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BATERE (LA) IHREFLARER (LA), IRTFER (6 A). 7T
—ER(8A). AR TRASLALUELEE (1A). R T HEINELER (1
A) BFREIKRFER (1A). IHREHBTHBER (11 A). Ak
FR(IA) . ERTARLBERFR (1A). HMFRTRFR (1A). &
THEER (5A) . aRFERHL (1A) . FMNFTHK (1A)
(v9) 2011 F%2 T4t %)]
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I Background

leunoﬂonll uterine bleeding (DUB) is defined as
| uterine bleeding without a d
organic cause. ltisa | i logi

disease. DUB occurs mest commonly at the extremes of
reproductive age (20% of cases cccur in adolescence
and 40% in patients over age 40). DUB can be divided
into y and y. In and
perimenopausal period groups, 90% of DUB is
anovulatory.
ln?mmmmmp«mmmmrh
ion is the co- ordinative effect of
M.W.Mrﬁ,mm
(Chong
Channel and Ren meridian) and the uterus.

The therapeutic principles used to treat metrorrhagia
and metrostasis are: to stop bleeding, determine the
cause and deal with the principal aspect and most
importantly, mnomlmem:ﬂon
Chinese henm dicinal P [

can li the hosis of the
adonohypophyﬁs and adjust the endocrine function of
the adenchypophysis, promote ovarian follicle growth,
corpus luteum formation and ovulation .

1 Methods

The incomplete-abortion rat model was induced by
misoprostol and mifepristone on seven-days pregnant
rats.

measurement index
Uterine Bleeding Volume:
Using cotton balls to collect uterine
bleeding and immerse with NaOH then delerminate
the OD value of the wavelength of 546 nm

Ezand P:

The radio-immunity method was used 1o
examine the serum estradiol (Ez),
progestogen (P) .

ER mRNA and PR mRNA levels

Polymerase chain reaclion was (PCR jused to
detect the level of estrogen receplor and
proge receptor of endk i

pdhulog\:llmm
1 the number of endk ial in lamina
propria, the change of stromal vascular and
fibrous connective tissue.

3 Results
1.GONG XUE YIN(11. 22. 44 gikg) could
markedly reduced uterine bieeding quantity in
 utering bioeding model rals ( p<0.05. 0.01).

onocy

2 mxmnummm significantly

dradiol (E2) in model

rats, Bmtcennclmulmlhewof
in this model.

e M P oL e oo

— [ ame TR

S.Gmgqu\'IN(S.m 119&11 22g/kg)
W\W the level of estrogen
receplor (ER) and pmgmmerwemot(PR)tP
m..m.mmmwmmm@

i -actin

ER

hRTESXF

PR
1nomal  2mordel 3 GXN
4GXY—L 5 GX\"-M [ GJ(Y H

4GONG)CUE\1NYIN(Z2 «MWIH
the number of
mmmnmmm
eowswon siromal vascular and inhibit
Mﬂm::onnmm

[e—r el W %308

4+ Conclusion

« It has been shown that GONG XUE YIN could
significantly reduce the amount of uterine bleeding.

clofting time,
mmmwmdwwmmw

+It has bean shown thal GONG XUE YIN could
i the levels of trogen, d ing
mmmumwmmnmm
effect on progesterone. It suggested that the model
may ba in high level of P and the medicine can not
regulate.

+It has been shown that GONG XUE YIN could
increase the number of endometrial in lamina
propria, reducing di of stromal

_ iiatation, congestion
vascular and inhibiting the proliferation of fibrous

connective lissue.

«In conclusion, the present study
demonstrated that Gong XUE YIN has the
effect on reducing uterine bleeding quantity,
o lating botk and
foret ondh )

in model

rats.
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The Anti-cancer Effect and Mechanism of Cry
on Melanoma Cell Lines B16F10

College of Pharmacy, Nanjing University of Chinese Medicine

Abstract

Purpose i
Cryptotanshinone is a major active component of Salvia miltiorrhiza, which is often used as Chinese herbal

medicine in cancer therapy. Here, we systematically assessed the anti-tumor effect of Cryptotanshinone on

melanoma cell lines B16F10 in vivo. and in vitro,

Materials and methods

Animals

Female C57BL/S mice (68 weeks old) were purchased from the Slac Animal Inc (Shanghai, China). Throughout
the exp ts, mice were in plastic cages at 21 £2° C, on a 12-h light/dark cycle and with free

access to food and water. Lalhpp, - bl e,

Cell lines and culture condition i g3 r

These studies utilized C57BLIS mice-derived melanoma cell lines, B16F10 (high-lung-metastatic patential), which

were kindly provided by Nanjing University. The cells were cultured as a monolayer in DMEM (Gibco, Grand

Island, NY, USA), containing 10% wiv fetal bovine serum (Hyclone, Canada).All cells were grown in a humidified

atmosphere, containing 5% CO2 at 37" C.

Experimental metastasis model

The suspension of B16F10 cells was injected through the tail vein of a 6- to 8-week-old female C5TBLIG J

mice. All mice were killed 23 days after the injection of the tumor cells. The lungs were then removed, weighed s oo

and fixed. The metastastic foci on the surfaces of the lung were photegraphed and counted and the survival of % |l|l|m.!.| = bl
M =

mouse must be recorded LA R Y]
Spontaneous metastasis model

The suspension of B16F10 cells was injected into the foot pad of a 6- to B-week-old female C57TBLS J mice and
allowed to growth. The tumer volum of mouse must be measured from 13-23 days after the injection of the tumar
cells and the survival of mouse must be recorded.

MTT assay

In this study, 100 mM stock solution of Cryptotanshinone (Xi'an Helin Biological Engineering Co., Ltd. Xran,
China, purity >35%) was prepared in ethanol, then filtered by 0.2um membrane and diluted as indicated. Solvent

control was also prepared for the treatment of cultures. The growth effect of Cry on 15| LLA LR
melanoma cells was carried out using the MTT assay 18 e adan et
LDH assay

Cytotoxicity was d ined by g cell b damage through the release of lactate dehydrogenase

(LDH). For this exy it, All methods was perf d according to the manufacturer’s instructions. The LDH kit

was purchased from the Nanjing Jiancheng Bioengineering Institute (Nanjing, China)

Annexin V assay

Cells were then treated with Cryptotanshinone (0, 1, 15 and 40 uM) for 24 h.Cell apoptosis was assessed by
Annexin V-FITC stainingusing a flow cytometric apoptosis detection kit (Cat No.556420, BD Biosciences
Pharmingen, San Jose, CA).

Western blotting assay

To detect the effects on metastatic-associated protein expression in B16F10 cells. Cells in culture were then
treated with different cor il of Cryp or media only (control) for 24 h. After that, protein was o
extracted by RIPA. Protein samples were resolved by SDS-PAGE and transferred to a polyvinylidene difluoride

membrane (Millipore, Billerica, MA). p38,p53, FAK bcl-2, bax,mmp-2, mmp-9 (1:200, Bioworld Technology

Bioworld, USA), or GAPDH (1:5000, Santa Cruz Biotechnology, Santa Cruz, CA), then followed by incubation

with p i oupled dary antibodies. A Supersignal kit (Fierce, Rockford, IL) was used to visualize the
bands according to the manufacturer's instructions.
Results

Credits:
¥in Lu
Contac

huangehenh
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A Pilot study on compounds with anti-angiogenic activity

from Chinese medicine for activating blood circulation and
dissnlvinn stasis

Li Tao, Yin Lu *, Shi zhong Zheng, Ai yun Wang, Wen xing Chen /| &
partment of Cllnlcal Pharmacy, Nanjing University of Chinese Medici

Introduct Reports for the past 10 years on anti-angiog Multi in HXHY TCM and multi-
Chinese medicine: targets inhibition tumor angiogenesis:
The role of angiogenesis in tumor growth and (e T 3 e M === ’
is is well blished. Identifi ofa u— P ::;! WEYEI) vy rn'« 8 ”
small molecule that blocks tumer angiogenesis and gy, g T B Ry
is safe and atfordable has bacn a challenge in drug i e e
i e e R WT me R Deglis
firmed the perspective appl of Chinese [— My WS WY gren mm
| as nature candid: ing tumour- .-
, s —— St TR G
Lnd
mining and preliminary experimental study, we e :-.-: T
found a full source active compounds is derived Iy P W A
- FaTia

from those activating blood circulaton and
dissolving Stasis, We further analyzed the feasibility prascn PO, R e
in other 5pec|a| |suuesd’thﬁe hermrlhedoalc i ey U Ml AL VL

-
Crmtd fwpma iy A gl Segied 00

e Premoh Wiy peteer  whiing TRl o0
Methods g s o

ot pma P

o i L 4 o

1. search strategy: Searching the biomedical
literature for the past 10 years on anti-angiogenic
Chinese medicine.

(1) Topic terms:

#1: icine, Chinese Traditi ditional’[Mesh]
CR Chinese medicine OR Chinese herbal drugs OR
medicinal plants OR medicinal herbs

#2 "necplasm[Mesh] OR cancer OR tumor OR
malignancy

#3 "neovascularization, Pathlogic'[Mesh] OR
angiogenesis OR vascularization

#4:#1 AND #2 AND #3

(2) Database: MEDLINE, EMBASE and web of
science

. w0

P g VI ANRLY ey WL
- e

s ng VIO B w5 L

g VGRS g ptny g

iy oy
L0 g ptemey.

ey LA WS wd BOD Cabecabn §
e -
ey WOR e T

Discussions

oty
epena
-
nsisan
Guanary
P
ititng. WG wrted (R
Bobetewe Al i i Wbteg VT Gl e
Tepma
e
Tty
e
Oy
P

i
By oF B8

i,

g s o o Angiogenesis, the growth of new blood vessels

e ¥
2. Retrieving informations: i M - from pre- exsbng \rascutature is a key process in
(1) Loading retrieved literatures into EndMNote (X4) Ly s o saveral and
software, selected components with clear targets or Amiaginet S 5 regulation underbes tumor growth and metastasis
signaling pathways and building list table. S - Targeting the VEGF pathway with various inhibitors
(2) 20 or 2D structure of compounds cbtained from - i, S . has led to FDA approval of multiple drugs for the
Pubchem compound database (URL e e e 4 D g e treatment of advanced cancer. Such treatments
hitp: M nebl.nlm nih.govipecompound). g . conferred clinical benefits, including increased
(3) CID number obtained for each compound and = Wjme e g N overall survival. Researchers found that the
clustering by structural similarity. e chak' b el e vasculature of solid tumours is morphologically
3. Sarting hit for s s g O gty 200 aberrant and characterized by dilated and fragile

i Chinese ine i t o Macmed ity OND iyt DuWed 200 vessels, intensive vessel sprouting and loss of
Buiding biological reguiatory network of tumar i s vl ghon hierarchical architecture.

prphang ML endorann,

is for each p However, there are still many aspects of

physiclegical angiogenesis that are not fully

medicine and more than half of them came from
hemorheologic agents:

P
ey ORI ey
i

formation and keep a stable vascular is an
additional anti-angiogenic strategy. Further
understanding of these issues should allow us to
‘ask new questions regarding their potential role of

R I ran understood, such as the exact mechanisms behind
esults Uk, 00 lumen formation and pericyte investment and the:
it of vascular qui whereas this
feature of anti Chinese R A Ly o step can not be completed in tumor context. It will
be img to establish whether ing lumen
e
20

g T e e, Aakers

SCI papers published by our lab on anti-
angiogenesis activity of HXHY TCM:

= Ty _Hemheckog ageri s

Reference

wa
[
e
W Peibwieine Lpatasma
[
.
e

oy, s ey ey, 2 R et [1] Pandya MM, . Santani DD.

D new target for |4]. Vascud | 2008,
[E——— 44 (5) 265274

- (2] D Fukumura, Rakesh K. Jain, Tumce microvasculature
n and Targets for

L. (4} Ry h, 2007, 315?

211-268.
[3] Pries AR, Hopfner M, le Nobile F, Dewhirst MW, Secomb
TW. The shunt problem: control of functional shunting in
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Paeonol Inhibits Cell Motility and Exerts Anti-metastatic
Activities through Down-regulation of Inflammatory

Cytokines

ZHANG Lei LU Yin® ZHENG ShiZhong WANG AiYun RUAN JunShang YAN LingGeng TAO Li
School of Pharmacy, Nanjing University of Traditional Chinese Medicine.

Introduction

Inflammation has been recognized as the “seventh
hallmark of cancer”, and cancer is considered “failure to
heal wounds”, Anti-inflammatory agents may be useful in
the setting of cancers.

Paeonol is a major phenolic component isolated from
Red Peony Root,Cortex Moutan and paniculati which has
been frequently used for treatment of blood stasis as
TCM. Paeonol is known to have anti-inflammatory and
analgesic effects through the supptessinn of Inflammatory
Cytokines. Paeonol is also i to exhibit anti
ac:mty Even though there is evidence that chronic

diat tumer  develog and
metastasis, the anticancer mechanism of pasonol has not
been examined until now.

" |

L0, 1818

Wound-healing Assay

A monolayer of AS49 cells were serum starved for
24 h. Migration was initiated by removing a portion of the
cell layer by scratching with Yellow tips. Cells were
treated with paeonol (200 u M) or DMSO control for 24
h. Cells migrated over the denuded area were observed
and photographed.

Transwell Assay

Serum-starved AS549 cells were resuspended at a
density of 5107 cells/ml. The top chamber of transwell
was loaded with 200 wl of cell suspension with or
without paeonol and the bottom chamber was loaded
with 0.8 ml of RPMI 1640 culture medium with 20% FBS.
After incubation for 24h, the filters were removed, and
fixed in 4% paraformaldehyde, and stained with 0.1%
crystal violet. Migrated cells on the lower side of the filter
were observed and photo-graphed.

Colloidal Gold Single Cell Migration Assay

Six-well plates were coated with the colloidal gold
particles. Serum-starved AS49 cells were resuspended
at a density of 110 cells/ml. 2 ml of suspension was
added to each well. After incubation for 24 h with
paeonol (200 u M) or DMSO control. When cells

they phagocytized gold , resulting in

corresponding white tracks. Phntographs mre taken
using an Olympus i p
equipped with Quick Imaglng system.

Experi tal lung M is Model

B16F10 cells (5 x 10° cells in 0.2 ml per mouse)
were injected into GS?EL.’SJ mlce wa ths lateral tail veln
Mice were P eally  inj with
Control animal d daily injection of saline. AII

Fig.1 Pasonol inhibited motility of AS48 calls,  Fig-2 Paconol exerts anti-metastatic activities in

axpatimental mef
KOS aciivity in lung

it

comeod model  pasonal

NOS activityUimgpeot)

o TNF-acoment in serum

Paranst
(200w M)

Conclusions

Hypemmotility is one of hallmarks of malignancy. The impact of paeoncl on
mobility of lung adenocarcinoma cell line A549 was observed by the wound-
healing assay, transwell assay and colloidal gold single cell migration assay
respectively, Pagoncl at the dose of 200 » M exhibits a significant inhibition of
AS548 movement while has litter effect on cell proliferation.

Paecnol also exerts anti-metastatic activities in vivo by the experimental lung
metastasis model in C57/BLEJ mice. TNF- o , a key inflammatory cytokine, plays a
central role in the tumor progression. INOS and COX-2 are also pivotal enzymes
contnbu‘le to the transformation between inflammation and cancer. The

ip bet i activity and anti-i y of | | was
recognized. Our results show that paeonol at the dose 60 mg.’Kg can raduca the
production of TNF-a, iINOS and COX-2. Through down-reg of i Y
mediators, paeoncl improved the inflammatery microenvironment in the caner
context. Understanding of the mechanisms by which inflammation contributes to
metastasis will lead to innovative approach for treating cancer.
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Acidic mucopolysaccharide from holothuria leucospilota has
antitumor effect by inhibiting angiogenesis and tumor cell
invasion in vivo and in vitro

Weiwei Zhang.Yin Lu. Bo Xu, Jiaming Wu. Lijuan Zhang.Ming Gao. Shizhong Zheng.
Aivun Wang.Changbin Zhang, Lei Chen and Na Lei

INTRODUCTION

Figure 3. HS inhibits the VEGF-induced differentiation of endothelial cells. The inhibitory effect of HS on

capillary whe formation was assessed by exposure to HS of HUVECs on fibrin in present of 10 ng/mi

The mestatic process. imvolves 4 series of distingt steps that are required for the ‘Wmﬂlwufdlzwbﬂhwm:quﬁ-mﬁmuungw

metastatic cancer cells 1o be n a new cancer cells MUSt  uyitication. (A) representative endothelial tubes were shown. (a) pegative control, (b) VEGF simmlated

mumgmmwmmbmmmmmlmmmmmmmemmn group; (c) 0.08 ;M HS treated with VEGF; (d) 0.4 pM HS treated with VEGE; (2) 2 juM HS treated with VEGE,

target organ, and finally through the into the distant organ. In order (DIOMMM%W@”MHM*\W@WMWWW
wﬁumawdmm«ﬂcmcdknwdwmwmw&om i

Py for 4Hs_inhibits_angiogenesis in vivo.

Mdewufdjﬂnyplmudmmmuqnmnwwm significant anti-
is natural marine resource which I I
mmwunwmhalmmmmttmuuor . I

Mmmdhaw&oyﬁnammhumwduﬁk
2 (Brandt), TE

i

i, N e

hibits spomanewsmdenpenmenmt melanomalung memtasns ;

- metasasis show the lung measasis podules =
wmmmmmmnsnmmmmmasnmm
tung weigh i experimental metataia

uv- infection at dose of 5.2.116 or 26 mg kg and
I I I h_umm.h.kuuﬂmu-@.m._—-auhdkudn-

d i "“ﬂ‘!,lﬂﬂ‘ﬂ
M) of HS before exposure to VEGF (10 ng/mi). Afier 30 b, cell growth and viability were measured by MTS
amay. Media-treated controls were normalized o 100%. (B and C) HUVECS ween incubated for 30 h with 6HS inhibits protein expresson ofVEGF and (D34 in local tumor

mummmwu 04, z.lwsemmmmmcmm-umu»
wellplates and affer were tnated mmz.z.,ammmm__

0.1,1,10.0r 100 M) of HS for 241 g

Figare 6.HS inkibits expressicn of VEGF and CDVin local tumer snd neovaseslisization snd downregalates MMP-
19Mwwh31€ﬂ° cells. (A md B) the footpads bewing Mhﬁm wee embedded
and wained method.

using.
phuuod'\".EﬁFN CDY postive immunchistochembcal ld&dmmmhhwd and HS-

tissmes;
; nss_zngut::us ne-@uwﬂsznuu (C) Westem blots shown the expression of VEGE, MMP-2 and
gelatin on the lower surfaces in the absence or present of HS (008, 04, 2, 10 o 50 uM). The migration was MMP-9(a expoaeatially growiag BI
evahisted in msponse io 10 ng'ml VEGF. B16F10 cells starved overmight in serum-free DMEM containing 0.1%
BSA prior to iifiation of the assay were dissociated info a single cell suspension and incubated on the filkers
coated with Matrigel on the upper surfaces in the absence or present of HS for 6h. The imvasion wasevabited i N [SCUSSION
response tol0% bovine serum. (A) the show the lower chamber of different groups. (a) pegative =~ ki i T

control; (b) VEGE stimalated group: (c) 0,08 M HS treated with VEGE, (d) 04 M HS treated with VEGF. (¢) 2 T T :
mmmm\mtmmﬂsmmm (8) 50 M HS treated with VEGE. (B and C) the This is the first study to demonstrate that the nature acidic mucopolysaccharide
meMcmmuww-w ght icroscope at 400 magnifi Five rand: isolated from Holothuria leucospilota (Brandt), HS. HS has anti-metastasic

properties possibly via its anti-angiogenesis induced by downregulation of VEGF
o i 2 and suppression of invasive ability of cancer cells mediated by downregulation of MMP-2,
3.Hs inhibits endothelial cell morphogenesis. 9. Takon logclhu our ﬁndmy suggest that HS would be buwt‘ml in mhuhmns Tmor

the other
activities naed further detailed snsdyfunkemwm HS has a r=|a- dvely Iuw lomcuy which
means that HS may have a l to develop pt for of
. cancer.
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The effects of Holothurian glycosaminoglycan on tumor malignant biological

behavior mediated by coagulation system

(College of Pharmacy, Nanjing University of Chinese Medicine, Nanjing, Jiangsu, 210029, China)

Yang Zhao , Sheng Wang, Li Tao, Yin Lu*

o e

Blood coagulation disorders often associate with
cancer, even in its early stoges. Tissue factor,
the initiator of the extrinsic coogulation
pathway ,is expressed on the surface of many
kinds of tumor cells that participates in many
tumour-related processes that contribute to
malignant tumar progeession. In this study,
holathurian glycosaminoglycon(hGAG) can
decrease the expression of TF that control the
tumor induced thrombosis and interference with
blood congulation of hGAG exerts effects on
inhibiting tumor metastasis.

Introduction

It has been well accepted that coagulation and
fumor progression form o vicious circle, in which
hypercoogulability facilitates the aggressive
biclegy of cancer and vice versa. TF)is known to
be the initiator of the extrinsic coagulation
cascode that belongs to the class IT eytokine
receptor superfamily. TF expressing tumor cells
initiate the coogulation pathways within the
fumer microenvironment and shedding of
procoagulant activity is a key factor for the
disseminated coagulation activation frequently
detected in advanced cancer. In this study, We
found that holathurian glycosaminaglycan(h&AS)
could decrease the tumor induced thrombosis
which was due to affect the expeession of TF,
furthermare, h6AG had the inhibitory effects
on tumor metastasis through reversing the
abnormal coogulation state

20

1 Cell cutture:  B1EF10 Cells were grown in
DMEM supplemented with 10% fetal calf
serum and antibiotics

2 Real time PCR: Total RNA was extracted
from cells using TRIzol Reagent. Real time
PCR was performed using the SYBR Green
JumpStart kit

3 western blot: Cell extracts and tissues
were prepared using a lysis buffer. All

blots were normalized to GAPDH expression,

4 Elisa: TF, TNF-a. uPA and PAT were
measured with Elisa kit

5 Experimental metastasis model

& HE staining and immunohistochemistry

7 plasmid construction and transfection

1. hGAG inhibits TF mRNA expression

Tt o MEAS  TF S i

i

1T ¥
F ol

1

2. hGAB inhibits TF protein expression
™

BGAG € 001 0D5 01 05 1

ks 0.01M

4 ﬁsgﬂlmpﬂhmywﬂiﬁ::ﬂuﬁﬁfm
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6. TF promater assay

Conclusion

1 h&AG con decrease the TF mRNA and
protein expression in the dose dependent
manner

2 hGAG exerts effects of reducing TF
expression may be attributed to the P36-
MARK signaling pathway.

3 hGAG can reduce the PT significantly in
the experimental model and decrease the
secretion of TF from tumor cell but has no
effects on the secretion of TNF-oand WPA,
4 hGAG can dramatically reduce the
metastasis rate of experimental metastasis
model ,which related to the TF expression,
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Bei Wang, Li Yu, Hongwei Fan and Tailui Fang

Analysis of active Compounds with Antiplatelet Aggregation Effects in Mailuoning
Injection using Platelet Binding Assay method

JiangSu Key Laboratory for Pharmacology and Safty Evaluation of Chinese Materia Medica
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The Comparision of Efficacy and Toxicity of Sulfur-
Fumigated and Unfumigatd of Radix Angelicae Formosanae

ChenChen Bohua Xu LiYu Taihui Fang

ManJing University of Chinese Medicine
Jiang SuKey Lahoratory for Pharmacolegy and Safty Evaluation of Chinese Materia Medica

Methods
To compare the efficacy and toxicity @ Acute Toxicity Experiment

of sulfur-fumigated and unfumigatd of
radix angelicae formosanae to promote
its application @ Long Term Toxicity Tests

@ FEfficacy Experiment

Observation of the toxicity

{Obhservation of the toxicity

Observation of the toxicity
by the different dosages

by the same dosage by the different times
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ID The toxicity of radix angelicae . .
formosanae from various ways E Anti-inflammatory test F Analgesia test
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(> Long-term toxicity tests for three months (kindey)
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[ ] i B . ¥ o

Results

The efficacy and toxicity of sulfur-fumigated Radix Angelicae Formosanae are
declined. The toxicity of sulfur-fumigated herb to kindey is itrreversible, while

unfumigated is reversible.The cause might be the reduce of all chemical
composition in the herb.
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Cryptotanshinone activates p38/JNK and inhibits Erk1/2 leading to apoptosis in cancer cells
"Wenxing Chen, 'Lei Liu, *Shile Huang

LSU

"epartnvent of Blochemistry and Mebecutar Biology, “Feist-Weiller Cancer Center, Louisiana State Unéversity Health S “enter, Shrevepert, 14 71 13,3952
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ABSTRACT s — - .

Cryptotanshinone (CPT), a natural
compound isolated from the plant Salvia
miltiorrhiza Bunge, is a potential anticancer
agent. OQur recent studies indicate that CPT
induces apoptosis of cancer cells. This study
was set to identify the underlying
mechanism, We found that CPT induced
apoptosis of human cancer cells (Rh30,
DU145, and MCF-T). Concurrently, CPT
increased phosphorylation of p38 MAPK and
JNK, but inhibited phosphorylation of Erk1/2.
Inhibition of p38 MAPK with SB202190 or
JNK with SP600125 partially prevented
CPT-induced apoptosis. Similarly,
downregulation of p38 or c-Jun also in part
attenuated CPT-induced cell death. In
contrast, overexpression of constitutively
active MEK1 conferred resistance to CPT
inhibition of Erk1/2 phosphorylation and
induction of cell death. Furthermore, we
found that all of these were associated with
CPT induction of reactive oxygen species
(ROS). This is supported by the foll

Fig.3 Stance the p33 and c-Jun and overexpress the NEK1 in

.
cancer cells attenuate the inhibition of CPT. Lentivires to
oot - e B
N dowsregaale the expeess of 438 and ciun aed agenourss 1o o0~ B T i
Fi T iy 145 (A
g1 €P UM A) g ot

Bl plates {1107 cobiwed) B reated wih et concaniration

the analysés of western biot Resuts of cel counting show Fuat companed
2 3 cels

b dde w0

1]
-Jun has been downreguisied sigaicantly. Cel wadilty analyss
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Figd CPT induces RO genatation by & dese- and lime-

dependent way, and NAC can reverses CPT-induced

centenls. (C) Flag-tagged MEXT resclls in overexpression of

DUTHS and En30 cebs in $6-wel plates trested with CPT in n

(4] for 24 bes o with 10 uM CPTis s

findings: (i) CPT induced ROS in a
concentration dependent manner. (ii) CPT
induction of ROS was inhibited by
N-acetyl-L-cysteine (NAC), a ROS
scavenger. (iii) NAC blocked CPT activation
of p38/INK, inhibition of Erk1/2, and
induction of apoptosis. The results suggest
that CPT induced apoptosis of cancer cells
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Fig? CPT imcreases photphonfation of JNKIRIE, but inhiblts.

8 s LA or with DM

g of ROS, resulting in
activation of p38/INK pathways and ‘::;::T;::':';"gl“;u‘::';rﬁ:';:‘;‘:“:
inhibition of Erk/2 pathway. e o

SPEO0TES (10 Al hen coliec ool ysades ke wesiem biod s for
o, JHN: D) DUAS cells pretreated wih or witut 5007190410

(o)
ot analyss for p38.

of ERNIZ ] s blocked
Rasuits are presested o mean £ 5E. 8 0 3P <005, P <001,
diference va. control (DM CFT)

CMHI0CFDA reagert ki ) DUINAY cels seeded in S5owed plates

with CPT {1040 and 200M | o 24 b Sl fokowed By detecting ROS

by e same way a3 above. DUTHS cels seeded in Swed plates were

4 e FT

10 and 200N for 24bs, ced iysates weoe subjeched fo weshem bot
.o

(1] ondter 11 pas "

i
camied ook, Resals we pressoted 03 mean £ 5E.80 6. 8P <005,
=22 <001, dferunce va. contss (0 M CFT)

Conclusion
1. CPT induces cancer call apoptosis.
2. CPT induces ROS generation.
3. CPT activates JNK/p38 MAPK pathway, but ishibits

ERKINZ pathway.
4.CPT i tvati
ROS-mediated JNKIp38 MAPK pathway, bet inhigiting
ROS-mediated ERKIIZ pathway.,
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1g-yu Wang, Yin Lu* , Shi-zhong Zheng, Wen-hui Q
(College of Pharmacy. Nanjing University of Chinese Medicine)

INTRODUCTION

Breast cancer s fe most prevalent cancer in the world and metstasis 15 the mgor
cine of mortality e Breast cancer patients. Therefore, the search for new therpeutic

targets and the develog of inhitators of fumour cell 1 ond
gm\\ th £2 an ongoing challenge
formation of distant | requires that the Mood-borme

|uun~( len ngdant within the macrocirculation, wsially by adhesion to endothelial cells
i a blood vessel and to the wderlving basal lumina mtnx. Subsequently. the tmor
cells must penetrate the cell and matnx layvers of the blood vessel to reach the extra
vascular tissnes where they can survive and proliferate to form metastatic colonies. so
mlubinon e activation of platelets lave an madirectly Signaficance 1o suppress umor
metiastinss

The nlzllllﬁnlmll of new digs from pla s b long and succesaful lastory, and
clitiese for p 2 blood hive been widely msed m wmbulut
funor metastaas for thousands of vems Daadlyl TraulfidetDATS) 15 the major fal-
soluble comy tof tradtional blood dmgs garhe DATS 14 a natral
aubstance. which has a dual sctivity of anti-clothug and anb-metastoas. This bongs s o
aquestion whether the anti-tumor metastass actiaty of DATS s based on its wlubstory
effect on platelet activation

In thas report. we investigaled the m vitto effects of DATS on active-plielets
widnced tumor metastans O dotn indicated that DATS con suppresses breast cancer
cells adheson, migration and mvasion vin mhibsting the activation of platelets

RESULTS

LiInhibitory effect of DATS on MDA-MB-231 cell growth.

Fig | Effects of DATS onmmor cell prolifesntion.

Human baeast mor MIDA-ME-23 cells with 1 |.M|d\l|
Of DATS for 24 b, cell MTT ey

af saions concentration mmge from 0.001-100M for 241 The prolifesation in a 24-hows pmndu
own. TH y thie MTT assary 1 of control

100% s, and seadings from DATS. i cell wof control Exrar

the SEM

* <= 0,00, compased with the control r.-\n“ll..._ofM‘ITw-v,\ of MDA-MB-231
ity of DATS, o DATS

treaded cell of controli®)

2.Inhibitory effect of DATS on
Platelet ag; o B

Fiz 2 1 Effect of DATS on platelet aggregation

Wt pltelets wese ot for 10 i VKD ATS o 10)0. plaelt ierction was hiced
by PAF{Sab n device
(A Pltelets -uml-muluih mphl b ATS con mclet
PAF{ Suh atrongly: the udul 11 FDATS o vanons
|- LOpAL agiliyed is he wean of for
each dosy * P < 0,05 **,

P=0.01, miliuu-l with the control

RIA-rauivimmmraray.

Fiz 12 Effect of vaous concentrahon of DATS an RLA production of TXEB, 6G-keto-PGFla

of PAF-actived platelets

Washed platelets were incubited for 30 i with different concentinibons of DATS. plaelet

sqgregation waw mdnoed by BAF| Sud) - o Radioumsummoaseay ka o fost T30, sl o-keto-

PGFI LAY f THE 2 6-keto-PGF 1o o Drusplinyed 15 e mean of
for mdl dently performed each done m mplcate. *. P < 0.0%md

** P < 0,01, compared with the comtrol

hETEY X%

Nasgmg ety of (Poew Vet ra

3. Inhibitory effect of DATS on actived-platelets induced MDA-MB-231 cell mobility.
Wonnd-healing mobility assay.

Fxg 3 Eﬁlﬂ of DATS an MDA-ME-231 cell motslity m vatra. Momal M A-MB Al ibated wth
for 1hat 37T and scrap lls and treated with DUATS (0= 10y ) the cells i the dennded
DJI~ Pl phicd aftes indscated 018 D) Black lanes mibicate the wored edge.

4. Inhibitory effect of DATS on actived-platelets induced MDA-MB-231 cell migration
and invasion.
Boyden clunmber migrarton axsay.

Fig 41 Effect of DATS on PAF-actived platelets mduced MDA-MB-231
cell magrateon in vitro

2 %107 MDAMBE-231 cells onlmred m the vpper well DATS of indicaled
concentrations were put m the upper wells md add 104 FBE medim in
tower wells contang 3107 PAF-actived platelets Obeerva the mhibit
npact of DATS on cell nugration by bockmg phstelet sgeregation
mzration of the cells weie detcamined by mexmms tie sbality o pass
tionigh the filters. {AMizrated cells mmder the menlime afler & hotws on
mvert microscope( X201 B)The number of  nuggration  celle (C1The
nbibaticon rafe of migraton Ay ench done in mplcate . P < 0 D50
*4. P < 0,01, compared with the control

Fig 4.2 Effect of DAT: PAF. dinced MDAME-23]
ulwmnlulm
AL A-MBE-231 cells cultmred in the upper well. DATS of imilscated
cotcentrions Were put i the upper wells and add 10 FBS nedinn in

g 3x107 PAF. d platelet Cwerathe

jower
o(D-\I‘?m.nllmmo-bp I.ulm.nnpphnln‘wqamm imwnason of the
cells e measrmyg e abilaty to pas
. 1A Havieson cells wnder the menmbrome afier 24 hoars on imvert
3 04 (BT i e of

invassom nssy each done i triphcate =, P < 0 0%and **. B < 0.01.
cotmpared with the control

i
5. DATS regulates the protein exp levels involved with actived-y
induced metastasis in MDA-MB-231 cells
Western blotting assay.

A B
O ————
Inbeipin | —— e NS e e e —
itege | E—— T T —
Pl ot ——— - -
amomn b 4 e LT T

Fig 5 DXATS down- |rg|u.1n|mmﬁp|mum(umpu-m m-pmﬁi MAP-2 ADMP-9 and up-crpulin
Expresnon of TIMP-1 i MD A-MB-231 b f MMP-2 and
AIMP-% i exponentially growisg MIA-MB-231cells S‘Jnﬂ!’x Dol are mndicated by the mrows 1o the beft and the
il bomils are nonepecific sining. DATS dose-dependently mlabed MAP-2 MMP-9 expresson md promsoted
TIMP- 1 expresaon of MDAMB-23cells.

6. DATS regulates the mRNA expression levels Ived with actived-platel
induced metastasis in MDA-MB-231 cells
RT-PCR and Ouantitative reak-time POR axvay.

' I
| I'ﬂrn.-..‘.. = J

Fig. 6 DATS dusin-tegubales proteun esgresmon of hisnian CXCRAMNP-2 MMP- and np-nqunekpmm
of TIMP-1 m MDA-MB-23 b t
DATS, hu11AT<hvhmmmhcmna[[mnnnwxprmnllmnmpl
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Ligustrazine-induced apoptosis is involved in its regulation of expression of Bcl-2

and Bax by caspase-dependent mechanism in rat hepatic stellate cells
Feng Zhang, Na Lei, Shizhong Zheng *, Yin Lu, Jin Ma

Department of Clinical Pharmacy, Nanjing University of Chinese Medicine
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Background -

Hepatic fibrosis (HF) is a pathogenesis of excessive
deposition of extracellular matrix (ECM) as a result of
wound-healing responses to chronic liver injury.
Abnormal activation of hepatic stellate cells (HSCs) is
the key event in fibrosis progression, leading to ECM
accumulation in pathological contexts of fibrosis.
Fibrosis is demonstrated as a malignant process. but
there has been evidence that fibrosis can undergo
regression via HSC apoptosis. Thus driving HSCs to
undergo apoptosis may be an effective strategy for
fibrosis prevention, and this concept may hopefully
renovate current antifibrotic therapy.

Hypothesis and purpose

Ligustrazine. an alkaloid isolated form Rhizoma
Chanxiong, has shown significant activity against
fibrogenesis through stimulating ECM degradation.
demonstrating a potential implication in the therapy
against liver fibrosis.

We hypothesized that ligustrazine could induce
apoptosis of hepatic stellate cells resulting in ECM
degradation and thereby fibrosis regression, and we
further elucidated the molecular mechanisms that
mediate this action.

Activated HSC

Materials and methods

® Rat hepatic stellate cell line T6 was cultured
®*H-TdR incorporation test for analysis of proliferation
inhibition

® Cytotoxicity test by analysis of LDH relcase

@ Apoptotic rate assay using flow cytometry

@ Western blotting for analvsis of expression of Bel-2.
Bax and caspase-3

® RNA isolation and real-time PCR

Ligustrazine inhibits HSC proliferation without
prominent cytotoxicity dose-dependently

Ligustrazine inhibited uptake of *H-TdR during HSC
proliferation dose-dependently. Decreased CPM values
paralleled increased doses of ligustrazine. LDH release
assay demonstrated that ligustrazine had no significant
cylotoxic effects on HSCs at doses of 10-70 1 M.

*H-TdR incorporation assay

Ligustrazine induces apoptosis
in HSCs significantly

Increasing HSC  apoptosis
existed in drug-treated groups !’
and prominent HSC apoptosis
emerged with ligustrazine dose
increasing to 70 1 M,

[ )

HSC apoptosis assay

Ligustrazin-induced HSC apoptosis is involved in its
regulation of expression of Bcl-2, Bax and caspase-3
Ligustrazine led to decreased expression of Bel-2 with
concomitantly increased expression of Bax and
caspase-3 in a dose-dependent manner at protein and
mRNA levels.

Western blot analysis

Real-time PCR analysis

Our investigations have identified that ligustrazine-
induced apoptosis of rat hepatic stellate cells in vitro is
involved in its regulation of expression of Bcel-2 and
Bax through a caspase-dependent mechanism. These
findings strongly suggest that ligustrazine may be
exploited as a potential option for treating and reversing
hepatic fibrosis.

Froted by
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Effects of ligustrazine derivative H168 on hepatic stellate
cell apoptosis and the molecular mechanisms

Chunyan Ni, Shi zhong Zheng *, Yin Lu, Jin Ma

Department of Clinical Pharmacy, Nanjing University of Chinese Medicine

Introduction
Hepatic fibrosis (HF) ref a pathog of ive dep of
extracellular matrix (ECM) as a result of wound-healing responses to chronic
Irver imjuryltl, Abn 1 and i of hepatic stellate cells
(H3Cs) 15 the dominant event in fibrosis progression, leading to ECM
accumulation in pathological contexts of fibrasisi?l. Fibrosis is demonstrated as
4 progressive and malignant process, but there has been clear evidence that
fibrosis can undergo regression via HSC apoptosist®). Thus driving HSCs 1o
undergo apoptosis may be an effective strategy for fibrosis prevention. and this
concept may hopefully renovate current antifibrotic therapy.

It 15 urgent to search for potent antifibrotic agents. Our previous experiments
showed that ligustrazine, an alkaloid isolated form Rhizoma Chanxiong, has
shown significant activity against fibrogenesis via  stimulating ECM
degradation, demonstrating a potential therapeutic implication in the therapy
against liver fibrosis, But we found that H168 ligustrazine derivative
properties has an stronger activity against fibrogenesis. Now,we studied H168
against hepatic fibrosis from the mechanism of apoptosis =

bicatod
S e T

o Howd by

Materials and methods DR~
=

- Figd LI roloase assay that
Cell culture FEIGR  had o sigm Faten «

Rat hepatic stellate cell line T6 were cultured. Cells aged at passages 4-8 were SO s
used for experiments. H168 was dissolved in phosphate buffered solution with . o
standard antibiotics.

HE staining
HSCs were seeded and treated with H168 at indicated concentrations.  They
were fixed by 4% poly-MeOH. then HE stained

Cytatoxicity test

Analysis of lactate dehydrogenase (LDH) release was used to evaluate the
cytotoxic effect of HI68. HSCs were seeded and tremted with HI68 at
indicated concentrations, LIDH release assay Kit was used to detect LDH
release

Apoptasis assay using flow cytometry
HSCs were seeded and treated with H168 at indicated concentrations. Then
they underwent apoptosis assay using Annexin V-FITC Apoptosis Assay Kit.

Western blotting analysis

Whole cell protein extracts were prepared from H168-remed HSCs. The
concentration was determined using BCA assay kit After transblotting. the
separated proteins were detected using primary antibodies Bel-2, Bax and

spase-3, and | fish lase conj i goat anti-rabbit 1gG as the Conclusions
lary antibody, Gly Idehyde-3-phospt lehydrog (GAPDH)
was used as an invaniant control Our 1 have identified that H168-induced apoptosis of rat hepatic
stellate cells in vitre 15 involved i its 1} of exp 1on of Bel-2 and
Statistical analysis Bax by a caspase-dependent mechanism. These findings strongly suggest that
Student's t-test was used for d of 1 diff Values of H168 may be exploited as a potential option for treating and reversing hepatic
P<.05 were considered 10 be statistically significant. The data represent fibrosis
means £ 8D from three independent experiments at least References

Results

Friedman SL. Mechamisms of hepatic fibrogenesis. Gastroenterology, 2008,

134(6): 1655-1660
Firstly, HIGS inhibits HSC proliferation without |

2. Bataller R, Brenner DA Liver fibrosis. J Clin Invest, 2005, 115(2): 209-218
dose-dependently. 3. Friedman SL, Bansal MB. Reversal of hepatic fbrosis: fact or fatasy?
Hepatology, 2006, 43(2 Suppl 1) S82-88.
S ily, 1168 significantly induces apoptosis in HSCs . 4 Lu B, Yu L, Li § et al Alleviation of CCl-induced cirrhosis in rats by

hylpy s iated with d 1 of leptin and TGF-
betal pathway. Dirug Chem Toxicol, 2010, 33(3): 310-315,

Thirdly, H168-induced HSC apoptosis is involved in its regulation of
cxpression of Bel-2 and Bax .
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Luteolin Inhibits Hypoxia-induced Epithelial
Mesenchymal Transition through Suppression

Integrin 1 in Human Lung Cancer Cell A549

Junshan-Ruan Yin-Lu® Shizhong-Zheng Aiyun-Wang Linggen-Yan Lei-Zhang Li-Tao

School of Pharmacy, Nanjing University of Traditional Chinese Medicine
Jiangsu Key Laboratory for Pharmacolgy and Safety Evaluation of Chinese Materia Medica

Introduction

Currently, hypoxia-induced epithelial mesenchymal transition is thought to be a key step for cancer metastasis(Fig.A).The
development of metastasis requires the movement and invasion of cancer cells from the primary tumor into the surrounding tissue,
To acquire such invasive abilities, epithelial cancer cells must undergo several phenotypic changes.. by decreased epithelial markers
such as E-cadherin and increased hymal markers such as fibronectin. Many EMT inducers have been identified, and the
molecular mechanisms related to the highly invasive characteristics of cancer cells have been intensively investigated (Fig.B).
Luteclin (Fig.C), a flavonaid, widely distributed in Chinese Herbs, is considered as the major antioxidant, anti-inflammation,
antifibrotic, and anticancer constituent. This is the first study to d that lutealin allevi hypoxia induced Epithelial-
Mesenchymal Transition in human lung adenocarcinoma cells line A549,

Abstract

The TCM of Activating Blood and Resolving Stasis, has been known as an anti-metastasis for thousands of years. Luteolin, an active
flavenoid compound, isolated from the herbs, has a spectrum of biological activities. Whether luteolin has a direct inhibitory effect

on hypoxia induced Epithelial hymal i has not been blished. In this study, we examined the effects of luteolin
on hypoxia induced Epithelial hymal ition in vitro. We found in AS49 cells line, Luteolin could Inhibit Hypoxia-induced
Epithelial M { | Transition. Then we explored the possibl hanism of this action.

Results

Model of Hypoxia Induced EMT Effect Of Luteolin On Hypoxia Induced (EMT)

e —— T .
DM o Actaain 3, 00, 28 and 501 1§ fur B, il gt e
st e 10 Cocth e oyatgerbent 'y 3 o S Epdarmal
:-:::».m: e i - nn.-utv'—;x;ﬂ-

sumlﬂﬂ e A T e {stMt - ';-00!-4"?-0&1”««:”*_--.«».«-..“-‘”.-

#0ur in vitro studies reveal that luteolin supp d Hypoxia—induced EMT by i of epithelial marker E-cadh jonand d of

myo k N-cadherin, Ezrin, Vi inexp ion in human A549 cells. Luteolin reduced epidermal gromh factorgene mutations and

pp ionintegrin B1 exy i

~ In hypoxia tumar mi i | | growth racinr and Integnn is closelyrelated to EMT lhe above finding suggest that inhibition of EGFR and

Integrinis the possible mechanism for Luteolin Inhibits Hypoxia-i p 1M y
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Hepatic Fibrosis

Jin Ma;Shizhong Zheng*;Chunyan Ni;XuedJiao Zhang;Feng Zhang
‘Department of Clinical Pharmacy, Nanjing University of Chinese

i AR T

Introduction

Hepatic fibrosis (HF) rep a
of ition of

{ECM) as a result of wound-healing responses to
chrenic liver injury [1]. Hepatic stellate cells
{HSC), also referred to as lio cells, fat-storing
calls, or lipocytes, have been shown to play a key
role in liver fibresis. Among various growth factors
patentially involved in chronic tissue inflammation,
platelet-derived growth factor (PDGF) is the most
potent mitogen for HSC isclated form rat or
mouse liver and maintained in culture. The
importance of these in vitro observations is
confirmed by the recent demonstration of a
marked upregulation of both PDGF-B chain and
PDGF-receptor B-subunit mRMNAs in rat liver

to mmousdy published prmooo]s Rats were Ibglnlr
immobilized using special cages to minimize stress.
The acupuncture groups wene treated by acupunciure
of Taicheng, Qimen, Ganshu, and electroacupunciure
aof Zusanli for 15mins.

Serum levels test of rat

Serum levels of ALT, ALP and AST were detected by
Biochemical analyzer, Serum levels of HA, LN and
PCIIl were detected by ELISA method All these
markers were used to assess liver injunes.

of Primary Hepatic Stellate Cells

tissue. Our laboratory has that

can effectively inhibit PDGF pathway, and reduce
1(1) and 2{l) collagen expression. Here, we
all.empl to investigate the therapeutic effects of

HSCs were isolated from SO rats by sequential
pronasefcollagenase digestion followed by density-
gradient centrifugation. After anesthesia and

i P ion, the kver was per-fused via the

of and on
hepatic fibrosis and me underiying mechanisms,
which may provide a new strategy for the clinical
treatment of liver Ffibrosis

portal vein with S50mL Gey's balanced salt sclution
(GBSS, Gibco BRL, Rockville, MD). Perfusion was
followed by 200mL of GBSS containing 140mg
pronase (Roche Dlaqlll)‘a‘tﬁ. Base! S-Mtzalband} Bnd
100mg I

Corporation, Lahmod MNJ). The digested liver was
mashed ex vivo and incubated at 37° C for 25
minutes in 100mL of GBSS solution containing
0.025% (wiivol) pronase, 0.025% (wiivol) collagenase
and 20mgimL deoxyribonuciease (DNase I, Sigma,
Rehovot, Israel). The resultant suspension was
fitered through a 150mm steel mesh and centrifuged
on an 8.2% Nycodenz cushion (Nycomed Pharma AS,
Oslo, Norway) at 1400g for 20 minutes at 25° C,
which preduced an HSC-enriched fraction in the upper
whitish layer. Cells were washed by centrfugation
(400, 25° C, 10 minutes) and cultured in Dulbecco's
modified Eagle's medium supplemented with 10%
(volivol) fetal calf serum, 100g/mL penicillin, and
100gimL streptomycin for 7 days. Purity of the HSC
culture, determined by Oil-Red-O staining, was
routinely greater than 55%.

Western blotting analysis

HSC protein was extracted after incubating the cells
for 30 minutes on ice in RIPA and PMSF. The
concentration was determined using BCA assay kit
The separated proteins were detected using primary
antibodies PDGF-BR, ERK. P-ERK. and horseradish
peroxidase conjugated goat anti-rabbit lgG as the

i secondary antibody.  Proteln  expression  was
Materials and methods el
Animal model Statistical analysis
Male Sprague-Dawley rats (250-350g) were Students tiest was used for determination of
used for the after 1 week \I'a]ues gf P<005 were

under standard laboratory conditions at 22427,
constant humidity and photoperiod (12 hour light—
dark cycle). Rat models of hepatic fibrosis were
made using carbon tetrachloride wvia
intraperitoneal  injection.

d to be The data

Medicine
Results
g A o Serum level test of rat
matrix The It 4 i A T

*,]_IJ_“_[ MiImm

inhibged
= (p=0.08). Levels af ASL, ALT.
“' ALP, HA. LN and PCIII were
o decressed. (A} Indices  of
mtn:mwu
("-'.lsm

Nomm
Acupiiure
ron
M et gronp
and Carcumin group

Fig 3: Effects of Combination of Actigmnctare and Mmmw
Signal Patbway, Results showed fhat th
decrense the expresson of PDOF-BR PDGF- nu.m.roﬂ.m

Conc!usmn

he in could
rnlubnt Ihm ﬁbmsu in rats, and may play an
important role in modulation of PDGF pathway of
fibrotic Itver Our data support that a
i 1 of P and i can
mduoe a saries indicators of liver damage

. which pi the
and ing liver function Tha present report

represent means+ S0 flum l‘hree P
experiments at least.

provides novel insights in the prevention and
treatment of hepatic fibrosis.

\lrnnil
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Study on mechanism of hypoglycemic
effect of Drug pair of Rehmanniae and

Cornus on Diabetic rat

WU Cheng,XU hui-qin SHENCun-si ,NONG Wei-hu
College of pharmacy. Nanjing University of Chinese Medicine

The dis

Il diabetes, also known as non-
insulin-dependent diabetes
mellitus (NIDDM), prone to non-
ketotic hyperglycemic
hyperosmolar coma (NKHHC).
common chronic microvascular
complications retinopathy,
nephropathy, peripheral nerve and
autonomic neuropathy. Large
Vascular complications of
atherosclerotic heart disease,
peripheral vascular disease.

Experimental purposes

Make Observations and analysis
of drug serum insulin in diabetic
rats and its effects.

Take weight of 180-220g male
Wistar rats, which eat high fat diet
(normal diet 74.5%, sugar 10%,
10% lard, egg yolk powder 5%,
cholesterol 0.5%) ,and after 3
months feeding body weight by
intraperitoneal infection of20mg/kg
Smg/ml of STZ (to 0.1mmol /L, pH
4. 4 citrate buffer
preparation),normal control rats
ip.citrate buffer.One week later,
rats are fasted for 12h, Measuring
fasting blood glucose, blood
glucose levels greater than 7.0 will
be taken as a successful model of
diabetes in rats. Successful model
will be taken by blood glucose
levels in rats randomized to the
astablishment of model group,
aminoguanidine group
(100mg/Kg), glimepiride group
(0.4mg/kg), total exract of fow
dose drug pair group, total exract
of hioh dose drua pair aroup.

Gavage dose o rats, according to
the above drugs

« After 12 weeks, FBG of the rats
were measured by Blood glucose
meter.at that time,we colfect the
urine. Stopping to given eating, we
picked out of the blood from rats
after anesthesia. The blood serum
was tested on INS ,and make a
calculation about Insulin sensitivity
index(1/(FBG*INS)).the urine was
tested the conceration of Glucose
by Urine test strips. Remove the
pancreas and test it by Pathology.

TLe Total edfrach of  WAAR
W low-ise drag mic WM

27

Toted sxtrect of
e Wrem

highdave drag
i ne

A~ Aqurea eniraer of  ebER
O low-fese drig mir BME

Mqueon satiaet of
- Ashem
w NEEmda ane

The result shows that these
chinese medicine have great effect
on decline the GLU, especially
greater than glimepirade. But the
INS in control were not lower than
normal,however the S| as same
as the normal A decision was
made that this type is NIDDM.the
type2DM was treated by the drug
pair. The results suggest that the
effect was taken by adding the
INS,but not Improve insulin
sensitivity.

These drug pair have great effect

on DM, especially adding the INS.
But we know that a good cure of DM
has lots of standards ,how to make
the standard is an important
problem.
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Cryptotanshinone has diverse effects on cell cycle events

in melanoma cell lines with different metastatic capacity

Lei Chen -Sheng wang - Shi-chong Zheng - Yin Lu*

Jangsu key Laboralory for Tradtional Chinee

INTRODUCTION

Sy millarrheen {Dhvhen ) o bhowvn rasoml Chinac habal mal aanc, nwaldy usadm the
lniad s ol of Bkt dicncs, Dhenien cone i1 Mph:ml 132 mismer chmsi: amd
gl praton by by . i 3 e i st s b
shamn b v ek

potentd iy agl Hove e b tiner medurian of Copldamh- mone romE o l:
shbid T sy b b iy gy o ot ik poge i o

il ooy, The i of i oy oo m
nebrung ol B il it paty, i oty b vt e i
ccaa b,
Copbtnbis s s i o S s, Wi & i ol o

f: ey, Hoe, el iy cacd i

er,pmmmmm. el il bowhighuctatc oy (B1GBIELG) The
st bl e o o g gy ol end ol ke oo o s
oyt B o g rc st he e i mhin
of Cppbaniune.

METHODS

M ond LB i weend oot o8 o md iy, W mscnad e st of
eqp.u.hmml.ppumpnnﬁnwm\mmm wn (Elycke

7y Bow clomdry. The migrity pants i dedcnmal
L, ...a.ﬁ..l aubia A BRI nl MBS, md e ceprain of el cybsamociod rdcin
by Hoting PO,

RESULTS
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DISCUSSION
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lothurian Glycosaminoglycan Inhibits Tumor-plate
Interactions in Breast Cancer through

a Mechanism Invelving Integrins

Woenhiui Qimn,Yin Lu*, Shizhong fheng, Ying v Wang. Ay Wang
College of Faamsscy; Mg Un iversity of Ches e b od e
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The effect of ligustrazine derivative H168 on

hepatic stellate cells proliferation and its

possible mechanism

Introduction:

HSCs located in Disse space adhere to hepatocytes. In
normal liver, HSCs accounting for 5-11% of cell
population contain large amount of vitamin A, and play
arole in vitamin A metabolism and ECM synthesis. In
pathological context, HSCs serve as the primary source
of ECM deposition, and their activation is i
as the centre event in hepatic fibrogenisis. Moreover,
HSC activation is strikingly characterized by its
p Thus inhibition of HSC proliferation can
significantly attenuate HSC activation, and provide
novel insights into the molecular mechanisms and
therapeutic strategy of live fibrosis.
Li i known as pyrazineis, is a
naturally occurring alkaloid product isolated from
Chinese medicine Rhizoma Chanxiong.
logical studies d d that li
has effects of microcirculation improvement, anti-
oxidant, immunoloregulation and liver protection.
I dificati of i ine led to its
derivative H168 with higher water solubility. We herein
i igated the in vitro anti ive effects of
H168 on HSC-T6, and the underlying molecular
mechanisms

Phar

Materials and methods:

Cell culture
Rat hepatic stellate cell line T6 were cultured. Cells aged at
passages 4-8 were used for experiments. Ligustrazine

ide was dissolved in buffered solution

with standard antibiotics.

Cell Viability Assay

For the quantification of cell viability, we performed the
MTT assay using the 3-(4,5-dim-ethylthiazol-2-y1)-2,5
diphenyltetrazolium bromide reagent.

Cell cycle assay using flow cytometry

HSCs were seeded and treated with ligustrazine derivative
H168 at indicated concentrations. Then they underwent cell
cycle assay assay using Pl dual staining Assay Kit.

Western blotting analysis

Whole cell protein extracts were prepared from H168-
treated HSCs. The concentration was determined using BCA
assay kit. After transblotting, the separated proteins were
detected using primary antibodies P21 and P27, and
horseradish peroxidase conjugated goat anti-rabbit 1gG as
the secondary antibody. f —actin was used as an invariant
control.

RNA isolation and real-time PCR

Total RNA was isolated and real-time PCR was then
performed.  ~actin was used as an invariant control. Fold
changes in the mRNA levels of target genes related to the
invariant control GAPDH were calculated.

Statistical analysis

Student's t-test was used for determination of statistical
difference. Values of P<0.05 were considered to be
statistically significant. The data represent means + SD
from three independent experiments at least.

32
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Fig.1 Cell viability assay

Fig.2 Cell cycle assay using flow cytometry

T —— e e

Bt ¢+ 8 8 8 ¥ 8 wm

Fig.3 Western blotting analysis. GAPDH was
internal control for equal loading.

Fig.4 Real-time PCR analysis. GAPDH was
invariant control for calculating fold changes in
mMRNA levels.

Results:

ligustrazine derivative H168 inhibits HSC
proliferation with prominent dose-dependently
Our data showed that ligustrazine derivative H168 can
inhibit the proliferation of HSC-T6 obviously ,with the
increased of drug concentration ,the potential efficacy
on inhibition of HSC-T6 proliferation shows an dose-
dependent manner(Fig. 1).

ligustrazine derivative H168 significantly induces
cell cycle in HSCs

Cell cycle analysis using flow cytometry showed that
the effect of HSC existed in H168 -treated groups with
doses of 25uM . Our data showed that the cells
accumulated in GO/G1, S phase and reduced G2 / M
phase cells and inhibit cell proliferation. (Fig. 2).

ligustrazine  derivative H168 inhibit cell
proliferation is involved in its regulation of
expression of p21and p27

‘We performed Western blotting analysis targeting p21
and p27.  Western blotting results showed that
ligustrazine derivative H168 can inhibit HSC-T6
proliferation by promoting P21/P27 protein expression
(Fig. 3):Further use of Real time PCR found that
ligustrazine derivative H168 promotes expression of
P21/P27 mRNA (Fig. 4).

Conclusions:

Our investigations have identified that H168
inhibited of hepatic stellate cells proliferation in
vitro is involved in its regulation of expression
of P21 and P27. These findings strongly
suggest that HI168 may be exploited as a
potential option for treating and reversing
hepatic fibrosis.

Acknowledgements:

ligustrazine derivative H168 was generously
supplied by Pfizer Li.
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ZLJ-8, a novel COX/5-LOX inhibitor, attenuates TNF- ¢ -induced endothelial E-
selectin, ICAM-1 and VCAM-1 expression and monocyte-endothelial interactions via
a COXA-LOX-independent mechanism

Li Chen, Gian Zhao, Xu-Liang Wang, Ran ou, ¥i-Hua Zhang, Hui Ji*, ¥i-Sheng Lai*

Department of Pharmacology, Ching Pharmaceutical University

INTRODUCTION

m

b
@

4 Adhesion and migration of circulation monocytes to the klood
veszel wall, bazed on the expression of sdhesion molecular, are
important characterizes of inflammation reactions.

# NSAIDs are previous found to posses additional prostaglandins
and leukattienes-independent anti-inflammatory mechanisms,
Heoveveneer, the chronic use of NSAIDS is limited by their severe side
effects.

# A=z g consequence, CORSS-LOH dual inhibitors, interfering both
with the production of prostaglandins and the biosynthesis of
leukatrienes (LTs), have emerged 55 a possibilty to avoid side
effects related to selective COX inhibition.

# The aim of thiz study wes to investigate the effect of ZLJ-6, an
imidazolone COXMS-LOX dual inhibitor, on TMF-s-induced

' # Caorresponding author
METHOD

® Skakic and dynamic endothelial-
maonocyke interadion.

® Surface expression of adhesion
molecules,

® [F-kB and MAPK signaling
pakbway analysis,

W Electrophoretic mohility shift
assay (EMSA).

. 2 : ® IkE kinase assay.o
adhesion molecular expression on HUOWECs, monocyte-endothelisl

interactions and the possible mechanism.

-
[ T

RESULTS

Fig.6
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A, ZLI-6 potently inhibited both the static and dynamic

- 22 I manceyte-gndothelial interactions (Fig.l and Fig.2). However,
: II \ T :rh II COw-2 inhibitor celecoxib and B-LOX inhikitar zileuton
g J A 3 i | failed to affect the interactionz (data not shown).
piehn e ot ok T T ‘T""'. B. ZLJI-6 decreased E-selectin, ICAM-1 and YT AM-1

expression on HUWECs (Fig.3).
€. ZLJ-6 suppressed the MF-k B translocation and binding
activities in HUWECs (Fig.4 and Fig.B).

[ The inhibition of ZLJ-6 on MP- k& B activation was

CONCLUSION regulated by preventing Ik B phosphorylation and IKKR

These findings suggest that : activation (Fig.6 and Fig 7).

#ZLJ-6 potently inhibited THF-0-induced monocyte-endothelial interaction and expression of adhedion molecular expression
(E-zelectin, ICAM-1 and W AM-1 ]

#The inhibitory effects of ZLJ-6 were regulated by MNF-k B signaling pathway rather than its primary pharmacological

E-Gxiecin
Lightgrey line —bEkgrovp; B13ck e —~ THF-a (10 wgmp ; Darkgrey e — ZLI-E
v

target COX-2 or B-LOX. Foaradod Tyr:* Soantific a1 Too bro b gical Major £76 il Prk o+ Significant Cmation o f W Diogs (o . 20092 05103 i fho Tl 1wt Fioc- at' and Specistmd
BuensxhFmd for fho Do o ml Pro grom o £Highar B ation of C hina {Ha . 2009009€110001 ).
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Therapeutic Effects of Ginkgolide B on Cortex and Basal

Ganglia in a Rat Model of Transient Focal Ischemia

Peng Lvt, Weirong Fangf, Xiaohan Geng, Qichuan Yang, Yunman Li, Lan Sha.

T These two authors contributed equally to this work.

Department of Physiology, China Pharmaceutical University.

Introduction: Ischemic stroke is the third leading cause of death and the main reason for severe disabilities in the world. In clinical settings, many patients suf-

fering from stroke often seek medical assi and diagnosis with iderable delay, and result in irreversible ischemic damage. Therefi h logical

strutegies limiting the delayed phase of the brain damage are probably more important in stroke therapy, and drugs with the potential for clinical stroke treat-
ment need to have a rather large therapeutic window of at least several hours. Cerebral cortex and basal ganglia are two brain regions with main vascular
supply from middle cerebral artery and are vulnerable to ischemic damage from middle cerebral artery ocelusion (MCAO). Considering that there are no previ-

ous reports in this study, we evaluated the therapeutic effects of ginkgolide B on cortex and basal ganglia in a clinically relevant model of stroke, MCAO.

»; EEEEEE ]
g TSN RS LR Fig.1 Infarct rate in cerebral cortex and basal ganglia following MCAO.Com-
im ol x. pared to 24h after MCAO, there was significant difference in total and basal
i gy =i ganglia infarction at 2, 3, 4, 5h, and in cortical infarction at 2, 3, 4, 5, 6h.
1n A |
Jas -
B - 1
g 28 T
T e b |
Ful 4
1 =
: L[] 2 4 L] L] 012 M W W N o M
E H Ties after MEAD {1}
% Fig.2 Tissue EB leakage rate at 1, 2, 4, 6, 12, and 24h following MCAO,
: . As shown in Fig. 2, the tissue EB leakage rate at 1, 2, 4, 6, 12, and 24h was 1.020.3, 1.
i E 1£0.2, 1.1+0.2, 1.6+0.3, 2.240.5, 2.6+0.6, 3.120.5. In the right hemisphere, EB content
in
s

is greater than that of the left hemisphere at all time points except for Oh group.

Fig.4 Post-ischemi with ginkgolide B on cerebral SR g 1

infarction in MCAO rats. ginkgolide B (32 mg/kg i.v.) treat- §= =——T7 . ks oo,
ment significantly decreased the total infarct rate and the ! s . . : * m;'.?
cortical infarct rate at 2, 3, 4, 5h after MCAO and the basal Y v a0 e, s

Administration time (h)
ganglia infarct rate at 2, 3h compared to vehicle-treated

group. Ginkgolide B (16 mg/kg i.v.) treatment significantly ~ Fig-3 Post-ischemi with ginkgolide B on logical deficits in MCAO
decreased total infarct rate at 2, 3h, cortical infarct rate at 2,  T85- Ginkgolide B (32 mg/kg) treatment at 2, 3, and 4 h after MCAO produced signif-

3, 4h, and basal ganglia infarct rate at 2h compared to icant imp in logical score compared to vehicle-treated group.
vehicle-treated group. Ginkgolide B (16 mg/kg) treatment at 2 and 3h after MCAO also produced significant
imp in I 1 score pared to vehicle-treated group.
’5 :: an
g:: é 1 [ I S O R
i = "
n i i { = - [ . m-.n.-
Admisistration Time (h ] T i s S S S
2 2 L s 6 Vehicle
Fig.5 Post-ischemi with ginkgolide B on cerebral el
cdema in MCAO rats. Brain water contents in vehicle-treated ¥ i8-8 Effect of post of ginkgolide B on the ion of Evans Blue.
group were significantly higher than other groups, indicating Extravagation of Evans Blue in vehicle-treated group was 2.7140.5. Ginkgolide B (32
a significant edema formation at post-stroke (82.1+1.1%). mg/kg i.v.) reduced extravagation of Evans Blue by decreasing the tissue EB leakage
Post-treatment with ginkgolide B (32 and 16mg/kg i.v.) rate at 2, 3, 4, and 5 h after MCAO (P < 0.05, P < 0.01) Ginkgolide B (16 mg/kg i.v.)
iised sAsn £ on by d ing water at2, duced ion of Evans Blue by decreasing the tissue EB leakage rate at 2, 3
3, 4 and 5 h after MCAO. and 4 h after MCAO (P < 0.05, P < 0.01).
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MECHANISMS OF WU BIE GRANULES ON PREMATURE OVARIAN FAILURE

Wang Haidan, Zhu ¥uanzuan
Manjing University of Chinese Medicine

d Loy Ak TR T ]
: a5 & S e o 4
#POF is biochemically characterized by low levels of ,}"‘ ¥, e )
gonadal hormones (estrogens and inhibins) and high s _ i &
e v 4 g - ". -
Des

levels of gonadotroping (LH and FSH) .

#Heterogeneity of POF is also reflected by the variety of
Wb-H Wbl Wh-L

possible causes, including autaimmunity, toxics, drugs, . rh
as well as genetic defects. :
# Objectives: To Explore the Mechanisms of Wu Bie
granules on premature ovarian failure .

Wh could significantly promote the growth of follicle
Using GWT , CDDP |, D-galactose and ZP3 =8t up ‘C::mnarle:d Wllt_h the ;nn.del aroue. E f
different POF model. To determine the oestrous cycle 4%, a3 proieiil eXpression orauany
by observing vaginal cells every timing. Testing the lavel
of E; F3H and LH.Calculation avaties and uterine indesx.
Ovwarian for organization morphological observatian,

counted the number of various fallicular and corpus Normakfas Naorma-fasL  Wodel fas  Model -fasl

luteurn . Detected T Iymphocyte cell subsets of the --- -

spleen and Fas, FasL protein expression of ovarian by
Des-fas Des-fasL  Lwdhw-fas  wdhw-fasl

.Nn-rmal i Madel

immunohistochemistry.

# vaginal cells of different oestrous cycle

WE could significantly increase the fas protein expression

and decrease the Fas-L protein expression compared with
the model.

T IImihocie cell subsets of the sileen

A:proestrus Bioestrus C:metoestrus Didicestrus
Oestrous cycle of model control normal group mice
were dysfunction and anoestrum were pralongation.

#The level of E2 FSH and LH

Tne lzvloof Z3oTEE iz 1:Momnal

- 3 woge Mormak-C04+ Normal- 08+ Model-C04+  Model-CDB+
:: JDes
100

il 4L bwey

£ 1

n SWb-H  Des-CD4+ ¢ + Lwdbw-COd+ | yel by C D5+
- Bih-h

a 1 2 El L] E] L[] T ?Wb—l_

wh-CO4+  wh-CDE+

Wh could significantly increase the level of E2 and
decrease the level of FSH and LH in model rats.

The CD4+CDE+ of WE was significantly lower than the rmodel

group, compared with the model group with significant difference.

WU Bie granules can promote the development of uterus and ovary | improve The
morphology of ovarian tissue adjust ovarian hormones.

#u Bie granules can regulate CD4 +/ CD3 + and the Fas / FasL system.
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The effects of unhoukaiyinkeli on Vocal nodules fibroblast cultured in vitro

Whs-yuean Fhas ¥ Xoeen-mem?® riwe P Sheng®
1. Nan g Univerzily of tradilional Chinese medicine. 2_Eang Su prosince hoapitsl of TCELH 629

M

INTRODUCTION

Vol nodaieis aimdng ihe inost common lnyngopathies that cavse vocal fnciional disonders. Often the farst step to
the disease is phonoirauna i leads to the mpay of the vessels, hemonhane, leakage of fibim, thrombosss,
pioiferalion of capilianes, amvd then flbiosis. Exiensive shudes mnbcale that fibnas account for approamately 93% of

all vocal nodels So it may be play an inportant rle m the treating of vocal nodules to restam the profiferabion of
fibmoblast and promcle s apopings.

METHOD

1.Human vocal nodules tissue obtamed from patients was imsed by PBS-aniibiotic solubion, culed mto 1-mn3
pieces, and moubated m 9% carbon diocade at 37°C _A confluent monolayer is established waithan 14 days Forties
expenment  fibioblast cells from three passane was used The culhied cells of expernmental qroup were treated wi-
th nmboukarymnkel al vanng concentrabions of 3mg'ml, 21mag/mi, 14 7fmogfml.

2 The pioliferabion level of fiboblast culheed m vl was measured by MTT The apoplosss level was detected by
Hoechst33258 Cell cycle was analyzed by flow cytomelry.

RESULTS
Pichnes of cell alliwred in vilo

A-THE FIRET PASSAGE
B:THE GECOND PASEAGE
C:THE THIRD PASEASE

—— e e e mm Em mm Em Em Em SN ES BN em e e S e e e e e mm e e e e mm e e = e mm e =

Chart oneche effechol nmboukadyinked on proliferaiion of
Tiwobiast

ODvalue Apoptosis ratio(%)

a2s
s Elanrik g
015 14 Frrid

o ODvahe =4 Apoplosis rato(%)

.05
el

o

Mg 2 Vgl T4 Tmpm  Elank group L] 1 0 =0 <0 5

e e e e e e mm mm e mm Em o e e e e e e e e e e e e e e e e e e e e mm mm e Em Em Em R EE N am e e e =

c388288388

i
i
g
:
a
|
g:_
:

o

:

c.21mg/ml;

Runhoukaymnkel can inhibitthe proliferation and DNA synthesis of ibroblast cultured in witro, which
may be accomplished by blocking the cell cyde.
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The effects of Guanxinping on vascular endothelial cell injured by H,O,
Wan M*, Zhu X¥7, Yan SH?, Li GY?,Zhu WY ', Wang HD',Fu R2,Shi LF!
1. HanJing University of traditional Chinese medicine,2. JiangSu province hospital of TCM, 210029

INTRODUCTION METHOD

#The pathological basis of caranary heart disease (CHD) is
atherosclerosis (AS), while the endothelial dysfunction (EDF) is the initial
factor of AS.

#'ascular endothelial cells (WEC) is simple squamous or polygonal cells
overlay on vascular intima surface.lt is both induction cells and effector
cells, that nat anly perceive inflammatary signal, hormaone levels, shear
stress and pressure infarmation | but secrete a variety of vascular active
substances .

#Oxygen free radicals could damage endothelial cells | such as H,0;
could increase inflammatory factors secreted by WEC | induce moare
substance which could damage cells | even inducing apoptosis.
#Clinical research and vitro studies suggest Guanxinping have good effect
on EDF, it also could adjust the oxidative stress, relieve inflarmmatory
reaction and so on.

BBy adopting serum pharmacalogy
method and preparing Guanxinping
medicated serum, we cultivate
endothielial cells with medicated serum ,
observing the the protective effect of
Guanxinping on YEC injured by
H;0,.The indicators include  oxidation
and antioxidant balance, inflammatary
factors secreted by cells and the
influence of cell apoptosis. In order to
explore the mechanism of Guanxzinping
on protecting endathelial cells..

RESULTS

® (o) EELE " (b) HEE ¥ (o) E42MRACLH ® (d) R ® (o) PRIME ™ (£) X RE

B.Guanxlnplng could
: decrease the rate of
i apoptosis , protect

A  Buanxinping may have
antiexidant action +o improve
the NOS level, increase the
level of NO and decrease the
synthesis of ET

1D B LMD L)L g < ADC (T ] BORONT M r\u.,m..ljuc i)

5] B k& =] 5] =]
| i

CONCLUSION

cells state stability.
Meanwhile, after
pretreatnent of
Guanxinping , NF -

kB protein expression e -t

drops significanty,
and to a certain
extent a dose
dependencies .

a b cde f

— T ———— L5 115
L

. Guanxinping
could reducze levels
of inflammatory
factors of
inflammation in Cell
cultures

These findings suggest that Guanxinping could through the feollowing aspects in playing the role of
protecting vasculor endothelial cells:
»protect the VEC from oxidative damage with a certain effect of antioxidation
>medicated serum could decrease rate of apoptosis

»reduce the secretion of inflammatory factors by injured cell, play the rele of protecting VEC.
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Experimental esearch of Kashiwagi alcohol inhibited response

on arthritis model in rat
XA GIU,TIHG HU,YUH SUH*
College Medicine, Yangzhou University

INTRODUCTION METHOD

#ashivwagi alcohol is 3 sesguiterpens alcohol present in the cypress and fir R were growped into contral group (N=),
i luble i i ikl ibilsiE o | mi i e Kashiwagi alcohol high, medium, low
vils It is insoluble in water, slightly soluble in glycerol, mineral oil,and soluble in (40 o0 TAmgkg dose groups,

ethanal, methyl benzoate. Kashiwagi alcohol has anti-inflammatory granuloma  dexamethasone group (0.525majkg), the
in rats Effect.It can reduce the weight of granulation tissue in rats and can weight of granuloma were measured & last,
hetter control the early inflarmmatory response in rats. HiRats were randomly grouped into:
#Rheumatoid arthritis is an arthritis in response to persistent joint damage ssetingnishitaickirl i sl [ o
> LI 2 P 3 3= P _J : g groups, indomethacin group (10mg
leading to progressive joint dysfunction and disability of chronic inflammatery ko), gingeral group{S00mg/ka)
disease characterized. and contral group, After the last
#The present study, we ilustrate the mechanism of inflammatory responge,  3dministration. carragesnan was injected inta

; ; ; ; ) rat paw o build the rat model of adjuvart
irmprovation of early pathological changes of morpholagical structure and its induced joint swelling. &ter the last

anti-inflammatory damage in early RA. administr-ation, the paw volume and pain
threshold were measured by instrument.

RESULTS

table2.impact of Kashiwagi alcohol on carageenan induced rat paw ederma

AKashiwagi alechal can significantly inhibite the

rat granuloma.Campared with the zaline contral s il k)
group, there woas significant differ- ence (P tudad

<0.056).Compared with the hydraco- rtisone S ":,r_ 1h * h h h h
group was na significant difference (P2 0.05]

B.Swelling of the indame- thacin graup dec- :" e | e s | G

reazed significontly compared with the con- tral
group [pe0.011.5welling of Koshiwagi alcohal

group decreased significantly compared with the wd | eezew | ozrrome | oserwss | omcew | owe | osw | oases
contral group (p<0.01 Land positively correlated

with the doze. Swelling of gingzral group 3 P b L e ] P | | R
decreased relative to the control group (p <0.05]. —
arzaama” Orz=ais” aEr=an
L] 1EILOE . Ly . nZES az™ a1Er
arLao’ oaziaes” OrEX0or
Summar‘y' L LEezan - - - azn LT aosz
tablet.impact of Kashiwagi alcohol on oy 2 .| wrezmz
camrageenan nduced rat pmem ard 1M OFIEnor oFFEan L oim aor aovE
:.::' TG Compared with the control group: H£p<0.05, 3 ¥ p<0.01
e Tampeni tabled.Rat pawtendemess values (g)
S Ld_ WA S_MEEE Ld_ M nh h 4h &h
MEamk L]
hlamk E -] E_SaT BN & 257 .45
ot SR L b Y-
e [ R -. ] L) B ETRE L -
Tmbom o b 1w =x_T6T EE R 354,15
[ R G-CET N g il
= -t ~ e igh 264 T 6 G FPE ] 50355
malim [ B F1 R Lo
L] s k: SIS L M T- molim TEb_IE E: B -1 t-2 0 -] 283317
BB L S T
Iowr E N L S_MRED Ld T owr = TR 3 A -1 = _E 250 075
Comﬁared with the contraol ioup: p(0G, g pel0 s == = e

#These findings suggest that :

>Kashiwagi alcohol has anti-inflammatory effects in rat granuloma model.It can reduce the weight of
granulation tissue in rats and can better control the early inflammatory response in rats.

> Kashiwagi alcohol reduce the symptoms in mice 24h after the model carrageenan-induced edema, at the
same time, decrease the tenderness value, indicating that there is resistance to acute inflammation in a
dose-dependent.
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The experimental research on modulating Toll-like signal path of allergic asthma with
CpG-ODNs from Bordetella pertussis

IHANG Bao-yuan, CHI Shen, SUN Yun®
Department of Pharmacaology . Medical College of Yangzhou University, Yangzhou 225001, China

INTRODUCTION METHOD

#Allergic asthma is one chronic airway inflammation with overexpression of IgE, ICR mice were sengitized
infiltration of eosinophil and mast cells, airvay hyperresponse and rermodeling. with O%A 1o be acute or
#Th1/ThZ balance becomes the mast impartant principle of preventing and chronic allergic asthma madel
therapeutic of asthrma, many scientists found that Th1/Th2 balance could be accompany administration of
regulated by some Chinese traditional drugs, vaccine of whole cell of bacteria, CpG-0DMs by ip and ig routes,
chermicals and CpG-0ODMs. and the BALF was extracted
#CpG-0DNs are one kind of PAMP, they can enter cell by inner swallow and for counting inflammatory cell,
caormbine with TLR-3 to be dimmers, after that TLR signal way would be activated to rmeasuring the concentration
stimulate MF-kappa B and AP-1, then Th1/Th2 balance would be modulated to of Th1/Th2 cytokines and
preventing and therapeutic of asthma. YEGF by ELISA protocol, TLR-9
#Bordetella pertussis is one sort of microorganism which can induce cough and rmRM& of spleen and the
asthma. “Waccine of Bordetella pertussis could reduce the morbidity. CpG-0DMs protein of lung were exiracted
extracted from Bordetella pertussis may be one potent intense Thl inducer. So we from the tissues and measured
studied the mechanism and function of the CpG-ODMNs for regulating asthma. by RT-PCR and western blot.
RESULTS

4 The number of EOS and WEC in BALF after
administration of CpS-ODNs from Bordetella
pertussiz by ig route.

seq &'
¥, } Yy ¥ ; group B.The mmber of EOS and WBC in BALF after
seq A H seq b ] et et administration of CpG-ODNs from Bordetella
pertussis by ip route.
AEs B.: Cimmmn o €. The concentration of IL-4 and IFN-¥ in BALF
after administration of Cp&-ODMHs from Bordetella
seq b ip pertussis.
- group .
|~ b *EPp b.The concentration of VEGF in BALF after
seq b p L administration of Cp&-ODNs from Bordetella
group 1=t Vot I ] pertussis.

. P P Al P Uy E.The oxpression of TLR-2 mRM4 in spleen after
D.- E Fa ' administration of Cp&-ODNs from Bordetella
pertussis.

- : F.The expression of TLR-9 protein in lung ofter
: administration of Cp&-ODNs from Bordetella
pertussis.
GAPDH
TLE9 g

Expressicn of TLE-2 mPENA in spken of mice. Total RHA was Expression of TLE-S protein m hmg of mice. Protein was obtaived by FIPA
exacted fiom spleen with Triml magent. Expression of TLR-9 tuffer finm hmg tisme and resobred on 10% SDE-polramylamide gels. Affer
BN A was determmed by reverse transaiption pobmetase chan that, the protein hands were transferred oo polyrirlidens fhoride meambranes,
reation (FT-PCE). We wse 2% gelto anabyse cDHA by azamse blocked 2Zhowdth 3% bl sexum alnmin{BS4 ) and mmodbated with At Mose
zel elechophoresis. Lave: 1: Combol gyonmp;, 20 Model gronp; 3: TLES ambody 1500 all over a night After that, the membranes wem
CpG- 1 goup, 4: Cpl+ p gop; 50 seq & o goup; & Cpl- ig inmubated with HEP-Goat AstrMeuse IgG (1:1000). After washmg, the
group; 7 Cpl+ iz gronp; B: seq A ig group; 9 DA Masker DL mentbranes was moubated with Dinmpwbermidine for cobeation Lame: 1:

Contral group, 2: Model gyoup, 3: CpG- o goup; 4 Cpo+ ip gronp; S:seq &

2000
CONCLUSION group; 6: Cpi- ig goup; T CpG+ iz moup; B: seq A ig ponp.

These findings suggest that Cp6-ODNs extracted Bordetella pertussis can modulate Thl/Th2 to reaulate

asthma through TLR- 9 signal way:

i Regulate inflammatory cells (WBC/EOS): (ﬂl?_{\’
»Modulate Th1l/Th2 cytokines (IFN- ¥ /IL-4) and can not modulate VEGF; »
»Upregulate TLR-9 mRNA in spleen and TLR-9 protein in lung. # v A %

> Administrating Cp&-ODNs by ip route is better than that by ig route.
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Effect of of hainan holly leaf total flavonoids

on AS model in rats
SUNYun®, College of Medicine, Yangzhou University

QU Xia ,

INTRODUCTION

#Over the past decade, we have com e to appreciate a prominent rale for inflarmem-
ation in atherosclerosis and its complications. It is now well-established that fram
early lesion to vulnerable plague formation, numerous in flammatory factors

participate in the disease process.

# Hainan holly leaf have the eficacy of Clearing and detoxifying, swelling and pain,

Huoxuetongrmai.

#In this study, we investigate the therapeutic action and mechanism of hainan holly
leaf total flavonoids to inhibit CRP. THF-o and atherosclerosis in rat with high fat

diet.

METHOD

BSD rats were randomly
divided into group ,drug
intervention far 8§ week , Using
autamatic biochemical
analyzer measured the level of
serum lipid and measuring the
level of TMF-o . CRP in the
serurm by Elisa , observing
liver's and aartic's
rmorphological structure,

Mermal group

mxddle dose graup low doge

in ASrat ( ®45) o

Model group

hagh dose growups

Posflive group:

group

Hormal group

middle dose group
Figure 2 Hiiag holy leaf total flxvpnods effect on the feorphelagy pathology of sorst.

Medel group high des= group +

low dose group Positive groups
(=300}

THF-. CRP inASrat { %41) -

groupe TC{moliL)s Thjmol/Lle | LDL-Cftmol)e  HDL-ClmmollL)e  poups " g{; . fﬂﬁ ja
Nommal group | L46:011°% | 0372004%~ | 002=002% | 175006 T ——S T i,

Model group 7156036540 | 074200882, 0514005 « 1,200 0524 Model o | I8 4 UEkE gAY 17640 1588

Posiiwe group | 6.07£0 78" | 053006* | 030045 177s0.09°% N e | §15684 65 s

High dose » | 5886025 04420038 | 0302005 | 179003 TR £ 253500, 90,08

middle doges | 67120574 0.4720.05** 04420058, 174£0.05%*- Middle dosee | 18- 48 7828 TI 170 e

low  doges | 708:0 0382 04020 07** 0482007 170007 * bow  doga 18 3434 e 30 317

Hote: Compared with normal group:  p <0.05,  p <0.01, Compared with model group: * p<0.05,  Note Comparsd with sormal growg: p <0.05,  p <0.01; Compared math mnﬂ&gwg;'wutrs.'
<l e e p <l

CONCLUSION

Hainan holly leaf total flavonoids can inhibit the inflammatory reaction and reduce the generation of

TMF-2 and CRP

v

s0 a5 to reduce the formation of foam cell, and then inhibit the formation of

atherosclerotic plaque , prevent or delay occurrence and development of atherosclerosis.
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The effect of Barbata flavonoids interfere with the expression of PLTP from
recombinant PLTP gene cell

ZHUPing-Ting BOFing* SunYun Li Xiang-Ming Zhen Xin-hei
Medical School of Yangzhou University

INTRODUCTION METHOD

#phospholipid transfer protein(PLTP) is one combine protein of which molecular BFLTP cOM& flag was
weight is 81 Kda, it iz mainly synthesised in lung and liver. amplified with reverse
#FLTF makes anh inportant role in the metabolism and reconstruction of high density g anscription-polyrerase chain
lipoprotein{HOL), it can affect the function of HOL and modify the processes of reaction(RT-PCRY,
atherosclerosis(AS). PLTP/p3xFLAG-CIMY-14 was
#Epidemiologic Studies found the concentration of PLTP is extremely high in the constructed and transfected
serurn of AS patients. into Bel-7402 cells, The Bel-
#There is no report for therapeutic of AS through PLTP signal way in China. 7402 cells influenced by
#'We construct recambinant PLTP gene cell and evaluate the effects mechanisms of  parhats flavonoids were
Barbata flavonoids through the test of their suppressive function of PLTP in the Bel- analyzed by

7402 cells. imrnunohistochemical assay.

RESULTS

TLRs mRNA expression in mDCs {upper graphs) and % decrease relative to unstimulated cultures (lower graphs)

A Enzyme cut of plasmid
P e . . PLTP/p3XFLAG-CMV-14
o pp—

1 2 3 4 ] &
el R
—— 4 500kp. 7 Ll 8 10 1 1

e 350 N +—  PLTP(Slkd

— 2300k 13 4 15 18 17 18 a
—— 2000k - Pactiibd) Western blot analysiz for the
e expression of PLTP treated with
—* 5008p- Barbata flavoneids

C

Immunocytochemical staining of
PLTP treated with Barbata
flavoncids after 24h and 48h
(x200)
A:medel for 24h; E: model for
48h ; C: treated 24h{(40 myg/L); b:
treated 48h{40 mg/L); E: treated
ERTREN 24h(80 mg/L); F: treated 48h(80
R m s mg/L);6treated 24h(160 mg/L);
. : H:treated 48h(160 mg/L);
\ I:treated 24h{Guggulsteroncs 50
B e mg/L); J:ireated
= A48h(Guggquisterones 0 mg/L);
K:treated 24h{Ginkge Capsule 50
E. ing/L); L:treated 48h(Ginkgo
Capsule 80 mg/L) Bar=40um

CONCLUSION

The total flavene can inhibit the Lipid peroxidation, Free Radical Scavenging, blood lipid regulation, platelet
aggregation, Increased capillary permeability, increased britHeness, the formation and development of AS.

Cur research is basis on receiving PLTP c:DNA from the tissue of fetal liver and constructing gene
recombination cells. The expression of PLTP of constructing gene recombination cells was down regulated after the
adminiztration of Barbata flavencids. It means the function of Barbata flavencids may concern with the inhibitien
of PLTP and effecting the route of metabolism of lipid protein.
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Celastrus orbfculatis extract inhibits tumor angiogenesis by targeting VEGT signaling

pathways and shows potent antitumeor activity in hepatocarcinomas #» vifro and in vivo

Yayun Qian® *, Hua Zhang®, Ying Hou®, Lin Yuan®”, Guoging Li’, Shiyu Guo®, Hisamits
Tadashi®, Yanging Liu®"

INTRODUCTION

Celastrus orbiculatus Thunb has been used for thousands of
years in China as a remedy against cancer and inflammatory
d'sease' wIn this study, the extract from the siem of Celastrus
othiculatus was used. Mouse hepatic carcinoma cells (Hepal-
5 4 6)were treated with COE in different nontoxic

Investigate whetar.. c:m:emraﬁons (10, 20, 40, 80, and 160 1 g/mL). The mENA
orblcu_.'an._!s_ mm'?t (CO E:'_ and protein expression levels of vascular endothelial growth
could inhibit angiogenesis, gey; (VEGE) were detected by ET-PCR and Western Elot,
which is the pivotal step  respectively; the aciive fractions were further esied on

in tumor growth, C5TBL/6 mice and human umbilical vein endothelial cells
invasiveness, and (HUVEC) for any anti-angjogenic effects.

metastasis.

This study aims to

1
1
1
1

[

[

o

o

A
2

I , COE significantly inhibited proliferation and induced apoptosis
in Hepal-6 cells.

I, COE inhihited VEGF expression at hoth the mRNA and protein
levels.

IIl, COE inhibited the formation of the capillary-like structure in
primary culiured HUVEC in a dose-dependent manner.

I¥, Iz vivo, C OE significanily reduced the volume and weight of solid
tumors with low adverse effecis, and it decreased tumor angiogenesis.

Funded hy: Planz of Collegps and Universities in Jiangru Provinee to Postpraduaie Research and Innovation (o CE9B-321 £} and Siaie Adminisiration

{Mo. 4-05 7P35) of Traditional Chinese Medicine of People’s Republic of China.
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nhihilion of Celasires orbicullaies Edracts on Profiferaiion amd VEGH-C

Expressiomnn HCCHME Ce

ZHANG Hina, (JAN Y2 yun NTUAN Lin, TKR Yinp, LIV Yau ging

Mediral Collepy: of Yanpzhen Unibrorsily

INTRODUCTION

dHepalocelular cacmoma{HCCls the secondary cancer kaller” m Chana.
Meatastahc eomrence is sl the mamn obstacle to the mprovement of treatment

METHOD

efficacy. Therefore, reseanches on metasiases and recumence are still mportant -
155085, i ” il iiiom edieat of OOE
@ Shudes have shown a comelabon beiween tumor expression of Vascular omHOCLME oollls was
endothekal growth fackor C (VEGE-C) and lymph node metastasis VEGE-C mduces 00 cue b oy muicrpomiiinee
hmphangogenests via VEGFR-3 and stimulates metastasis. tetraroiimmm [MIT) assay.
SCelashus oriculalus Thanh is a plant belonging to Celasiraceae , which has been 0 g e iy
used iradiionally i the treaiment of asthelis and other mflanmatoey diseases Some e e o o e
shudes have shown that G ordvwcidalus exiracis{COE) exhibis prient anishemor - R ————
activity with kw adverse effects m vilio and i vivo. VEGEC.
dHere we mveshgated whether COE could mhdmle Prolferabion and VEGF-C e IS
Expeession and ncrease the activibies of p38 MAPK to some degree in HCCL G ativity off mES MADE Was
Cells. ieteaied by Wiesiernm
et assay.

RESULTS

A The profiersion st of CF on OO ool A ol = dhifhit

e g 3 FOF conk) gl ot iy
HECLMG cells prefiferation.

IR & b i oo
IE.
w1
l
1 A
1

!

C

[} _OOFE ceuld hibit VESF-—c
axpreszion in HOCLMS callx

{; COE cesld increncs the achivities

of pIBMAPK s soms degrss
HOOLMG Calis.

COE{pg/ml.}

A: confrd B: GOE2Oug/ml C: GOEADNg/ml
D: COEBDu/ml E: COEGDug/wl F: 5-Fu

CONCLUSION

These findings suggect that COE con significamidy -
»inkibiir HOOLMG cells proliferdalion

»inkibir VE&F-C expression of HOOLMG calls
Fincrease the aciivilies of p38 in HOOLMG celis

5FU 160 50 40 20 190 comdrsl

— . N — ‘F—Hs

__-_...—.—___—_.-'—-—--—-F——-\.‘E—Tﬂ
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Rong Chen (BR%F) , Mei-lin Xie (##5H)

Department af Pharmacology, College af Pharmaceutical Science, Seachow University

INTRCDUCTION METHODS

# WMyacardial fibrosis occurs with hypettension, myocardial infarction and heart Failurs, and sa on. Transforming

#2 mouse model with myocardial fibrosis was induced by hypodermic injection
grovrth factor (TGF)- B 1 is oritical for the gensration and developsnt of myo catdial fistosis

of isoprenaline (I30) when these mice were simultaneously treated with osthole
% Peroxisome proliferator-activated receptor PPAR) @ andPPAR Y ligands may inhibit the fibrotic gene

A0mg/ke, B0 ma/kg and positive drug captoprl 25 me/kg for 40 dags
expressions through interference with nuclear factar (HF)- & B. NF- k B is a nuclear transcription factor that

% The cardiac weight index (CW1I) and hydroxrproline content in myocardial
initiates the gene transcription of profibrogenic mediators, such as TOF-B 1.

tissue wers detsrmined, partial myocardial tissues wers embedded in paraffin for

% Osthole, an active constituent isolated from the fruit of Cridizm mownieri (L) Cusson, may be a dual FRAR /v

H&E and Masson staining and assay, respectively. The rest

i of the ventriclss wers quickly frozen for measurement, of RT-PCR

# In the prasent study, we investigated the inhibitory effect of asthole on myocardial fibrotic formation in mise and

its possible mechanisms

RESULTS

CWling'gh

{0 000

1 Model 0 0 Captopuil

O thole (mg deg)

*Pen.01 versus the control group: 1Re0.05, H18<0.01versus the model group.

Aot I t t
byt :
BEE4
Prul
1552
H) 1 t 1
' P P e P |
Comol Mokl # 0 Copupd i Cowml  Modl W ©  copupa
Osthok rgkg) e

*p<0.01 th itrol ;T O th el
*Pen.01 versus the control group; Hhed Diversus the model group pinive sl theicontraligrodp; 0IDarslis themodal gratp,
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Muker Contml  Model 80 40 Coplopril
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®
g2 o . 5
[} WPPARY d Es 600
< S0 = »
R swrft  EF 4 5% 4
H 4
i L ié‘ » ' : : EE = ]
Bos Efw |_L‘ FLI B E t
i Pil= | i ™ A
| Comrol  Model © a0 Caproprd L o e - P
- == on aptapel
Osthole(mgky) ——
—_— Osthole(mgkg)
Outhmle(mcg)
~Pe0.01 versus the control group; TR0.05, T1P<0.01versus the model group.  =p<0.01versus the contral group; tP<0.0lversus the model group. #pe0 01 versus the contral group; +9<0 01versus the model group
¥ CWI and hydroxyproline content in myocardial tissue were decreased, a: Control: b: Model: c: Osthole 80mg/kg: d: Osthole 40mg/kg: e: Captopril

# The degree of collagen accumulation in hearl was improved significantly;
#* The mRNA expressions of PPARQ /¥ in myocardial tissue were increased, while the mRNA expression of TGF- B 1 and protein levels of NF- & B and TGF-§ 1 in myocardial tissue were decreased.

CONCLUSIO

#* Osthole can prevent 130-induced myocardial fibrosis in mice;
* Its mechanisms may be related to reduction of TGF- B 1 expression via activation of FPARa /¥ and subsequent inhibition of NF-x B in myocardial tissue.
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Release in High-Fat and High-Sucrose-Induced Fatty Liver Rats

Zhi-yang Qi (rER), Mei-lin Xie (@HEH)
Department of Pharmacology, College of Phamaceutical Science, Soochow University

NTRODUCTIO METHODS

#lnsulin resistance (IR) is defined as a decreased response of the > The rat model was established by orally feeding high-fat and high-
peripheral tissues to insulin action, and is an impartant Cherical structure of osthole.  sucrose emulsion by gavage for 9 weeks. The experimental rats were
pathophysiological mechanism in the development of fatty liver. treated with osthole 5 and 10 mg/ky, lipanthyl 30 mafkg, and
#Feroxisome proliferator-activated receptors (FPARS), including three rosiglitazone 4 mgfkg after oral high-fat and high-sucrose emulsion for
subtypes of PPAR« , B /& and v, belong to the nuclear receptor B weeks and were sacrificed 4 weeks after administration

family. They may contral the glucose and lipid metabolism. R >The total cholesteral (TC}, triglycerides (T) and free fatty acids
#0sthole is an active compound isolated fram the fruit of Cidium " o (FFA)inserum and hepatic tissue, fasting blood glucose (FBG),
mannieri (L) Cusson, a traditional Chinese medicine o fasting serum insulin (FINS), serum adiponectin and liver weight were
% Our previous studies and literature data suggested that osthole measured. The homeostasis model assessment of insulin resistance
might be a dual PPAR o/ agonist (HOMA- IR} and coefficient of hepatic weight were calculated

#ln the present study, we further investigated the effect of osthole on »We also determine the effect of osthole on related target gene

IR in high-fat and high-sucrose-induced rat madal and its possible HaC CHy expressions such as camitine palmitoyltransferase 1 (CPT-1],

diacylglycerol acyltransferase (DGAT), and sterol regulatory element
binding protein-1c (SREBP-1c) in the liver, and glucose transporter-4
(GLUT-4) in skeletal muscle

RESULTS

mechanism of treating IR

Data are presented as mean * SEM. AaP<0.01 va control; *P<0.05, * P<0.01 vs. model
1: control; 2: model; 3: osthole 10 mgfkg; 4: osthole 5 mg/kg; 5: lipanthyl 30 mgéky; 6: rosiglitazone 4 mgfg

Serum levels of TC.TG and FFA

3 Genes measured by RT-PCR
e
fE GAPDH
H (702bp)
2. Adiponectin
H —— |
F ] (620bp) }E,-'Dm
£ 5000
DGAT C,
wozop) W
40
25 TC(lmg/g wet tissue)). T0{(m/g wet tissue))
i FEACumol g ot tismoe) SR 1y gom
“ 00
H GLuts 100
=15 (583bp) [
o
10 1 2 3 4 5 [
1
25 1.
1
] =
1 2 3 1 s s £ os
=
=
= e
Lewels of FBG, FINS and HOMA- IR 2 o4
5
Group | FINZ FEG HOMA-IR. B2,
(ngfml) (mmol/L) o
1 338.3k140 6.00£012 o00k40
v an or »After treatrment with osthole, the serum levels of TC, TG and FFA, the contents of TG and FRA in
2 40254310 7354017 150 6+6.6 hepatic tizssue and body weight gain were lowered, especially in the osthole 10 mg/kg group
3 20184805 6.5220. 10%* $7 442 0%% »The histological evaluation of liver specimens demonstrated that the steatosis and inflammation in
liver in osthole-treated groups were improved, especially in the 10 mg/kg group.
4 286511834+ 7071016 907 £66+ ¥ Importantly, the levels of FBG, FINS and HOMA-IR in the osthole 10 mgfky group were
decreased, while the level of serum adiponectin in the osthole-treated groups, like PPAR & agonist
El 701920 8.63£021%" 106.249.2** lipanthy! and PPAR ¥ agonist rosiglitazone, was increased
6 306.4%15.3%* 6.56 £0.19% 902 E6.6%
PPARAIY s | adiponectin t
CLUSIO
P
I Osthole can improve the IR induced by high-fat and high-sucrose emulsion in fatty liver rats, !
II. Osthole may activate PRARa orfand ¥, and increase the expression and release of e T

adiponectin in WAT. Adiponectin then stimulates the phosphorylation of AMPK and activates

AMPK, and subsequently increases the rate of skeletal muscle fatty acid B -oxidation via ' ii{'.‘.r,i’*;?:.,ﬂ.h
increment of CPT-1 expression, the serine phosphorylation of TRS-1 stimulated by overmuch e AL te et
FFA interrupting insulin signaling, and then causing IR is also decreased. Insulin signaling i
cascade is impraved by doing so. Ll LA
III.  Another key effect of AMPK activation in skeletal muscle is stimulation of glucose uptake due
to increasing expression of GLUT4 and its translocation to plasma membrane. 1..--,.4;\-.; ;

45



ST Z5IRBIN

M

32, IRINEE 4B

U PO FONBEPR R U5 T HOWE R K U A SERD beta 452 IR /KT-II42 0

e
e Xt 1R FEN: KB

No influence of berberine on the increased amyloid heta-peptide {1-40) levels in brain of

streptozotocin-induced diahetic rats
T ac-wn Lousk, Li Lo, Eiao-dong Liab® «Deparbment of Fharmaeology, Xughow Medical College, Xughou 221002, ¥ Rep Laboratory of Drug Metabolism and
Pharmacoliinetics, Ching Fhamaceutical University, Nanging 210009,

INTRODUCTION METHOD

#Progressive accumulation of the amyloid beta-peptide (& B ) appears in brain of diabetic 1Diabetic rats were induced by i.p.

tats, which mayhe one of causes to the N3 complication of diahetes mellitus (D). administration of 65 mglks
#®BetberingBer) (henzyltetraby droxyquinoling), an isoquinoline-type alkaloid, is a major  Streptozotocin (3TZ). Rats with fasting
ingredient of Huanglian (Copfidis rhizome), also exists in Huanghat ete. blood ghicose level higher than 11.1

#Besides antidiartheal, antimicrobial, and anti-inflammatory effects, Ber had innovative
pharmacological activities, such as cholesterol-lowering drug with a mechanism of action

vl on Today of STZ injection were
considered to be disbetic rats, which
were randorly divided into 2 groups,

diffeting from that of the stating, blood glucose-lowering diug as an effective insulin ardrinistrated 1.2, Ber (100mz/kg) and

setmitizing and insulinotropic agent.

0.25% CIvIC-Na respectively once a

#Ber was an AchE inhibitor similay to Galanthamine and a low-molecular-weight day for four weeks. The body weight

neurotrophic drug to neurodegeneration disorder.

atd FBG lewe] weete monitored onhee

#Ber could decrease extracellular A F levels by modulating A F precursor protein svery two weeks. Temporal cortex and

processing in the cultured H4 newroglioma (APPNL-H4) cells.

#Here, we will examine whether Ber has a comprehensive effect on clearance of the

elevated & F in brain of streptozotocin-induced diabetic rats.

hippocampus were obtained for & B
{1-40) with an ELISA kit on the 35%
dayy after induction.

RESULTS

Table 1 Body weights amd plasma ghicase levels ofthe age-nutched nosnal (Coet ), disbetic (DM), and Bertwated dizhetic (DM + Ber) rats

after STZ or wehick mjection.

Body wreizht (21 Elood ghcose [zl
Cont. oM DM + Ber Cont. DM DM +Bex
ek 1 18345 la3 L Laa e 6171047 1345 14 35+ 1774 £5 50+
Week 3 264 £12 e £2] 187 £19+ &19+075 23,98 £ 5 HH L5777 7 B T4 e
Week 5 254 +17 157 £34:++ 185 £33+ £10+087 3001 £2 454 1351 +7 378

Drata ate means + 5D (n=F). #* p=0.01, when compated with the nonnal ## p=0 01, when conpared withthe dishetic.

2 OCont
Lt [ j= ¥l
3 @A Civi+Ber
'-5 25
E p ]
2 1
|
E 1.5
2
1
s

Fops

Fig.1. Levels of plasma msulin i Cort., DM and DM+Ber rats five
weeks after STZ ar vehicle mduction. limlin kvel m plasna was
meanued with snELIZA kit * # p=0.0] when conpared with the
cortrol rats, # & p=0 01 when compated with the diabetic rats (n=5).

CONCLUSION

5000 O Cont
mOi
& 4000 B Ch+Ber
g
=
2 3000
%‘
& 2000
-
1000

terrporal corlex: Hppocanpus

Fig.2 Levels of bram & £ (1-40) m Cont., DM and CW+Ber rats foee
weeks after STZ or whicls mduction. 4 B (1407 level i hrain was
meanned with an ELISA kit * *p<01 0] when compared with the cortrol

rats (n=h).

»Ber actually had an effect on decreasing blood glucose and increasing insulin level in plasma in STZ-induced

diabetic rats.

»Ber did not exert an effect on the elevated AP (1-40) levels in brain of STZ-induced rats by i.g. administration
for its trace plasma concentration mostly caused by its both poor intestinal absorption and rapid substantial

biotransformation in the liver.
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Regulated hypoxialreperfusion-dependent modulation of ERK1/2, cPLA, and Bel-2/Bax : a
potential mechanism of neuroprotective effect of penehyclidine hydrochloride

Yun Wang', Tengfei MA, Mei Li, Ziaojing Sun, Yigang Wang, Shuling Gu*
School of phamacy, XuZhou Medical College
1 These two authors contributed to this work equally

* Corresponding Author

INTRODUCTION O —

# Stroke is the leading cause of morbidity and a common cause of mortality
worldwide, however, the pathophysiology involved in ischemic stroke is complex and METHOD
not yet fully understood.
BHippocampal slices subjected

#Recently, researches show that PHC [ an anticholinergic agent, with anly high to hypoxiafreaxygenation were
degree of selectivity for M1 and M3 receptor subtypes ) can exert protective effects used in this study. The

on cerebral ischemia. We also showed PHC could reduce the forebrain ischemia- structure of the hippocampal
reperfusion injury in gerbils. However, the mechanism is not well known. CAl area pyramidal cells was

obsarved by HE staining.
#lt seerns more plausible that maissive Ach could act on M1 receptors, then activate  Expression of ERK1/2, cPLA.,

ERK1/2 and cPLA, signal, and yield ischemic damage. Caspase-3, Bol-2 and Bax was
detected by
# We hypothesize that PHC maybe depress the activation of ERK1/2-cPLA, immunohistochemistry and for

pathway, then regulate expression of Bel-2 and Bax as well as Caspase-3, finally western blatting method,

relieve 1schemia damage.

RESULTS

S L = A It was observed that the pattern of
'% close arrangement of the hippocampus
s - €Al area pyramidal cellz normal cells
; 1 I l and their nermality were significanty
. well prezevered in PHC group.

Ag1 Ag?2 B PHC can reduce cell injury induced by

H/R and depress expression of
Ag s

Cazpase-3.
CONCLUSION

Cur study here strongly suggests that this protective effect of PHC may be exerted by
requlating expression of pERK1/2, cPLAZ and Caspase-3 as well as the ratio of Bcl-2/Bax.

As a anticholinergic agent, with only high degree of selectivity for M1 and M3 receptor subtypes,
this study may widen the application of PHC and therapeutic agents of stroke.

o
Sl

PHE can diminish expression of

" pERKL/2 and cPLAZ caused by H/R
damnage, depressed expression of Bax,
highten expression of Bel-2 and the
ratio of Bel-2/Bax.

Tiet mumber of poiive ool

[ ye———
The ratia af ek

Ag &

Funded by: Fund of XuZhou Medical College and Open Fund of Bangru
Provinee Key Lahorainry of Anesthesiology
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PROTECTIVE EFFECT OF L-CITRULLINE AGAINST ACUTE GASTRIC MUCOSAL

LESIONS INDUCED BY ISCHEMIA-REPERFUSION IN RAT
Gou Lingshan (% & i}, ¥Yin Cui (F3), Yin Xisoxing (EPFLE), L ¥i (A8
School of Phamacy, Xuzhou Medical College, 84 West Huaihai Road, Xuzhou, Jiangsu, 221002, China

INTRODUCTION 5‘@ Bl Gz
#MNO plays a biphasic role in the ulcerogenic response of the gastric mucosa e

depending on the NOS isozyme; a protective effect by cNOS/MNO, and a METHOD

proulcerogenic effect by INOS/NO. WSty minutes before ischermia,

#lt has been dermonstrated that L-arginine can elicit a gastric protective effect by L-citrulline at doses of 200, 600,
inhibiting the increased inducible MOS (iNOS) activity and by preserving constitutive 900 mg/kg was administered
MOS (eNOS) activity in the gastric mucosa. intragastrically. After the

#In the kidney, vascular endothelium and other tissues, L-citrulline can be readily
converted to L-arginine, thereby providing a recycling pathway for the conversion of
L-citrulline ta MO via L-arginine. Because of close relation to NO production in vivo, histological examinations.

its heathcare and medicinal values are attracting increasing attention. Moreover, the expression of
#We hypothesized that L-citrulline might inhibit IYR-induced gastric mucosa injury by s and nos protein in the
preserving MO production via cMOS in the gastric mucosal tissue, therefore we
studied the gastric protective effect of L-citrulline using a gastric ischemia-
reperfusion rmodel.

RESULTS

TLRs mRNA expression in mDCs {upper graphs) and % decrease relative to unstimulated cultures (lower graphs)

experiment, the stomachs were
removed for biochemical and

gastric mucosa were
determined.

-

. A L-citrulline had significant

‘—;‘_ protective effect against I/R-

£ induced gastric mucosal injury, .

F R However, this protective effect
i= was significantly reversed by prior
Es administration of L-NAME

B_Ths MPO activities of L-citrulline
groups were significanty
decreased compared to the I/R

A
. group.
Pt = C . Treatment with L-citrulline
E. Ea significanty decreased the total
Eu: - MOS and iHOS activity compared
2E- gé to the I/R group. Moreover,
E, E pretreatment with L-citrulline

induced a significanHy increase of
the cHOS activity up to sham
group.

D L-citrulline preadminiztration

" significanty attenuated the

increase of iNOS expression
induced by gastric I/R. In
addition, no significant difference
waz found among I/R group, sham

and L-citrulline-treated group.

i

CONCLUSION

This study demonstrated that L-citrulline had protective effects on I/R-induced gastric injury in rats.
This protective effect occurs, at least in part, via the preservation of mucus as well as reducing
neutrophil infiltration into the gastric mucosa tissues, which are related to the maintenance of cNOS
activity. Moreover, the suppression of an increase in gastric mucesal iINOS protein expression may be also
involved in the gastric protective effect of L-citrulline. 4.3y, Notural Science Foundaiion of Province,

A | Foundation of Xushou Medical College for Pos igraduate.
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A vicious positive feedback loop in nitric oxide production induced
by oxidative stress in mesangial cells cultured in high glucose: A
novel mechanism related to diabetic nephropathy

Qian Lu, Yunpeng Zhai, Xiaoxing Yin*

INTRODUCTION

# Diabetic nephropathy (DN) is a serious and the most common
complication of diabetes. So far, the mechanism of the
progression from the early phase to end-stage malignant lesions
remains obscure.

4 The NO system is one of the important mediators implicated in
the pathogenesis of DN. NO is involved in the regulation of
glomerular filtration rate, sodium excretion, extracellular matrix
accumulation and the maintenance of renal structural integrity in
the kidneys.

4 We hypothesised a vicious positive feedback loop in the
production of NO in mesanagial cells (MCs) under high glucose
condition. This vicious loop is induced by the oxidative stress
which occurs in high glucose. we therefore studied the
generation and action of NO in MCs exposed to high glucose.

RESULES

A: Both ROS generation and NO release were

) &*ﬂ%‘?r’xﬁ

METHOD

Rat MC line HBZY-1 was cultured in
Dulbecco’s Modified Eagle’s Medium
(DMEM) with normal glucose.
Intracellular reactive oxygen species
(ROS) production in rat MCs, the
quantity of NO released from rat MC,
the levels of TGF-£ 1, Bim and MnSOD
as well as the phosphorylation of Akt
and FoxO3a and the nitric oxide
synthase (iNOS) were tested.

B:High glucose, hydrogen peroxide (H,0,) or NO donor activated the TGF- £ 1-

|ncreased by the up- regulatlm of TGF-£ 1 inrat MCs. induced PI3K/Akt/FoxO3a pathway and decreased the expression of Bim and MnSOD.
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the response that the excessive ROS production :
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There is a vicious positive feedback loop in the production of NO
in MCs under high glucose condition.

»The excessive generation of ROS stimulates the over-production
and excessive release of NO.

»NO reduces the levels of both the MnSOD and Bim genes, via
TGF-B 1-induced PI3K/Akt/FoxO3a pathway in MCs under high
q_ucose cnndmon
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THE EFFECT OF METHYLATED OLIGONUCLETIDE TARGETING Ki-67 GENE IN
HUMAN 786-0 RENAL CARCINOMA CELLS

Jie Mou, ¥iLiu, Dao-Cuan Tang, Xiao-Xing ¥in*
School of Phamacy, Xuzhou Medical College, Xuzhou 221002, China

INTRODUCTION

#-B7 protein is strictly associated with cell proliferation. It is present during all

active phases of the cell cycle, G1, 5, G2, and M, but is absent from resting cells. METHOD

#-B7 protein is not only associated with cell proliferation but also integrated into The activity of Ki-67

the regulatory protein network that drives the cell division cycle. Since the growth of promater was detected by
tumor cells is frequently associated with high cell proliferation, KiFG7 may represent a5 ) Ciferase reporter assay
potential target for cancer therapy. system. The expression of Ki-

#DnA methylation occurs almost exclusively at CpG nuclectides and has an 67 in 786-0 cells was detected
impartant contributing role in the regulation of gene expression and the silencing of by RT-PCR and

repeat elements in the genome . immunchistochemistry

#WWe hypothesised methylated oligonuclectide targeting Ki-67 gene could inhibit Ki-  respectively, The proliferation
67 expression and consegquent proliferation of hurman renal carcinoma cells, of 786-0 cells was determined

by WST-8. The apoptosis was
measured by Annexin v and
Propidiurm Iodide .

RESULTS
A

mim

The activity of Ki-67 promoter in 786-0 cells.
The 786-0 cells were transfected with pGL3-
Basic/pGLEKZ35 or were cotransfected with
p&LEK235 and oligonucleotides (MON1-

5/CON/ONj).

>

B. The cells apoptosis at earlier period and midanaphase

were observed by fluorescence microscope.
CONCLUSION

These findings suggest that methylated oligonucleotide targeting Ki-67 significantly inhibited:
»the activity of Ki-67 promoter,
»the expression of Ki-67,

»the proliferation of 786-0 cells.
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