kBp65 % & %
TNF-a, IL-6 mRNA & & K-FHK4& (P <0.05, P<0.01), FtaEEk %Ik p38MAPK & & & ik 7 @4k
TRAZFA (P <0.05) %, RIHRKEZFHAATFEL(P>0.05), &ik RHAXH 5L
p38MAPK/NF-kBp65 4% 49 X it I -F a4, sf B 4F AL T 8ay B e — 2 e B4 A

KEBIE WA R BRI BERBRABRAILE O 0 EEAZ T H F p65; X AT

Effect of Kangxianling Recipe on p38MAPK/NF-«Bp65 Mediated Inflammatory Factors in 56 Ne-
phrectomized Mice WANG Ying', MA Zhi-heng'?, ZHONG Li-ping', YU Ke-na', and HE Li-qun’

1 Department of Nephrology, Shuguang Hospital, Shanghai University of Traditional Chinese Medicine,
Shanghai (201203) ; 2 Department of TCM Internal Medicine, Xinhua Hospital Chongming Branch Affilia
ted to Shanghai Jiaotong University School of Medicine, Shanghai (202150 )

ABSTRACT Objective To observe effects of Kangxianling Recipe (KXLR) on p38MAPK/NF-
kBp65 mediated inflammatory factors in chronic renal failure (CRF) model mice. Methods Totally 56
C57BL/6J male mice (18 —22 g) were recruited in this experiment. Ten were randomly selected as a
sham-operation group. The rest 46 mice were used for preparing CRF model by 5/6 nephrectomization. To-
tally 33 successfully modeled mice were divided into the model group, the rapamycin (RAP) group, and
the KXLR group according to serum creatinine (SCr) level, 11 in each group. Mice in the RAP group were
administered with rapamycin (0. 13 mg/100 g per day, 0.5 mL each time) by gastrogavage. Mice in the
KXLR group were administered with KXLR (2 g/100 g per day, 0. 5 mL each time) by gastrogavage. Equal
volume of distilled water was administered to mice in the model group and the sham-operation group.
Mice were sacrificed after 8 weeks of consecutive medication. The expression of neutrophils was ob-
served using immunohistochemical assay. Expression levels of p38 MAPK/NF-kB p65 protein and TNF-a/
IL-6 mRNA were detected by Western blot and Real-time PCR. Results Compared with the sham-opera-
tion group, the number of positive neutrophils increased, expression levels of p38MAPK/NF-kB p65 pro-
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tein and TNF-a/IL-6 mRNA were enhanced significantly in the model group (P <0.05, P <0.01). Com-
pared with the model group, the number of neutrophils was reduced, expression levels of p38 MAPK/NF-
kB p65 protein and TNF-a/IL-6 mMRNA were decreased significantly in the KXLR group and the RAP group
(P <0.05, P<0.01). RAP showed better effect in decreasing p38MAPK protein expression than KXLR
(P <0.05). There was no statistical difference in the rest indices between the KXLR group and the RAP

group (P >0.05). Conclusions

KXLR participated the regulation of p38 MAPK/NF-kB p65 mediated in-

flammation factors. It had certain improvement in renal fibrosis induced renal failure.
KEYWORDS Kangxianling Recipe; chronic renal fibrosis; p38 MAPK/NF-kBp65 ; inflammatory cyto-
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RNE FNET YRR AT 2208 P T R B 05 1) e )
FRAE W IR IR TG 1 p38 (P38MAPK )
TAA R RS SR B Ny Hp EE B P S, E R T AL S R AE
VT AT 3 AT 434 R 20 B0 T S A A P A
R E B . e R AR E T, p38 LR
AR i R A A s 2 i MAPK 8 AU
T2 Ak, T B TS S P-PMAPK . % % 5% I 1 p65
(NF-kB P65) j& i 7 JL PR % S R 72—, 72
PE HAE N AN AE T A R R R R A
LR B F W], P38MAPK £ 5 NF-kB %
124 NF 75 1kt v, P38MAPK {5 5 il 8% 5 NF-
kB 5 5 & A B m, dE W 2 5 50N E R AE W
R

B Ry 2 B Al ST AR, R E R i 25
J5 , O T B 2 24 I IR B G B B b FH 247, AR TR
L RTHIIET K B, DLt 2 )7 BB TGF-8,/P38MAPK
GO S, BRI 5/6 B UIBRAEALK FUE 4140 NF-«B
S TNF-au IL-6 mRNA K35, B i 3l 1 2455 DLz
BHLGIRET . AT 56 BRI E 5/
RS AR R RO B E IR o

M5 %

1 Y 56 Hiki&Eg%k C57BLBJ /M, A E
18 ~22 g, W PSR - LRl L s s YA PR A w48
it B4 ATES . SCXK (1) 2008 -0016., /N4>
BRFET Ll R REZ RSP L, 712 hot
HR,45 CIREE Ry FREE b, B B ROK, i £ bR v 5 i 1)
B}, 38 W RS — R S T SR

2 2 WgRIMSE159 o129 4
H12 g WHEKA15 g KRB 9 g 4L, th it
BB 2 BRI, 28 2 (v AT 245 0 0 50 | Tk e, i IR
UMK T &, 25 INKIR 24 h RIS
FRMCCK R 30 min, AR 2GR, FRAZE 253 ook [l

20 g/kgRCHUKRIR], KA ORAE I THES . TR INEE R
10 mg, FiE B A YA A AL (45 : R706203 )
AR/ NS AR (60 k) BT ol S 4T 38 R A0ME, AR
i 20 5 e 55, K Bk 45, 4 ) i B2 gM00 g,
0.13 mg/00 g, % H/MNREER 0. 5 mL FCA -

3 i KL%  TRIzol Reagent RNA il it
& (Invitrogen 2~ Al , it %5: 15596 - 206 ) ; Prime
Script RT reagent Kit ( TakaRa 72\ #, it 5.
K1622) ; S i %¢ )6 o 2 8 f & : SYBR Premix Ex
Taq(TaKaRa 2\ ], 4% *5: RRO37A ) ; p38MAPK #ii
A (EE CST A, 4% 5:4257s ) ;NF-kBp65 . IL-6 .
TNF-a $iL 1k (2 B Abcam 24 F]); B-actin $t &
(Santa Cruz 24 ) ., —#i HRP ##ic ) IgG 9 H F
TR A R B A RS A (A5 : WH1102) 5 25 3
G AL & DAB & i i 1 B A
5417R 7 m KR 25 0 AL (75 [ Eppendorf A +]) ,
ELX800 AIffEFR{Y ( 35 [H Bio-Tek 22 #]) , Mini Prote-
an Cell /NRITE B LK LUK \.CFX-96 ¢t 7 PCR
X (24 Bio-Rad 24#]) .

4 5/6 BEYUIRRG 2SI BRI E T &
Platt 3 G718 VB 28/ N R, DL 3% IR L H %
¥ 40 mg/kg ) I IR T SRR/ IN B, A MO 2 2
ZEE X TEBEZE IS 1.5 em Abfigdtia shi ) b, &
JE IO 72, JF 2 58 T A0, B B R IR I B A i
Ja L IEYIRR 2/ 3 B A2 ( EZYIBR K B 43 ) , T 7
M Bk R 38 1k 1, 22 U1) 1T TG sl s i S R0 R Ak A2
B IRJE R AE A R I LR B B bk, 7 RS DA R] 1
TR B, 58 42 i B9 40 B B A IS A5 FL, AT A
B, ARG SR G IR LR S B Bk o 2 IR TFARIL DI BR
BFHEZ) 80% 225 o

5 Ul k#75 56 H/NRBEPLIER 10 HAER
BFARL, NAEFARBAES FRY) O, 5T 5 X B RRALA
IRBEBNEFESG O . HAVNRIE L kil 4
P A 2 ] i R FH /0N BRURR A R B o, 30 o AL
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Ko BRI/ B A AR B I R AL AT
RYL, AL MUEFE A, 22 RS T E (P>
0.05) . AR E KPLLr RIrdl st H 45 TR R
(0.13 mg 100 g) KedizfF R 77 (2 gM00 g) 4 0.5 mL
HEBIRYT B AR T AR LLVE B S S 2R K S
258 .

6 FRAUEE  ALFERTAEK 6 h, LA 3% G E 24
U S JRRTESE , A ERCAE 3% VB, A R K gk, vk b
1 BRS04 4, For—3 43 B 4 408 R
L4 pl Y1 e A A TE R DN b PR A ) 2R3, T
— TR N AR T T WA T i FH g5 Bk vk
(Western blot) fil real-time PCR ¥, Il 52 "5 ik 41 21
H p38MAPK .NF-«kBp65 % [ /% TNF-a.IL-6 mRNA
ik,

7 WREHEER BRI Ty i

7.1 BHLURHERA WAE 4 um YA,
11 HE Ye o, AU R 6 7k U) i, Aok b i BE ALk 5
10 /N R BTOLEY , AT s VR4, B /N ] o4
U S% S IEAR 1)K =SV = PANCE A Q7 T AN 61151
YRR R T AT AR AT . B/ NERBEAL IR LS . R
NG 5, BREERS % 519 B AL, 3 H AR TE 1.
SKYT R BEALZEE 4 S PLEF, #ic B AR T AR 439 : 0 47,
EH; 14, <25%; 2 4y, 26% ~ 50%; 3 4%,
51% ~75%; 4 4, >76% . HEKYI A i1 2 (g =
ARG 155 BV , BOE YA

7.2 BRI R BRI R Al
ZULETE, RS BRINN . A ) R BoE 2K, 3%
H, O, K , i it B & Z hi i, B Hl J5 PBS Pi¥%,5%
BSA i H, il et b HERL A0 M (12 400) ,37 °C
&N YR 19G 5 =M E Wi SABC &
BV EIRPE DAB @, FARRE Y, /ifb, oK, &
B, B R ik DL PBS AR —diAE X iR, FH
PEYL A AR, 400 55025 g PR &G, 3 21 bl
PLIEEL 6 MRAS, B PR AS BEHLIEEEL 5 A AS 55 52 AL IEF
PEF TR IR B 40 M A4

7.3 'BH4H4 p38MAPK J% NF-kBp65 [k
M5E  RH Western blot ¥, & HHL 50 mg 54l
SUFC L ) T A4 Y S it 5 9 ( PMSF) | 2 21 24 fig
(RIPA) W E I IR S5 AE VK 1 5)9% ,12 000 xg , &
> 10 min,BCA L& kB, i BAERE, 95 CA
P£5 min, 17 SDS — RN Bk B HL UK, X R
HLE B IRAT AR R AR L, FH Y 5% il Wk i) TBS st
M, fim A — $i p38MAPK (1 : 800 ). NF-kBp65
(1:800) ,4 CHPIRGH 2 K TBS VEMEE 3 I, A
I ALY EE R — i (1:500) , iR PR FIFE
1 h G BNl ARG & UL 15 % SR Image J
D52 25 26 I AR 62 BE A, DL H 9 2 filN 2 B-ac-
tin S5 A K BE LB A3 53R 25 B 3R IA KO-

7.4 'BHZ TNF-a & IL-6 mRNA kKK
MR real-time PCR 75, A HHL 50 g ‘B 414U
A500 uL RLA ¥K F2J%,12 000 xg , # &0
5 min, B _EE R FAREEREE RNA 50 & 32 BRI
&L RNA BRI 8 G 2 RNA Sl BE J 5 &t
2 pL RNA #4738 5% 5%, ) 45 1F 65 C 5 min,
42 °C 60 min, 70 °C 5 min, & i CDNA, X
20 pL AR T PCR &3, )i %5414 95 C 30 s
i E;95 € 5 5,60 °C 30 s,40 PMEHF., KM
2 7R mRNA R X AR 5I9A 8 (L
) MR KRR PE N2 2% SCik et B L il
FAEYIEARA PR A FE 1o

8 itk R SPSS 13.0 #FuEf7 4k
AL THEGORILL x s Fow, A5 L BCR F
BRIZ 5 22530, AL W L 3k AT LDS 25 ,P < 0. 05
REFAGIEE L

& R

1 NRUER EIET- L 46 HU/N R AR AL

TN AGAETS 13 1,33 HU/NR S B 1R 57 B

W ARAIET: 2 2 BRI IET: 3 2, s R4
-2 A P RT3 R

&1 HIER K Y)75)

FEH Elk7Z)ee]l PP EE (bp)
INE _¥#:5'-CTCATTCCCGCTCGTGG-3’ 200
-

T#:3'-CGTTTGGTGGTTCGTCTCC-5’

IL-6 7 :5'-CCGGAGGAGACTTCACAG-3’ 428
T#:3'-GAGCATTGGAAGTTGGGGTA-5’

. 7 :5'-TCATGAAGTGTACGGACGTTGACATCCGTAAAG-3
B-actin 285

T#:3"-CCTAGAAGCATTTGCGGTGCACGATGGAGGA-5’
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2 HANEHA HE R (1) e
EE BT AR/ NERICA AL SR O AZ , 2R R 20
R TCHE AR /NS TS, B /N 9k, P A5
T 4if, AR VEANRIRE . BRI TR R AL et
27 RJ7 AT DB/ INER Ry kT BEEREAL , B /N K
BRAEMGIE , 2 A0 0 S B Jo b = B AR NVE 2
45 , B TR) S5 AT LR RPN IR, A 2T 4R 1L

T A BT AL B WBIRLL; C AR AL D hhist
R7HL 5 IR oo B A 1) 2 1)
1 FAEFHSURIE A A (HE, x400)

3 AU/ LS PR A Y S e AL AL B 5
BOE2) s FWE, BT AR AV GeE
AHE €0 1) v PR 2 L, 4SS 250 2] v A 48 i B 4 2 L B
B2 2 WWNEE R NP RIGI7 S, PP 4R

2 BAWEHLS PR e

PHE A

4 RSP Ok A I FH A A0 I T R A
(£2) SERFARAE, BRI A kL 20 i FH A 20
MBI (P <0.01) 3 SRCAYZH LA, R IR
B SGHUET R 5 4 VR 20 B 2 R R (P <
0.01) . HHMA%E: R SHEFRT7 241 ok 20 i FH P40 i

(DAB, x400)

HRILEL, ZERgtit @ X (P >0.05),

R2 AU/ AL R A0 BH 1
AR (xxs )

2051 n F A 40 A 4
BrFA 6 1.14 £0.99

el 6 63.93+7.95"
HINFHER 6 30.93 £4.92%
Wi Ry 6 34.86 +4.34°

T ST AR, *P <0.01; 5EA HE, “P <0.01

5 FUEHH p-p38MAPK K NF-xkBp65 4 I
R (KRB K 3)  HIRTFARH A, BAIH
p-p38MAPK NF-kBp65 2 1% ik B 7/ (P <
0.01) ; SERIH LA, FMERSHTR T A
p-p38MAPK % NF-kBp65 # ik ¥ W] i F & (P <
0.01)., FHINE R p-p38MAPK #H [ £ ik /K V-1 2.

RTFHLGRIH (P <0.05),
BFEA  BE  EWEE TR

p-p38MAPK 38 kD

NF-kBp65 65 kD

p38MAPK

B-actin

3 HU KRB p38MAPK &
NF-kBp65 & 1335 7KF Lhis

3 HA/PMREHL p-p38MAPK 2 NF-kBp65

EAEMXRIBKTF R (xxs)
25 n p-p38MAPK NF-«kBp65
BFAR 9 1.02 £0.10 0.25 +0.04
el 8 2.40+0.25" 1.18 +0.08 *
TN 9 1.13+0.132% 0.55+0.062"
WERT 8 1.27 £0.112°4 0.57 +0.052%

ESEFARMELE, *P<0.01; SHMALE,“P <0.01; 5%
M FEZ 4 e, 4P <0. 05

6 KLHEHL TNF-a & IL-6 mRNA Fik/KFIt
B(EK4) HEFARHALK HERIH TNF-o J IL-6 mR-
NA FREH] Tt R (P <0.01) s SR LA, F N as
Z 5P R 720 TNF-a..IL-6 mRNA k8] i %
(P <0.01) FHMMER S5PiLF R4l TNF-a 2 IL-6 mR-
NA FR/KV e, 2257 e H#3 L(P>0.05) ,
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F4 KA/PRBELAL TNF-o IL-6 mRNA
MR FRKE L (x s )

4151 n TNF-a IL-6
BFAR 9 1.47 +0.24 0.44 +0.06
TR 8 3.22+0.35" 0.92+0.08"
MR 9 2.04 £0.12% 0.63 £0.06°%
Wit Ry 8 2.18 +0.22° 0.67 +0.04%

W SR TARA LA, P <0.01; SHHIZH L, 2P <0. 01

Wit

HEE2ETC B AL —in), AT IH)E T 56487 “ i)
B AU o TP BRI AS I L R i S, A A
BELIL K , 3ok 75 P45 3o BT B, 30 s ML Y 7 1%
LIS AR, {EMANE " S F . reF RS
B 1R O S 1 R = 37 11 R
L5 AR FRPESTE B L 5 VP BRI | 3 S G o
Y425 LATE M AR5 h 3 o

1E1% 1 5 95 ( chronic kidney disease,CKD)
() & S A rp  F T B, ' 2 4B SRE I S LA
(R /INER B AL 5 ] S £F 2 b 2 2 30 CKD ik B4
AW E M EE N E . HHRAE 322380 R R 240
FELAE B /INBROFITEF [ S5 P A4 3210 3% 6 A B R D6 A 53
FRAIOE , Horh p38MAPK {5 53 i 16 845 CKD &
LGN SN PR B AR 1 AR R [ Y A
WFFE A o

P38MAPK {553l % 1E 4 MAPK 0% 11 32 2L i
UGB XA NG 5 AR 8 2 5 R SR R 2 0
WO E A RN . p38 MAPK Sl i JE R AL 1k g W R
RS AALHE T I R BE IR AL, , Pesl S5 51538,
K % W2 fb p38 [ ke Bk I B OE By S Tk K
P38MAPK 1] L iy 21 it 7 i) 22 b O 84 AN 48 12k B i
JE AMATE AR R TG PEETE RS S R
AR AL T WS, W% AL )E 9 p38MAPK HJi p-p38
AT ATE AN AHRAZ DY, P45 2 PG SR, An e S s
7 (ATF) -2, NF-«kB SE£E AW, 55
LR B E T, p38MAPK M Al LI HIIL-6 |
IL-10 . TNF-a . TGF-B1 K B IR ZR S 2 M an g N+ A
KB4, #2785 p38MAPK &5 45 Al 777 4k
H g EE AR

NF-kB J&—Fl |32 £7 46 T4 N 2 i 240 1t 7y A
T LR ERAS I, NF-xB 3l 3 5 HAMHI 9 IrB 4%
B 2R, UG 2 A 8 A e T A 2%
2457 B AME 5 R BT IrB R A MM 1 NF-xB
50rB KA e, s AN 5 0 B 40 i, S5 R

RFEPR 11 kB A a5 & A e S 1 5 A, 0 T R 4 A0
PR 7 Atk R T BB T S S I R g gk T
CA AR, Ang [T REHINECE /N B R 40 M 22 5505
1k NF-kB , 51 % BA% g 41 i 7 0] S5 (3= 00, 5 30
INE SR R T 4EAL N . NF-«B 935 46 1] {2 3
HELZ A F TNF-a K35, TNF-o & 5 550E [
MR 0T, 76 B 42U AE I 1, TNF-o 15y 4 i
R R 2 oty 22—, AT 5 | ke 22 8 M 40 i R 7 IL-1
IL-6 ZEHY B, T30 CRF FEH AT I B 20
TNF 5 F 71T TRAF6 J& TNF Z{ARHH % F K ik
HnfE—nl DL E S NF-«B 52 1R 3% 3% I P60
{5545+, 76 Toll FEZ KA S5 55 B 2 HIG
NF-kB , TRAF6 &% NF-«B il i #11 MAPK {5538
P& RE X, TRl NF-xB {E AL BE SIS T U7 IL-6 mR-
NA 7K, A T3 I AV N 9 IL-6 K220 1l
JURPAFE R 1Rl R FA AR, 5k T X
B LA ROIE Y . A FTEEE R IA R NF-«B 75 1k
TE S AE SN B A2 2% 9 40 A PR -1 ) 45 AT g 2 P 38
7o I A AT > 2 R R A TR A R —
(20 R FAE PR BOR B

AR 52 2 W, B4 N B p-p38MAPK | NF-
kBp65 171k M TNF-a IL-6 F&[H A /K F3 R F
AR BT, R 5/6 BYIRR)G , p38MAPK {55-1%
S BTG, JRE S B S 3R, U ER R A
HET WG p-p38MAPK \NF-kBp65 % 1 % TNF-a.
IL-6 JE[H FRA K8 T, JieF R 5 MEMEZR L
B, PR EE R AL p-p38MAPK 2K H & 1A T7 i
FHEF RO, WML RIEAR L3, Z R G B
ORI A e A BUIE R . PLER RO AU
5/6 B YI% K B p38MAPK/NF-kBp65 1511 48 4iF A
T W PE A, AT kB BRUOE 4L
P38 MAPK/NF-kBp65 413 1 4 AE P F- A — & 1Y 11
HIVER . RIISEEe 45 AR R PLEF R 5 & VA & H 5L
AP, GRS B 5 TR AR A & AU VR T, ik
BEEHEI , BU AT R 7 v] ReE AL AN R A VR FHAIL] , & #E
HILF AL R, X o 4 5 REGAEBR Smad2/3 JEH ,
FHIWr TGF-B/Smad iffi #%, M. PIBK-AKT-mTOR 55
o PRIR ARSI R 280 s B B NELT 4 A de it —
LI Al

Z % X #t
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