2020 4 61 7 Journal of Traditional Chinese Medicine 2020 Vol. 61 No.7 * 619 -

DOI: 10. 13288/j. 112166 /r. 2020. 07. 015

1. kB p65
1 2 2 3 2
1. 641 312000; 2. ;3.
o 50 SD 7. 14
N ~ ~ N 9 5 o
o 2 mm, 0.2ml,
, , o 7 14,
, Western Blot 1 (VCAMA) . kB
p65 (NF«B p65) . kB p65 ( pNF+«B p65) , PCR VCAM- mRNA
o 14 ) ;
o 7, y VCAMA s NF—«B
p65+ pNF-«B p65 VCAM4 mRNA (P<0.05 P <0.01); R
VCAMA mRNA (P<0.01) . 4 ,
VCAMA . NF-«B p65. pNF«B p65 VCAM- mRNA (P<0.05 P <0.01) ,
, VCAM- . NF-«B p65 VCAM- mRNA (P <0.05 P <
0.01) . , VCAMA . NF«B p65. pNF-«B
p65  VCAM- mRNA o
; ; ; 1; kB p65
1 6-8
2 9-10 11-12
0.17% ° . 1 (VCAMA).
kB p65 (NF-«B p65)
5
2.5% o
VCAMA .
- ( KY NF—«B p65
2016 188 ); ( LH 2016 7509

);
* 2drhosi@ sina. com 17785000475



* 620 ° 2020 4 61 Journal of Traditional Chinese Medicine 2020 Vol.61 No.7
| (TritonX-00 1 A600198-0500)
L1 ; 3% (H,0,
' 1 H44023919) ;
50 SD (325 +
DAB ( : ZL19049)
50) ¢ ( ) .
; : ( : QM-TR-031)
= SCXK () 2012-0001 L3 ’
: SYXK () 2018-0001. ’
25y 015)0 PCR ( : STEP ONE
+ *
( ) ( ; )% PLUS) ABI ; ( : Power pac
s basic) BioRad : (
: TANON 4200) ; (
Milli-Q Direct) MILLIPORE ;
150 g- 150 g+ ) )
( : RM2235). ( : HII1210).
150 g+ 150 g+ 150 g+ 150 g ( - HX2867) Leica -
2L (  :580) :
00 ( : GSH5R) Beckman ;
Ih ( : CK+40) Olympus
200 g 1.4
° 50 7. 14 .
( : D00543).
- (SP) 5
( : 10032) . ( : DO19- .
13) , 1.4.1 18 h
( : Z119555) .
; NF«B p65 ( : A002843) . . . .
(eNOS 1 A01604) 13
; kB pP65 (pNF- 150 mg/kg. 72h
kB P65) ( : AB86299) Abcam < 8.9 mmol /L
; PCR ( 1 A25742) >16. 7 mmol /L
Thermo ; ( 1 18883664 ) >33. 3 mmol /L.
; R ( ( R)
J20160026) ( ) ; 33. 3 mmol /L .
( > SJHI1190) 0. 1 mmol /L
; ( 14
20163609) ; ( 1.4.2
: B106631) ; 1 .
( . .
: S10980077) ; 120 mg/kg B
( 1 H11020456)
10% ( : 3cm o
H43020198 ) ; Trizol
( : R0016)
- SY1020 ) 0

; Sybr green 1 (



2020 4 61 7 Journal of Traditional Chinese Medicine 2020 Vol. 61 No.7 * 621 -

1.5
2 mm
0.2ml
4
3
5 N N
4000 U/ o
1.6
7. 14 N
120 mg/kg
10%
; -70°C
Western Blot PCR o
1.6.1
0. 5% Triton X400 20 min
(PBS ) 3 3 min.
25C 3% H,0, 15 min PBS
3 3 min. 25C
60 min :
4<C o PBS 3
5 min. 37°C 30 min. PBS
3 S5min. DAB 1~
10 min 5 min
75% « 85%  95% -
100% 3 mino 2 3 min.
1.6.2  Western Blot VCAMA .
NF—«B p65. p-NF«B p65
o 100 mg 1 ml
RIPA o 20
1.5ml 12000r/min 4 C 5 min

10 cm

1.6.3 PCR VCAMA
mRNA Tr-
izol RNA RNA

20wl 2 x RT buffer
10wl. 6 N 1wl RT-mix 1 pl RNA
Sl DEPC 3pul 1 25C

10min 42°C 50min 85 °C 5 min cDNA
Sybr green [

PCR 50 wl
94°C 4min 94°C 20s 60°C 30s 72°C 30s
35 72 °C o
o : VCAMAH:

: 5"-GAACCCAAACAAAGGCAGAG-3~
5-GAAAACCATCACTTGAGCAGG3-

136 bp; B-actin: 5°-CCCATCTAT-
GAGGGTTACGC3~ 5 TTTAATGTCACG-
CACGATTTC3~ : 150bp. B-actin

2 - AACT .
1.7
SPSS 22.0 o
+ (x %5)
P <0.05
2
2.1
1 7 14
2.2 VCAMA . NF«B p65. p-
NF—«B p65
1. 2 7
NF«B p65
VCAM- . NF«B p65. p-NF+«B p65
(P<0.05 P<0.01),
NF«B p65. pNF«B p65
VCAMA (P<0.05 P«
0.01), 14
VCAMAH pNF«B

p65 VCAM-1 . NF «Bp65 « p-NF «B p65



622 2020 4 61 7  Journal of Traditional Chinese Medicine 2020 Vol.61 No.7

AIEATER LA (Td) MRS 4 (7d) NEFH (7d) HEEH )
BIET TR (14d) MR A4 (14d) A (144) HEEH 144d)
1 7. 14 ( x400)
1 VCAM- . NF«B p65. p-NF«B p65 (pg/ml x +5)
VCAMA NF—«B p65 p-NF«B p65
7 5 0.5469 = 0. 1653 0.5413 0. 0855 0. 6470 +0. 1065
14 5 1. 1321 £0. 0914* 0. 5451 £0. 0817 0. 6092 0. 1566
7 5 0. 6462 £0. 1734 0. 6773 £0. 1220 * * 0.7394 +0. 0774
14 5 1. 3652 £0. 0723 * *#* 0. 6161 £0. 0788 0. 6494 0. 2299
7 5 0. 4884 +0. 1786 0.4570 +0. 079822 0.5401 0. 15162
14 5 0.9888 £0. 1159 44# 0.4930 +0. 12252 0.3408 £0. 0784 * * 22
7 5 0.3168 £0.0817 24 0.3654 £0. 0596 * * 44 0.4310 £0. 1304 * 24
14 5 0.4748 +0. 1606 * * A2 AA 0.3651 +0. 0667 * * A4 4 0.3650 £0.0702* * 44
1 VCAMA 1; NF«B p65 kB p65; kB p65 p-NF«B p65;
* P<0.05 * %xP<0.01; AP<0.05 AAP<0.01; AP<0.05 AAP<0.01;
7 #P <0.05 ##P <0.01
IR BFBl14R NF—«B p65 (P<0.05 P <0.01).
7 14 N
VCAM-1 100kD
* . VCAMA (P <0.01)
NF-x B p65 ooty NF«B p65. p-NF«B p65
(P>0.05).
p-NF-x B p65 60kDa 2.3 VCAM- mRNA
B-actin 42kDa 2 7
VCAM4 mRNA
kB p65; p-NF«B p65 kB p65 VCAMH
2 7. 14 VCAMH mRNA (P<0.01);
NF-«B p65. p-NF-«B p65 VCAM- mRNA
(P<0.05 P<0.01); (P<0.01). 14
VCAMA . NF«B VCAM- mRNA
p65. pNF«B p65 (P<0.05 P< VCAM- mRNA (P<
0.01); VCAMA . 0.05 P<0.01);

(C)1994-2021 China Academic Journal Electronic Publishing House. All rights reserved. http://www.cnki.net



2020 4 61 7 Journal of Traditional Chinese Medicine 2020 Vol.61 No.7 * 623 ¢
VCAM-A mRNA (P < » p-NF«B p65
0.01); VCAM- mRNA o p65
(P <0.01), 7
14 VCAM-4d mRNA
(P<0.01). * . VCAMA
2 VCAM- mRNA
(27AA(LT ;C 15‘)
S VCAMA
7 14
5 0.0298 £0.0019 0. 0502 +0. 0029% 2
5 0.0494 £0.0027**  0.0854 +0.0044 % ** °
5 0.0270 £0.0025% 0. 0442 £0. 0041 * 2%
5 0.0136 £0.0011* *24 (0.0214 +0. 0021 * * & A# . . .
1 VCAMA 1; ) .
* P<0.05 % %xP<0.01;
AP <0.01; AP<0.01; 7 '
#P <0.01 °
27 -28
3
“ 7 VCAMH . NF«B p65
o VCAMAH .
N NF«B p65 o
” o VCAMH . NF«B p65. pNF«B p65
o VCAMA .
R NF—«B p65
=20 14  VCAMA 7
; NF—«B p65
: ; VCAMA o
VCAMH /NF+«B
kB (NF«B) o
. o VCAMA /
NF«B . NF+«B
21
NF—«B NF—«B °
NF+«B
VCAM4 %

o NF«B p50

p65 p6S  NF—«B N

1 CLINTON A CARTER T. Chronic wound biofilms: path—
ogenesis and potential therapies J . Lab Med 2015 46
(4): 277284.



* 624 - 2020 4 61

7

Journal of Traditional Chinese Medicine 2020 Vol.61 No.7

2 ZHANG L WENG C ZHAO Z

shock wave therapy for chronic wounds: a systematic review

et al. Extracorporeal

and meta-analysis of randomized controlled trials J
Wound Repair Regen 2017 25(4): 697-706.
3 . D .
: 2011.

4 JIANGY HUANGS FUX et al. Epidemiology of chro—
nic cutaneous wounds in China J . Wound Repair Regen
2011 19(2): 181488.

5 SINGER AJ TASSIOPOULOS A KIRSNER RS. Evalua-
tion and management of lower-extremity ulcers J . N Engl
J Med 2017 377(16) :15594567.

6 YANG SL ZHU LY HAN R

pressure wound therapy on cellular fibronectin and transfor—

et al. Effect of negative

ming growth factor-betal expression in diabetic foot wounds
J . Foot Ankle Int 2017 38(8) : 893-900.

7 DWIVEDI MK SRIVASTAVA RN BHAGAT AK et al.
Pressure ulcer management in paraplegic patients with a no—
vel negative pressure device: a randomised controlled trial

J . J Wound Care 2016 25(4): 199207.

8 GAROUFALIS M NAGESH D SANCHEZ PJ et al. Use

of dehydrated human amnion/chorion membrane allografis

in more than 100 patients with six major types of refractory
nonhealing wounds J . J Am Podiatr Med Assoc 2018
108(2) : 84-89.

2015 21(4): 179481.
10 . “ 7
J. 2014 10(3): 107-
108.
11 SCHLESINGER M BENDAS G. Vascular cell adhesion
moleculed (VCAMH) :an increasing insight into its role
in tumorigenicity and metastasis J . Int J Cancer 2015
136(11) 1 25042514.
12 ZHANG J YAN ]. Protective effect of ginkgolic acid in
attenuating LDL induced inflammation human peripheral

blood mononuclear cells via altering the NF+«B signaling

pathway J . Front Pharmacol 2019 8 (10): 1241-
1252.
13 .2
J. 2017 33(5) :624-628.
14 . STZ
I 2010 27(1): 6972.

15 .
J. 2007 17(6):
348-350.

16
I . \ N 2008 9
(1): 64.
17 SORG H TILKORN DJ HAGER S et al. Skin wound

healing: an update on the current knowledge and concepts

J . Eur Surg Res 2017 58(1/2): 81-94.

18
J .

2018 29(6) : 1382-4384.

19
] 2016 31(12): 5087-5089.
20 L« ”
J. 2017 32(11):

4812-4814.

21 CHRISTIAN F SMITH EL  CARMODY RJ. The regula-

tion of NF«B subunits by phosphorylation J . Cells
2016 5(1). pii: E12. doiz 10.3390/cells5010012.

22 SOKOLOVA O NAUMANN M. NF-«B signaling in gas—
tric cancer J . Toxins (Basel) 2017 9 (4). pii:
EI119. doi: 10.3390/toxins9040119.

23 KANG R CHEN R XIE M et al. The receptor for ad—
vanced glycation end products activates the AIM2 inflam—
masome in acute pancreatitis J . Immunol 2016 196
(10) :4331-4337.

24 MILANOVIC M KRACHT M SCHMITZ ML. The
cytokine-induced conformational switch of nuclear factor
kappa b p65 is mediated by p65 phosphorylation J .
Biochem J 2014 457(3): 401413.

25 LIU YS LIN HY LAI SW et al. MiR-481b modulates
EGFR-dependent VCAMH expression and monocyte adhe—
sion in glioblastoma J . Oncogene 2017 36 (35):
5006-5022.

26 KONG DH KIM YK KIM MR et al. Emerging roles of
vascular cell adhesion moleculed (VCAM-) in immuno—
logical disorders and cancer J . Int J Mol Sei 2018 19
(4): 10574073.

27 KOENEN P SPANHOLTZ TA MAEGELE M

Acute and chronic wound fluids inversely influence adi-

et al.

pose-derived stem cell function: molecular insights into

impaired wound healing J . Int Wound J 2015 12
(1) : 1046.

28 BOLLA SR MOHAMMED AL-SUBAIE A YOUSUF
AL-JINDAN R. In vitro wound healing potency of metha—
nolic leaf extract of Aristolochia saccata is possibly media—

ted by its stimulatory effect on collagen- expression J .

Heliyon 2019 5(5) :e01648.



2020 4 61 7 Journal of Traditional Chinese Medicine 2020 Vol. 61 No.7 YA

Effects of Shixiang Paste ( ) on Expressions of Vascular Cell Adhesion Moleculed and Nuclear Factor-«xB
p65 in Wound Tissue of Diabetic with Chronic Refractory Wounds Model Rats

LING Yiming' FEI Ji* ZHANG Kaiwei* ZHOU Yifu’ SHEN Fengjun’

1. Shaoxing Hospital of Traditional Chinese Medicine Shaoxing 312000; 2. The First Affiliated Hospital of Guizhou University of
Traditional Chinese Medicine; 3. The Second Affiliated Hospital of Hunan University of Chinese Medicine

ABSTRACT Objective To study possible mechanism of Shixiang Paste ( ) in treating diabetic chronic re—
fractory wounds. Methods Fifty SD rats were divided into normal group wound control group refractory group
th-bFGF group and Shixiang Paste group with 5 rats in each group and each time point (7 d and 14 d). Except for
the normal group and the wound control group rats were given intraperitoneal injection of streptozotocin solution to
prepare diabetic rat models. After modeling full4thickness skin marked with a circular area was cut with surgical in—
struments until the muscular fascia was exposed forming a rat model of full-thickness skin defect wound; skin defect
wound models were also established in the wound control group. After successful modeling the wounds in the Shix—
iang Paste group were applied Shixiang Paste with a height of 2 mm. The wounds in the th-bFGF group were treated
with 0. 2ml th-bFGF externally. It is ensured that the drugs completely covered the wounds. The wound control group
and the refractory group were not givens drugs to cover the wounds and the normal group was not treated. On the 7th
and 14th day after modeling wound tissue growth was observed expressions of vascular cell adhesion molecule-
(VCAMH) nuclear factor kB p65 (NF—+«B p65) and p-nuclear factor kB p65 (p-NF—+«B p65) in the wounds were
detected by Western Blot and expression levels of VCAM- mRNA were detected by fluorescence quantitative PCR.
Results On the 14th day after modeling no obvious repair was seen in the refractory group and the number of fi—
broblasts was small. The wounds in the Shixiang Paste group had been repaired. On the 7th day after modeling the
expression of VCAMH in the Shixiang Paste group was lower than that in the refractory group and the expressions of
NF—«B p65 p-NF«B p65 and VCAM- mRNA in the tb-bFGF group and the Shixiang Paste group were lower than
those in the refractory group (P <0.05 or P <0.01). Compared with the th-bFGF group the relative expression of
VCAMH mRNA in the Shixiang Paste group was decreased (P <0.01). On the 14th day after modeling compared
with the refractory group the relative expressions of VCAM- NF—«B p65 p-NF—«B p65 and VCAM- mRNA in the
th-bFGF group and the Shixiang Paste group were decreased (P <0.05 or P <0.01). Compared with the rb-bFGF
group the relative expressions of VCAM- NF-«B p65 and VCAM- mRNA in the Shixiang Paste group were de—
creased (P <0.05 or P <0.01). Conclusion Shixiang Paste could promote repaire of diabetic refractory wound
inhibiting expressions of VCAM-d NF«B p65 p-NF«B p65 and VCAM- mRNA in wounds might be one of the
mechanisms.
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