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Chronic colitis induced by irritant dextran sodium sulphate
promote hepatoma development in mice

YI Hong-gan'” ,ZANG Meng-ya’ , WU Zhi-yuan®,
ZHU Zheng® ,ZHAO Xin-ming® , WANG Wei-hu*,QU Chun-feng’
(1. Guangzhou Medical University, Guangzhou 510182, China; 2. State Key Lab of Molecular Oncology, Beijing 100021, China;
3. Department of Medical Imaging, Beijing 100021, China; 4. Department of Radiation Oncology, Cancer Institute/Hospital ,
Chinese Academy of Medical Sciences, Beijing 100021, China)

[ Abstract] Objective To investigate the effect of gut bacteria under chronic colitis on the progression of hepatoma
in mice. Methods 22 hepatitis B virus ( HBV) - transgenic mice (male, 8 weeks) were randomly divided into two
groups, one group (n =10) was fed the drinking water containing 2% dextran sodium sulphate ( DSS) to induce chronic
colitis and the control group(n =12)was fed with normal drinking water. In order to investigate the effect of gut microbes,
7 male HBV-transgenic mice(8 weeks, with no detectable hepatoma under microscopy) were cohoused with 4 mice with
hepatoma for 16 weeks. Results No significant liver cell damage was observed in the group of the mice fed with 2% DSS-
containing drinking water. By the 22 — week old,9 of the 10 mice(90. 0% ) fed with 2% DSS-containing drinking water, 2

of the 12 mice(16.7% ) fed with normal drinking had hepatoma. Both the hepatoma incidence and the tumor numbers in
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the group of mice fed with DSS-containing water were significantly higher than that in the controls (P =0.002 and P =

0. 028respetively). Compared to controls, the bacteria family Prevotella ( P =0.022) and Anaeroplasma (P =0.014)

reduced significantly in the mice with induced chronic colitis. All the mice (n=7) cohoused with the mice with hepatoma

had the liver tumor developed at 24 — week-old. Conclusion

the development of liver cancer.
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[BE] BHH S ETFE 7ERRR B h A Bt RS IR SR E R, xR R AR
i T B e R A7 T 2R A T B ) SR S B PR B AR TR T PPN B NV B3 1 B A ETFR 78 1B B 5 Hh A k7
b PRGNS HR TR 15 S B /N 4 NRK 52E JR T-BER #g ETFR B4 kL, -1 FL4% J« & NRK 52K ZHf, W
5% ETFB i FA X MRS AR T- M ER . R BEIRE B R A I 00 B DI BRI T r% s 5 6 K LA 7
EP B/NE I 5405, ETFB mRNA FIEE F13RE T I, IBIPR W15 S NRK 52E 40T, & ik ETFB 7] j8i/ 4

To. 85I MR B AR ETRR 3k TR, i %63k ETFR T REAIKIR TR 5 5 10 B /INE 4 i T

[RER]  ETFB; WEIRME 0 ; B iR ; A 1
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Study on the expression of ETF in diabetic nephropathy and its
relationship with lipotoxicity

WANG Hua'? ,ZHANG Hao-jun®* ,ZHAO Ting-ting’ , YAN Meihua® ,DONG Xi* ,SUN Si-fan'* ,ZHANG Bing-xuan® , LI Ping'*
(1. Graduate School of Peking Union Medical College, Chinese Academy of Medical Sciences, Beijing 100730, China;
2. Institute of Clinical Medical Sciences, China-Japan Friendship Hospital, Beijing 100029, China)

[ Abstract] Objective To detect the expression change of ETFB in diabetic nephropathy rats and study the role of
ETFB in fatty acid-induced apoptosis in renal tubules. Methods Diabetic nephropathy model was established by
intraperitoneal injection of streptozotocin and unilateral nephrectomy. In vivo ETFB expression was detected in renal cortex,
as well as tubular injury evaluated. In vitro fatty acid-induced apoptosis in renal tubular cells NRK 52E model was
established and ETF@B recombinant plasmid was constructed to be transfected into NRK 52E cells and furtherly to observe
the effect of ETFB over-expression on the fatty acid-induced apoptosis. Results In the rats model of diabetic nephropathy
induced by streptozotocin injection and unilateral nephrectomy, ETFB mRNA and protein expression were decreased as
obvious tubular damage occurred. Fatty acids could induce apoptosis in NRK 52E, and ETFB over-expression reduced the
apoptosis. Conclusion  The expression of ETF is decreased in diabetic nephropathy model , and ETFB over-expression
can reduce apoptosis induced by fatty acid in renal tubular cells.

[ Key words] ETFB;Diabetic nephropathy ; Fatty acid ; Apoptosis
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P < 0.01.

Fig.1 Comparison of blood glucose, 24 h urinary protein and blood lipids between Sham and DN groups
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“P < 0.01.

Fig.3 The expression of ETF in the kidney cortex of diabetic nephropathy rats compared with control rats
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[HE] BHH FTEERMIELEBAARFEBE UVB BOEE RAattmamimiEi, 7% BUEY
TER 36 2, LS Jgxt B K 258140 (0 530 5,60 s.120 s 240 s) ;54145 2 H, T IREMHT 30 min 76966 R AT E6
HREE RN LW, WA N 15 om, KA 3 /NI BEE (MED) B9 UVB £ 200 ~ 540 m)/em® 43 5854541,
BUZRA LY SIS WD) e G2 BB ISR, G6R X IR TCE U Ik Hh BAS [R5 6 i e I i) T DL R e 12
4, H 120 s 2 240 s BB BR ALY HEFEETL I P A s . 250040 T0 T BREL R b AR M A VR Y ek L IR D
ZWMMPAARRGE, it SMHZBERAE S B RS R f” IR 18 SO K B2 AR E T B 48 UVB Bk

F R 2PE R,

[£4#iA] UVB; LB RGBS b
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Protective effect of Curcumin and Tea Polyphenols against
different time of UVB-induced acute photodamage in hairless mice skin

GAO Ai-li' |, JIANG Na'? ,LIU Qing'* ,ZHANG Qian-weng'* ,FAN Jun-wen® , WANG Peng’ ,
DENG Hui-yan' , LI Run-xiang' , LIANG Bi-hua', LI Zhen-jie' ,GONG Ye-qing' ,ZHU Hui-lan'
(1. Guangzhou Institute of Dermatology, Guangzhou 510095, China; 2. Guangzhou Medical University,
Guangzhou 510182, China;
3. Laboratory Animal Center, Academy of Military Medical Sciences, Beijing 100071 ,China)

[ Abstract] Objective To assess the protective of Curcumin and Tea Polyphenols against different time of UVB-
induced acute photo damage in hairless mice skin. Methods  Thirty six BALB/C hairless mice were randomly divided
into control groups and treatment groups (all of them were divided into 0 s, 30 s, 60 s, 120 s, 240 s groups with two
hairless mice). Curcumin and Tea Polyphenols were applied to the mice’ s skin before 30min irradiation. The irradiation
distance was 15cm. The mice in each group were given three times of UVB MED about 200 ~ 540 m]/cm* and the

irradiation time were 30 s.60 s.120 5,240 s. After irradiation, the skin on the back of the radiation center were taken into
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paraffin section for light microscopy observation. Results

Different amount of squamae appeared in the control group of

hairless rat, and lymphocytes scattered in collagen tissues. In the 120 s and 240 s UVB irradiated group, the collagen was

red stained, disorderly arranged, even homogenized. In the treatment group, inflammatory cell infiltration was lessened,

and collagen damage weakened. Conclusion

By weakening inflammatory cell infiltration and collagen damage, topical

application of Curcumin and Tea Polyphenols can protect hairless mice from acute photodamage caused by UVB irradiation.

[ Key words)

o B R AL (ultraviolet, UV) #8585 7T B B 5158 {72
J 20 B 15 P 4% (reactive oxygen species, ROS) HE
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1.1 XEEHHRHAEGRFIFLE
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UVB; Hairless mice ; Model , animal ; Photo damage

Al) 0. 5% 5 LA e 2 80 ( BB hr TR A
B2 F)) MR B ) s 28 2 B (AR B 27 Be At N
AR 5T T ), FIRUZE K s ff . UV 697 AL (LT
SIGMA A w]) , UVB T4 (fif = PHILIPS A H]) , &
FEGR BE{E N 11.4 mW/em?, UVB % K38 Fl 290 ~
320 nm, {H 297 nm,

LR MR IR (0 5,30 .60 5,120 s,
240 s) (ZZHER + UVB 2M644) (30 5,60 5,120
$.240 s) H; A Z B 43 X HRZH (0 5,30 5,60 s,
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s.120 5,240 s) 4, 5 X REAL S 0. 5% #& H %
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1.2 Fi4¥E—UVB MED B#7E

WL EREE, BB KR, 8T UVB JLE
IE T 15 em Ak, 53 51568 BT 38 B2 ik BE 5T 30
90,180,300 .600 mJ/cm’ | & ¥ UVB, 48 HE it 5 24
h JCT BT T A Jbk B A HR AT DL 2T BTN A5 UVB
FIHEE AR LS 1) MED
1.3 YA%5K% UVB BE A%

HEGHT 30 min, 7E 4 T B B A H bR 0 1 AR
Fil B 0. 5% R P L A 2240 WK Z R AR Z
[ L]V =S M g4 S W 4 W2 821958 T (0L AN TRE (N L
KA LT RE T UVB GIT AU F 15 em, JH 3 1%
MED £ 200 ~540 mJ/cm’ , 45 FEZH TG B R 301 B S
0530 s, 60 s.120 s.240 s, 452K ICTE IR IR
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1.4 KEWMEELEREKIMVRET

TS R B K R NI sk TC B BRUR S
7 K R B MRS AP i LR 1,

F1 BRINIIRZS PR it

Tab.1 The score standard of skin appearance

Grade Skin condition
0 T 7 TR AW 5L AL 8, The back skin present flesh-color

0.5 R R R E I HEZLEE The back skin show a small amount of erythema
1.0 R R R B ST LI BE The back skin present some of erythema
1.5 IR R E IR LLBE, H AL There were lots of erythema on the back region, and wrinkles

2.0

ﬁgﬁﬁﬂk%ﬂ]j{ﬁélﬁﬂ HIRAE S FB43 S There were lots of erythema on the back region, with wrinkles and some scaling
2.5 TR R R IR B LB, IS KB E There were lots of erythema on the back region, with wrinkles and a lot of scaling

3.0 5 HB R R SR LLBE , Hh 3 S R AA IR KA There were lots of erythema on the back region, with sagging and rough
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1.5 REREKAEYA HE 8 KEUR

R UVB RS SEIAE A | S0 F R 45 21
SPIARFE , FE AT FRIEG X 0 1.5 em x 1.5 em
RIYERE N, BRI J] B 0.5 em x 0.5 cm K/
FEIRAEL, 2[5 e K BB BN A,
B HE J (8 0f WAL 5%

2 FR

2.1 KEMEILERBEKRPRRKRETH

130,90 ,180,300 .600 mJ/cm® F|E A UVB iR
FHTCE BRI K , 6B B R AL IE & 21
PN [vi) A 2 0 JrS A ek s R4 3 181 1) ARG JS 24
h H0 B A PR HR T UL 21 5 e A5 19 UVB 5 i o AR
WALER A MED (R4 3 /1 1C) ,MED #) 66 ~ 180 m]/

2
cm”

2.2 XERMETIUEZSAEREKRALEMY

22 UVB J&SF30 s J5 , il WA )2 1 8, e )
B BERRESIE # 3 £2 | IS RAE &, Je T 41 81/0 i RO
IR, X2 AFEER T, M)z R
FRIE B3 N K i M A5 AT A8 TE 1 o BRZF 38 22 (B
UVB RESFLH R, B e IE % (24 4 181 3) ;48 UVB
HRGT 60 s J& , AT UL Je B e B 21 G | R 4 if 122 i 7
FER UVB J5130 s A2 . X2 BT HUG KR
FEARIEH , RIEANMR AR EE UVB BRST 60 s 4108,
B HBRLI IR 2 22w R T, H
LU GRS NE P A L i o TE O (E M o =Y L2
(KA 4 Bl 4) ;28 UVB BRI 120 s J , HoAf A0 B
— RN R SRR 2T g By Ak, AR M A R I i
B, X ZWTE, BIRIEAIE S, HE5 R0, &
PRI M e, BRI B, B R T g H
ZH AU MO FEAR [R) 2% 2 By T A, (0 E 2 R A4
JE(EAGES5 B 5), 2 UVB M5 240 s i, i P J5E
b HEA AL, X 2T R, IR IEAR IE
RYEMMIRI RS, BRI AU, LW ERT
T, FLZH 25 B A i AR FEAS R 2% 2 T A, 5
R EEIR A S K 6) .

3 itig

UV @553 R 2 /M2 (UVA) \UVB FlAE %
AN (UVC) i UVB B BRELBERE J) L UVA 38
1000 £, B0t H e M40 5 = 22 UVB Fr 2,
UVB B R IR 5, 3% Bz Al &b 4 D RE ek A%, B4

FRUNZA e HTAIRER A0 B R S R VA BT, L I
EYTIK, MAEE E VRN, BLAL K e SR AE AR,
LU BRI DL 3 B A0 K B A [ 4, e S
Ve HES ZE L, R AR PSR R L Al iR
i, B 4 22 4, BT R A

PTARR , RIRPU A A D A G0 05 B 37 KRy 7
T BN R, R Wy 2 T 3R A N2 T 7
— EUEENAMI SR R R R
N2 46 750 P 3 3 0 Nef2 {5 53 f ) Bz Jk ke )
BAPPE . Nef2 {5 5 38 B2 32 5 o 1k B ol B Y
PUAAAL BLOE B ZEDLARARGT AN S8 A N By A
R EEAE M, IEEORBLT, N2 5 K A
Kelch £ ECH Bt5 25 H 1 (kelch like ECH-associated
protein 1,Keapl) &5, Ab T AH X0 il (o) PR 25 I B e
FETEMIR SRR A A T, Nif2 M Keapl | fif 2
Tk HEAMILS Maf 8BS ZRAIK RS %5
TRAKE 5 BT E AL N JC 4 (antioxidant response
element, ARE ) 454, 5 2 350 11 A1 g 57 Bl 35 [H] (1) %
0P ROS s 7 A TS B — RN A TR
(B AR PE RO 2R AR AE Nef2 YT R AT
Nrf2 — Keapl % 48 GE {45 BE H Ik 55 3 1k i 1
ISt B E B UV Br st 2 e moes
i, O HAPPAE S 2 8 R 1% DIae 555 UV %
ROS WIIE A 5, FRATTHT I 58 & BEA [R) 9 1 Y
SAMRIFE S HaCaT 4, 2285 R BT B AL A
POCH 51 ROS JK-F-THiE , B AT S A AL i3 4
I ELR W BEARTH PE ) Elmets %57 5E S T 42
AR PRI L1355 004 58 200 B | A U7 4 40 A LA
L UV 419 DNA A 52, wEFE R, i
EGCG FabBEn] ] UV BRI 51 A R P 4l i i=
1 R 3R K N A R & ROS 2™ ¥y CD11b
(+) 4,

JoE B (hairless mice ) f& %% 5 = 2= Bh 22 B 5250
T 1990 4E7E BALB/c /N BB & B —
PR BB 1Y 58 72 B, JF 44 24 Uncovered , &P FR
1C4 Unev, 58 EUR HE, T B BURY I )i 45 2R O 5+
WL ICRPEERIGE . OB B K B LG A BT T
B R JH , ELAT58E 40 ) 30 B Ak # B B P AR Y
IR , SR B TR P S48 3 K 0 2 B i 245 49)
A S FEAE A E R ShA R

AR Z 56T 2 oei f i i s, (5 H i
W ATE e — 1S PR . BEAERF S R, SR
iE SN SE UVB GRS ) E2ER Mz —,
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UVB BESHE 7] S 42 i ROS VR 58 51l {2 dt f
T I 4T A 5 S g EE8 400 A e o 40 e 45 R
SLEMEE MY K, A SCER s T 25 B R ]
B G D8 UVB 48 5 51 A 2 E #2405 LA & 35 HoHle
BT R 5 AT kB H AR
2 TR 1A 22 Mo T i ok A A o e I T A 1 A7 P AR
JE TN 48 A2 175 5 1) o 2 AR ASE R /N BB Bk 1) P 4
YERIT® , ARBF5ERH 3 1% MED £ 200 ~ 540 m])/
em’ FHAY UVB BESTCE R HB R K, 2230 s S 60
s J BRI, HEAM LA IE %, 1M 120 s 5% 240 s, JG
ERE R D & R g H 2 200 B A4 ek
AR, % UVB B, B L 2R B Y
NRARSGA: | B I B 2 g HED) 2K L, £ =ik,
Jie i) AT UL O A 22 R T A, 2 A 2 T I 2
REY TG , e 200 B R 3055 58 M 4n i =
e RS A HEF AL P AL IS (AN
JEHE KT PR MR 2 F AR R IR
SR AN 22 85 R s A% 2 vl 38 1 v A 4 0 41 R
1R R 3 i e R i SR 6T UVB 8o 6 B2 Bk 2
PEC T RE A B
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[HE] BHM ESTFEAFA P E « HUSIE" AR & o g8 M i /N ek /0 14 98 A1 J8) I i /N 9 20 1) K B
B, Fik SRA SD KRB L S5 20% TRk 2 ORI IS I 159 1: 4R BE 0 S b SD R BRIl /AR MLV ( APS)
JE ST TR BRIBE R I/ A DD P S A TR BRI 9 48 A2 K B A v R R o I 5 B 5 B e i A L )
nWIZs- R (5-HT) K, S8R BIH KR RIESR)E 2 ~6 h WIRF B Yok B3 ETh B 4 RN E

S ANGERIT 30 RIDBHERBL ML (P < 0.05) ;AN LG b i /INIEC S5 R AR , B 52 1542 200 M 5 o 2 i D>
(P < 0.05) ; KGRI T X 5-HT BK B EER (P < 0.05) . 458 FUR T8 Pk ML/ IV 20 1 s s ok
SR IES, SR IEA PRI T« S B SUR & e P i/ INIR s> P S0 9m BRU& A SR8 PR 2,

[ K88R) BRS80S0 5 VAR ; K AR 7Y
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Establishment and evaluation of heat sheng model of rat
primary immune thrombocytopenic purpura

NIE Tian',JIANG Wen-ming' ,PENG Su-juan’* ,ZHANG Min-yu’ , YANG Lin*,LI Shi-neng' ,HU Ni'
(1. College of Integrated Chinese and Western Medicine, Hunan University of TCM , Changsha 410208 , China;
2. The Second Affiliated Hospital , Hunan University of TCM, Changsha 410005, China;
3. Hunan People' Hospital , Changsha 410005 , China ;4. The First Affiliated Hospital ,
Hunan University of TCM, Changsha 410007 , China)

[ Abstract] Objective To establish a rat model at the same time in accordance with the “hot sheng syndrome” of
traditional Chinese medicine and primary immune thrombocytopenic purpura of peripheral blood platelet reduction.
Methods  Using back multi-point injection of 20% dry yeast suspension on SD rats and 1:4 dilution of rabbit anti SD rats
platelet serum ( APS) by intraperitoneal injection to establish a primary immune thrombocytopenic purpura “heat sheng” rat
model. And observing rats of TCM syndrome characteristics, hemogram, myelogram and serotonin (5-HT) level of the
temperature regulating center in thalamus. Results After injection of 2 h ~ 6 h temperature and daily water of the model
group rats increased significantly,toe purper showed in fourth day of modeling and intestinal mucosal bleeding in thirty day

of modeling( P < 0.05) ; Platelet count in peripheral blood decreased significantly, bone marrow megakaryocyte number

[E£TH] HIEE U5 ARHIEIH (CX2013B331) ,
[TEE R ] LA (1983 - ), F  HtA, Lol PPTEES & IR % . Email :568098977@ qq. com,
[EHAEE 1 I (1962 - ), 5 3082, WFFE 7 1) METR PR I VR003 Y Hh BE 2576 . Email 2839040380 @ qq. com,
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reduced significantly( (P < 0.05) ;5-HT level of the temperature regulating center of brain increased significantly( (P <

0.05). Conclusions The study of the primary immune thrombocytopenic purpura heat sheng rat model of combination of

disease and syndrome reflected basically the pathological characteristics of purpura caused by “heat sheng” in primary

immune thrombocytopenic purpura rat mode.

[ Key words)

JE & e 2% PR AL /S B sk 2D PR 5K 8 ((immune
thrombocytopenia , ITP) F2& —Fft Ifil /N G2 338 14 1 I 1)
HOOLI RO S R 4 R Y P 5 A I TR
WEE ARSI TR TTP 1y H B0 44 8 o« 2807, #A
BEAIE & 1TP 8885 WL rh BEUE RS | A Ik 4% 36 Il 2
A2 TP SR TE M SEARHL ) Xl iz o i 2% it
2 MELAT 32 S e il 70 2 RIVE R Y TP A8
HRHNEAHERMERN N EINEIT, R R B T8
WRYIE AT 3% (B, HATXHX 288+ 1 1TP
BN BT T AT B = A6 i B R IR 5 sy TP
YRR ] fE gk — 2B BRI TP b 2458 25 91 A& Al
T ZTROAIE T . I, AR SR A T I Y
FISCHR A A (9 3Ems  SR 209 B b TR K
FPUML MR (APS) TS SD R BUE H 57 LA S
JZE P AL /DN 2 P 5 e R BB AR IR PP 1A
R AR

1 #MEFAEE

1.1 e

1.1.1 Zh%y SPF 4% SD MR B 40 1K 160 ~
200 g, W4 I B 3k v 3k SE 5 B ) A FR A F
[ SCXK(1)2013 —0004 ) , T 75 P57 74 2 M 1 A
S HRE1L.7~2 ke, WA KT REAEDHARE
FRZN ][ SCXK (3H1)2009 —0012) o S5 AE i 5 vp 2
2 RAE S S O #E AT R AT IESS [ SYXK
(#1)2013 -0005] .

1.1.2  1YX#% TDZ4 — WS Ik 5 B DAL, K7
INEFFRE T, XT - 40001 4> [ 2h i 40 504,
HAR LA, Leica dm 2500 38 5 fH s,
EPERAE L, BB, BN A B R A B
NI

113 &5 ab R iR, A R4
oA (PR LS bstzjelObwq ) o AN 5E 4 31 AR,
S IV O 1 e ol A S 7/ /N =i I G SRl 1| =
bstbzjelObwq) , 5 — FE R S kil il &, i A b
Sl AE B R A BR A B (AR H9523)
0.01 mol/L pH7. 3 R ERZZ i (PBS) , I H iKY
A W 08\ (AR TEHES . 09D16B30) , TR

Primary immune thrombocytopenic purpura;Heat sheng;Heat syndrome ; Rat model

DA B 0 T T B, W 1 BE I RE TR AR A PR
A (A5 1124686937 ) o Fiw [N — B AR % L W,
W R DR A HRA RS A (A7
413123) , ZRHEE, W B 50 B A B bR B A
AT (A5 . XK13 =201 —00399)
1.2 EWHE
1.2.1 ¥ SD K Bl /Mg I (APS) Bl 4% 18
F kBRI SD K BAME I 2 mL, Z &P 2
2 (EDTA) Hi#E, 1500 r/min 2.0 15 min 35 BCE I
/NI o 3200 r/min,4°C B.0> 10 min, % 15, 3k
1M/, FH0.01 mol/L pH7. 3 i) PBS ¥E# B0
3YGFHIRE M/ E 10°/L, BUi/MUE RS 10
mL 9 [RS8 444 0 4 IR 51 B 3L e 2 B EL 3,
A R L S B R I S
SR, AR 1.2.3 .4 8, 3% FiR R
YRR /N, BBl /MR B 5 10 mL A58 4
SRR S IR A ) B FURT P 22 A P 5 R
T B2 s S IR e . RUNRBRE G 3 K
D RAE B R4 I, 3000 1/ min B0 10 min, $H
Bt SD K B /MR ML , WA FE - 80°C VKAH
g FH (I FIRFERCHS ,56°C 7K I8 30 min KK AMA) |
1.2.2 20% TREBE 2R A BC ] FRE 10 ¢ TRELE
B RS T 40 mL 288K, B S R TR AT (I I
fic) o
1.2.3 45405 K 40 2 SD K FUBEHL Y i A
T HERE R AL APS 21 AN IE # KRR AL, Bd145 10
H, AR BT RE RIS APS T S1A IS 1L, 55
KT L 5 SF 20% T BERE BB (2 ml/200g)
1K, ESE30 d, 551 K 552 K3 RIBKETS 1
AR B bt SD R B/ MR AL (0. 7 mL/200g) 1
W Ja B — RS — W bt SD K BRI /MR i .
TRERETR A BRI TR 2 A 20% T BB T 2
(2 mL/200g) 1 K, 3%ES230 d, APS 4H .55 1 K 58
2 K 53 RIE TS 1: 4R B St SD KR/
BRI (0. 7 mL/200g) 1 K, Jim B8 — R R — U
Pt SD KB /N I G . 1EH K AL, B R ER
£ FE S EFER K (2 mL/200g) 1 ¥R, %4230 d, &5
1R 52 K33 RIEBEENAIEEK (0.7 ml/
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200g) 1 K, Jo5 BERR— RS — kA HER K

1.2.4 HRACRESHI& FHRERH 10% KER
T I T SR BRI (1 mL/100g) M8 F BRI 2 mL,
EDTA $i#t, 287508 e, 59 H—ui, Pk i 588
BTHRIA LA ERET, B - g,
W 2513 AR B G , BT 49% 22 B TS [ SE T
1.2.5  f5brfain

1.2.5.1 AN/ MR B A . XT - 40001 4 H
S 10240 63 5SS

1.2.5.2 EH¥EE R ANE R . WAL B T
(10 x10) THEAE A MIZL

1.2.5.3 R X 5 — 2 e kel . 41
) | i 2K 3% H,0, % i K{E 10 min, PBS 3t
3, PURMEE, PBS Uk 3 W, I N IE H 2 I
M, Z i 20 min, AR ZRWAE, W10, =HE 1
h, PBS V3 M =4 1 h, PBS ¥k 4 1X,5
min,DAB i {4, ZE{E K YE 10 min, AR K E YL 2
min, FRERTERG 1k, K GBI B R BEAG . BEAL
Pk 5 4w A OLER T ECE A

1.2.6  Giit=#4r KA SPSS 19. 0 A48t
THEPORH = 7 Fon, A SERbIEAT IEAS TR
ZFERE, AT AIESEM T ZEFHEH
Kruskal-Wallis H £ 35, P P Lt # H Nemenyi % f
¥, HEERIR X K, LA P <0.05 FonzEF
AWEEX,

2 R

2.1 BAARPEIEEHIAERHLER
2,11 RSB ER

SR T R IR, A0 45 21 K RUMARTR ( B iR
) ARAR KB )R 2 A R T 4 00 K U
P PR ZEVE ST 209% T RERE B WS 2 h KR
UG ETE RS E 6 h IRIEIS R (B 2), T APS
ZHRIIE 5 K SR 0 R U7 I e () 8 PR IR TG b 3 A
b, S 20 h JE KRB EIER (K1), 5
APS ZH I IE # K BT A Hedss, A5 780 28 Fn 1 g B 1T 21
KEMAET = 8, 2R A5 L (P <0.05,
K1),
2.1.2  HBHPOKENZLF

A 3R [ A5 7R 20 RN T B R A R R B 1 O
TERER , APS ZH RN IE 5 R B R BRUAS HH B T Y Rtk
55 APS 4 FNIE # KB KB L, ok i £, 22
SAGIFEX(P < 0.05,F3),

-~ HERI4]Model group

& FREBFEHIDry yeast group
- APS#HIAPS guoup

-o- IEW KB 41Normal rat group

£
L]

£
=
1

e

- b L) L) L) T
HEMAT TEME2h M E6h FEMJE 130 HEH E20h
Before injection Two hour Six hour Thirteen hour Twenty hour
after injection after injection after injection after injection

()
Body temperature('C)
S S

TE AR APS ML, * P < 0.05; HIEF KR4I,
P < 0.05, TEAFEAS APS AL, P < 0.05;
HIEWKRAMLIL, * P < 0.05,

1 SRR (IR 21k
Note ; Compared with model group and APS group,

# P < 0.05;Compared with normal rat group,

*P < 0.05. Compared with dry yeast group and APS group,
P < 0.05;Compared with normal rat group, * P < 0. 05.
Fig.1 Changes in body temperature

(rectal temperature ) of rat

2.1.3  fHETRERA A

A FHE A ] 52 76 2 R T e R B 4R B R B R A
B ) (M T4, O A ) | 1 APS £ AN IE
R R R B AR AR X T (2S8R K 2 1
e, BT AA R ) BT | T RERETE AL APS 41 IE
WRRAML, ZR A G4 E (P < 0.05, K
4).
2. 1.4 PRI AHIR T O

ST APS BY5E 4 K BBIZA R APS 41 KRR
FE kBTG T R R AR I R R AL R
A UL S0, 5 R TR 4L RN IE R R B A HE A
RUZH AN APS 2H (1) K BRLUEEBBE IR .35 (P < 0.05, %
6 K 5), AP 14 REIRIAI AN APS &4 5 R
KECEBITIRTHIE . AAHEE 19 K APS 41 K RS
I BRI 6 HK BUAATE S8, (H 20 (5 e i A8
WA 5 APS HAHLL , Z R A G E L (P <
0.05,/K6),
2.1.5 B mEL

AR 30 d JEARFEA A R R BRI A 4 HOR
KA L, A A R W i, AL S
HE=H®,2ZF A58 E (P > 0.05,Fif
6K 7).
2.1.6 HERLAS5E AR

Ab BRI ] D0 2 K B A B RN BT R DL IR 41 R
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39 -

389 HP<0.05

AP<0.05 |

37= P

#iR(C)
Body temperature('C)

36 =i -
] |
HAH  TREEE APSH  EWAR4
Model Dry yeast APS MNormal rat
group group group group

HH JE2h

Two hours ater injection

30 =
* <005

b AP<0,05
38 b

374 §

HIR(C)
Body temperature( 'C)

:
e
ﬁ

N\
N

36—

T T T
TEEEE  APSHl  IEHKR4L
Model Dry yeast APS Normal rat
group group group group

HEHF2h
Two hours ater injection
2 R 2 h 6 h AR LA (ELA IR ) fi
Fig.2 Temperature( rectal temperature ) conditions of

rat in 2 h and 6 h after injection

M, ZRTEIFE (P > 0.05,&8),
2.2 FEKERSIMNE M/ MRER B3

5IEH K R H B 41 R AT APS 2 KRR
WL A E i /R B (P < 0.05), HT
P A 4 K BRI HE BRI /BB o, 5 I R R
HAHLZE RIS E (P > 0.05,/819),
2.3 EHAXREBHEEZMAMEMLE

A5 2K RUBE B BB VIR R, 80 1 — W A
gefn, WAL Tt e B g e, B
RIZH T RELER 4L APS 41 | 1E 5 KRR B A% 40 e 4
4351 :202. 40 +97.29 625. 70 +180. 74 234. 80 +
114. 54 1235.60 + 177. 16, %% L5 #5580 41 fn
APS 21K B BEAL 2 A2 4 I 55 5 25K T T e B
FAHFIER KRA, ZRAGIHTHE X (P < 0.05,
AG 7 10)
2.4 SHARKREBATHRS -FEEKE
A bb %2

5 - (5 - HT) 2 AR I8 5 i F 20 &

| AP<0.05 |
1.59 J 1
) | * <005 ,
= f 1
g —
T 101 * P<0.05
z3 I <00 I
-5 ;J_\_ | 5
g2
m-E 0.5+
= \ —
N
0{‘ 1 Rl\ Ll
BiRlgl TR APS4l  IETRE4L
Model Dry yeast APS Normal rat
group group group group

TE ALY APS AAILL, P < 0.05; 5IEH KRAMIL,
AP < 0.05, TR APS AL,
OP < 0.05; FIEHKRRAMLL, xP < 0.05,
B3 KR HYOKRTT
Note ; Compared with model group and APS group,
@ P < 0.05;Compared with normal rat group,
AP < 0.05. Compared with dry yeast group and APS group,
@®P < 0.05;Compared with normal rat group, * P < 0. 05.
Fig.3 Daily drinking water quantity of rats

204 R KEfES;
Scleroma shit
CO K
15= Wet shit
§ 5 104
KE
z
S-
0= -1 T T
Byl TRHESEA APSHlL  ER AR
Model Dry yeast  APS Normal rat
group group group group
B4 AR
Fig.4 Shit situation of rat
AT, 2 A SR R | A A RN T I RE TR 4H

KER A2 5 - SRl & 5 0 2 = T APS 401
IEFKRA, ZRAGITEE (P < 0.05, 84 7
B, RERIZE R BRI EL 5 - HT B0 % B E R
0.72 +0. 19, TEEEER 415 0. 70 £ 0.29, APS 410
0.58 +0. 14, IEH R4 M 0.58 +0. 14, BRI Al
TERFRAL 5 — HT Sy 50y BH A 7= 9 7 B0 %
{Him T APS 4URNE R KR4, 2R BRI FE L (P
<0.05,/12),

3 g

ST — ol L A AR B SR R A e L /I A
Il P SR BRI (IR 2 ALY ) | X T ik — 4
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Purpural Purpural
s c E%ﬁ . » 154 O Exs
L No Purpural ® No Purpural
S g
® 104 BE 10
® 2 TS X E
XE & z
Z 5
5 B8 >
s 'Q E o 2 bt 2
’ . SR . 0 .
W4l FREGEA APSAL ERAEAL APSH]
Model Dry yeast APS Normal rat APS
group group group group group group
Hx WIOK
The forth day The nineteenth day
Blo6 #HKRMEmEEN
Fig.6 Changes of rat purpura
BR HEERL . AP<005 |
15+ No erimson auricle f _ 1
O FRERL ' AP0 |
] 4 - I —
No crimson tongue 1500 AP<0.05 |
g.‘g "g g 1000+ -
= 2 &= N
LE = 1 N
z <3 \
2 500~ \
HiRg TR APSHL  EWAR4L 0 2 § :
Maodel Dry yeast APS MNormal rat . e
- BRIl TREGFEA  APSHL  ER KR4
group group group group Model  Dry yeast APS Normal rat
group group group group

B8 AR L H IR

Fig.8 Auricle and tongue crimson condition of rat

R TTP Hh B I A (155 A 5, ) 3k o 265 2 0+ 93
ITP 1R HIBIL , 368 7= 4L [ v B2 2 BEIE it 7 1 Bl 2%
PR HA T L, BT, RIS AL 5
AT B 2 B AR 2T, Gt P Oy i 2R 5 I 45 5
AR ARAR A [7] FsF SHe JET 3 9 110 55 B o5 15 v = JiF 8
fiE, PR, RBR 1TP BB A (R4S G AL ) RETR
FHE T A2 B IR AR v A [ B S b AR P
FESRBOG VLN P71 : (1) A SR TT L RET
AL TTP BB L5 (2) 17 I BEA [l TTP K
BRI TR 17 v I RO TIE 42, W R B 1V | 5
S MK — s AU B2 RO bR kA 2 i =
A ETER A HEIEE R

Besh ek b I ITP Shi s Y 8 2,
1951 4F, William J. Harrington'” %73 7" 500 mL ITP
B, R T ™ A /MR A E 3 d JE B
BRI, M B E E AE R RS B
P/ MR LG (APS) BT GPIb/1la F5EFEHTA
LTNESI /RN Bl A AN 37 NS | ' 38

AR IR KRR, P < 0.05;
TR A S5 IEW KA, AP > 0.05;
APS 5 IEH R RAMLL, AP < 0.05,
B9 AALHPIFXT SD BT A LI /MR KR
Note : Compared with model group and normal rat group,

* P < 0.05;Compared with dry yeast group and
normal rat group, AP > 0. 05 ;Compared with APS
group and normal rat group, AP < 0.05.

Fig.9 Effects of various factors on peripheral

blood platelet count of SD rat

Dominguez V 2 4t BALB/C /N BRUIAL/ MR 1L 3
G BALB/C /INER, /N BRURZ JBR H B0 58 9, 1l 2 2K 15
ITP /N AL Song S %103 3 1] R 41t IVIG i
AbFE SCID /Iy BRUME I v 99 51 GPIIb B 5 B it {4
(MWReg30) FI¥T GPIlla 5w fEHLIAR (2C9. G2) 5T
FEAET ITP /NRUSEAL LS TVIG FilAb B ) /N R
FILITP AHSEAREIR, UE I TVIG Al 47 SCID /) B ifi /)y
M G 2 Bt 1 /N B PR T BB AR (R B 3K, 1k B v vk
TS s 7E TR i AP MRS , 25 5) 1 i A
PRI/ AR I, 35 & 5 ELAS B 1 R H i
AR R A B IR VAL 5 5, T P A XA T
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0.84

0.6 -

0.4 <

b 7% 13
Optical density

0.24

0.0

RIS FRATMA  APSHL  EATARAL
Model Dry yeast APS Normal rat
group group group group
ARG APS 414 L, P < 0.05;
HIER KRAMEL, AP < 0.05;
FEEHFE S APS 41HHLL, @P < 0.05;
HIEHRBRAMEL, *P < 0.05,
B2 AARRUINALS - HT OG5 B fE T AL
Note ; Compared with model group and APS group,
@ P < 0.05;Compared with normal rat group,
AP < 0.05;Compared with dry yeast group and
APS group, ®@P < 0.05; Compared with normal
rat group, % P < 0.05.
Fig.12 5-HT optical density value comparison in

brain tissue of rat

APS B B A A9 /NS, 15 A5 H I e R
AH S, T B R P A A R F IVIG S5 259t
ITP AILHIAIF 5T . Hf B E A5 2 4 W7 E 78 (%) OGS PR 3%
Sogr (LI X T ITP R BRUASE 76 2 75 52 I B
EIMEAEERE Y, Hik, 3T APS #E S Hl
SRR, AR IR A A R FH R A 1 B S B4R
MR APS P v B2 1 IUREAR I 4
PRS2 B IR 1 il LA R 2 — . (e
PR« FA I ) . < A 5 0l AROF, o s
(AT Mk B .« Hii 2 2 1k, KOs 0k
MZA7", P, RGPS IR R 1TTP K R U
TR, 22 PR P-4 ST T O AR B A R LT
Febk 2,4 — A 5E 0y R 208 AR N B R R A
FER IR 20% 1 1 B P A8 YK BRUASE 28U T 3R - 52 ) 1]
K, BIFEE . MRS R H 20% + 18R B B
A APS TEMEBIHE 7 R R ITP $AUB IS, & B A,
SEHG A SD KRR KT T 20% R B R R
WSS 1.4 BBy APS Ji  BERIZH K EURBL T &
O OE E R R SRERE AR, 2R B IOKGA Il %
7o IR AR A BR A J] Ifi i /)N Al 550Rn 1456 B A%
R IAA, R 0 A TTP MG M 86 %, HOB

FE AL Ay T2 E SR B i 1 I8, 98 45 v AR & $A
Ji5 - HT &a: EFF, 51 SD KRR LT (F 11
FE 12) s B R BT, APS AE S 2 SD KR4k
JEL it it /SRR ARG , 5 RS M i, 3B AR 2 i T L
V5 ITP KRBT VB AR T T 5 T I B TR
TS s 1 S APS 24K e B IR A DGR,
AR ORI N s T S A0 R P A R A R
P B A T R B AR AR | AL 32 2 T
TR 9 i 5 | RS 14 J e ol HJ2: , 326 ot A 118 ot A
RUI-B A 5 1R BRAM A it /M e 91K

BB | wk iy i G AT B R AR
e ETEST APS B4 4 K, BERIZH R APS 41
AR FRUAE 357 R BT 58988, 1717 ) A R L o s B 4R
(F5), WFFem™™ ek Rl /MR LT (APS)
SR B /N 25 A 5 B R BRI P 1Y) v 240 i
BRI 5 | A I R4 ] I it /N A R A, 15 & 45
B AT R T R TR 2 K B 4 20% T EERE T
B IR BGRE IR | R B 118 A T RE R, X
JEPRR Bk R R R A AN SO R,
HESE BT | A B i A R 8 1 AR &R A T S - HT
FR BT, E AR LT (F 11), Chander V
S VRIS SR TR SR BRI R R Y PR
AT S - HT SRARMA X, BT i gif s -
HT & BRI A AR T 2 AR, PO 2H R BRI oK L &
2, T R R Az gk 20 R BEEE, &
TR SR IR Sl bk 22 4543 52) Ui S i 4s
Proksgm, ARSI R IMEF )G 6 h ALK FE I
HRE AR, T RERE T ALK U B R, X Rh &
PR FREE W] BB R 51 R T 30 ik ) BH 24 5 A o 1t 1
o, R % 2H R RO DL el g

B RS, B/ MBS | 525 5h )
AL it it /N B R VR A Stk TTP S A B (1) 1
FTE:, AWFIE &P APS {415 SD K B /M 5L
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B i AR B AZ 41 MR 2658 GPIIb/la, BT il
NP S HAE AR, v S /MR ok BRI E
I 240 4 2 R A 4 B A AR BT AR AR S G
SRR 5 20% 1 BB TR 2k YB0ORT I Jis 7 5 APS
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®OMLGCARM,ERER,REAE I L RTFEE,
TRE RER,FHER A A NEF KFE L O®

(1. Bl EG AR SR G, B 20120352, i E 2K AR BEIH R G R4S & EReHALEr, BiE  200437)

[FEZE] BB UG E SR G0 00 AR H R A e e il 8 R BUEEE B I 4% (severe acute pancreatitis, SAP)
SAP BRI HLKYE . FHix K 60 X SD KERBAHLI IR FARLL 1. 5% W 2L 3. 5% e FE AL 5% W 21, i B 4%
5 1.5% 3. 5% F1 5% AT A R A0 4 7 IR R A8 3 9k Tl 4% SAP A5 8 ﬂiFéﬁVr%éﬂﬁﬁE@%t%ﬁiﬂm
ML VER B MR IRIEH T — a( TNF — ) \FANE —6( 1L —6) 7K WL & 20 K FUBE IR 2140 HE s (s BTy . 45
R OS5RWEEHTCTHEL 1. 5% WA B E T, VEH TG b I+ - o ( TNF - a) FI E-6(IL-6)K
S AR A A IR A BRI 1. 5% MR BE N 3. 5% WRIE A BETm . Bt 5% A TR RRAN AT
JIFL PR AE YA SR RE T A (R 1T 5 SAP BT HTEAG 5 SAP BYAE 3 R I,

[R$EiIR]  SEAEEMRAR WA T IR TG E s A B MU R B s B4 3hY)

[HE5ZS] R332 [ XiktRiZAE] A [XEHS)1671-7856(2015) 05-0020-04

doi: 10.3969. j. issn. 1671.7856. 2015. 005. 005

Comparative study of severe acute pancreatitis model in rats with three different severity

YUAN Lin' ,ZHOU Bing-duo® , WANG Xiao-su’ , WU Zhong-hua' ,KONG Jing® ,XU Ting-ting”, WANG Hong-wei’,
ZHU Sheng-liang* , FANG Sheng-quan® ,ZHOU Li* ,LIU Chun-fang* ,ZHANG Xiu-lian® , WANG Yi
(1. Shanghai University of T. C. M Experiment Center for Science and Technology, Shanghai 201203, China;
2. Department of Gastroenterology, Yueyang Hospital of Integrated Traditional Chinese and Western Medicine,
Shanghai University of Traditional Chinese Medicine, Shanghai 200437, China)

[ Abstract] Objective to provide the evidence for inducing the SAP model in rats with proper concentration of
sodium taurocholate. Methods 60 SD rats were divided into sham operated group, group of 1.5% in concentration,
group of 3. 5% in concentration and group of 5% in concentration randomly, while the SAP model was induced by the
sodium taurocholate concentration of 1. 5% ,3.5% and 5% with the method of retrograde injection into the biliopancreatic
duct. To calculate the mortality of different groups, measure the serum amylase, tumor necrosis factor — « (TNF — ) and
interleukin —6 (IL —6) ,and to observe the pancreatic pathological scores of HE staining in rats. Results The mortality in
group of 5% in concentration has a significant ascending compared with group of 1. 5% in concentration, while the serum
amylase, tumor necrosis factor — a (TNF — «) , interleukin - 6 ( IL - 6), pathological score of hemorrhage and acinar
necrosis in group of 5% in concentration have a significant ascending compared with group of 1. 5% in concentration and
group of 3. 5% in concentration. Conclusions A better SAP model may be induced by sodium taurocholate with the

concentration of 5% by the method of retrograde injection into the biliopancreatic duct, which may accord with the

[E£TH] BERAREEIL ST E I A (81302929) ; 1T B ZRIFEIHI I H (14YZ065 ) 5 1 T 75 MoBr 2 111 (ZYSNXDO11 - RC-
XLXX -20130019) ,

[MEEB AT EM(1980 - ), Lo, Wit BYBRRFSE 51 BF9E 07 ) oS BE 45 A 9236 BT oT

[EWMES T EAFEM (1978 - ) B 4, FIR N, B0 1 BRSBTS . E-mail: temzbd@ hotmail. com,
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physiological and pathological manifestation of SAP.
[ Key words ]

taurocholate ; Model , animal

TE AR R (severe acute pancreatitis, SAP) %)
B )il 45 X5 T SAP BYBIFSE 2O HE %, H Fi e i H
R 8 5V S AT RELJBRAE i . LA 1) A i
JAR 5 PR BE A 1.5% (3. 5% Fl 5% , Tl £
RURFANTG] o S8 1Y e 5 0 15 23 WF 9 ok B 1), kT
W, G ARSI R T AN R R A T IR
TESNERI R SAP, DU A A 5% 4 e 551 1Y 4 ik
PR FREN IR FE St il £ SAP KRR R PR AR

1 #MEFAEE

1.1

60 FUIH g EPE SD KRR, 8 JE %, AR 260 ~
280 g, FHHEREAEBE TR v SR S A BR A
FHHE[ SCXK (97)2010 0017 ), 5286 K B % T
g EA R S L [ SYXK (971)2009 -
0069 ] , -+ S 5 2h ) 4 HT % 3R J 0 25 7 NG 1)
1.2 @k F

A AE IR AN ( 35 [ Sigma A H, L5 CAS145 -
42 - 6) ; I 2l (2 4R Bk 2R A IR W
H5 WS20051129) ; TNF — o (b ¥ FREERM S0 A
PR T LS SXB004 ) ; IL — 6 ELISA &7 & ( | i
PRAERHE SOl A7 FRA AL HE5 SX01165)
1.3 FENUH

EEHR1Y ( BioRAD , model 680) ; H ah A= fL 6 MY
( Olympus, Au560) ; A /K HL( Leica, TP1020) ; H
B 40 3 ML ( Leica, EG1160) ; i {3 £ ( OLYMPUS,
BX50) ;4 H 20 i i 58 FAH%E # ( Olympus, PM30 -
35DX2) s Sl ST AR (WL BE 258 W, WZ - 50C2)
1.4 XWHE
141 @5 8 60 KR RBENL Y A EFARY
(n=15),1.5%WEH(n=15),3.5% WEH (n =
15) 5% WEH (n =15) . S BRATIH A T 55 12
£ TR TR AR 29% TR L 0.2 mL/100g
JE s R, 15 48 e, TH 7 . T ZIETh I a2y
1.5 em, BEERE FFSETFIRT BB (N TH
MRE EBRHR, BF BT 56 ) o AP Rp R hi i B, 58
oy F BRI, UL AR B Mg ¢ AU ZE, IR R
AAE, 0T+ 8, 2—AHG6S, Hohlk
JeBHMTAR BB AT TTAL , 22 F-h 8 3120 A 48 5

Severe acute pancreatitis; The method of retrograde injection into the biliopancreatic duct; Sodium

A RRELR, 5.5 53k iy A ok S kb
M oEfil R R F LR DL 12 ml/h B 1
mL/kg (90 &, 5 A B RS 5 B A 1.5% |
3.5% F1 5% WA=t IRIR B, 1 58 e AR SL 445 1R ) 3
min, 2 KIE , WLEE BRAAFN g FE 55 O, mT D i it
A A i a5 A K R B R A A ILZ R TR, AR
5, TRTR SR s 2245 J5 IS B2 T 45 1 5 AR R K
10 mL/kg, BWERERESK , BT ARANTFIE B %
W JE R
1.4.2 ki H 5%k £HRRTARE 24 h R
JETERE 8 SRR 3 ~5 mL, MBS LI , K yEws
fifi ( Amy) , >R ELISA 3022 i 375 Brived SR A0 R o (
TNF —a) FANE -6( IL-6) ;5 T —F8maE
FBEC T em x 1 em BEARZAZY, FH 10% 1 H 1 5 5L
KBHERE QM P JFAREK -4 ( HE)
Yt 5B SR B BUB A
1.5 Sit%FiE BIEHRA SPSS 17.0
BATFHAT G2 0, T EBORDL x 25 3R
TN ZZH IR LA H S R R T 22 4 B s THERRERE
iy %5, P < 0.05 AEFHEHASGITFEL,

2 R

2.1 KRFETERLEE
FAREARBAG Y HIMEEEAR, B RAT
FRIN, UL 5% WBE2H JyEL AR TR 2H R I 05 1 i %
MISH , BFARA KRBT 1 B, RN RIS
Ao 1.5% AT 1 H 3. 5% WEHET-2 H,
5% WREHIET- 4 H, 5% WEAILT R 1. 5% ik
EHRZET R (P <0.05)(F%1),
®1 KRBT RIS

Tab.1 Comparison of mortality between different groups

FET-HL

ZH F1 32
(;ﬂ il N Numbers 5;211:70
roup of death oraity
iR FAR 4L Sham operated group 15 1 6.7
1. 5% WS4
ikpEdl _ 15 1 6.7
Group of 1. 5% in concentration
e BE 4
3.5 WEH 5 2 15.3

Group of 3. 5% in concentration

5% W4 Group of 5% in concentration 15 4 26.7**
A GEFARALL, P < 0.05;5 1. 5% WKEALL,*P < 0.05,
Note;: * P < 0.05 vs. Sham operated group;*P < 0.05 vs. Group of

1.5% in concentration.
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K2 AHIMIEHEE TNF — o IL -6 KA

Tab.2 Comparison of serum amylase, TNF — acand IL — 6 between different groups

415 i 345 W (U/L) INF - o ( pg/mL) IL - 6( pg/mL)
Group Serum amylase
FAR4L Sham operated group 502.2 +38.81 11.5 +0. 65 12.9 £0. 61
1. 5% W JE4H Group of 1. 5% in concentration 1674.3 £101. 09 * 29.43 +1.98 * 49.4 +£2.12"
3.5 #BE Group of 3. 5% in concentration 1785.0+98.43 " 34.12+3.01 " 56.5+3.21"

5% HeEH Group of 5% in concentration

2315 £112. 14 *#4

88.12 £3.09 *#4 119.42 +4.76 **4

A BT AR, " P < 0.05;5 1.5% KEHLL,*P < 0.05;1593. 5% WEHIL,*P < 0.05,
Note; *P < 0.05 vs. Sham operated group;*P < 0.05 vs. Group of 1. 5% in concentration; “P < 0.035 vs. Group of 3. 5% in concentration.

£3 KUBIRALUTS

Tab.3 Comparison of pathological score between different groups

2051 K RATIZH HENIIN RAIIRIE
Group edema Inflammation infiltrate Hemorrhage Acinar necrosis
BT AL Sham operated group 0.39 +0.23 0.20 +0. 30 0.11 0. 10 0.10 +0. 19
1. 5% ¥ FEZH Group of 1. 5% in concentration 1.76 £0.29 * 1.42£0.19" 0.76 +0.23 " 1.89 +£0.34"
3.5 #E4H Group of 3. 5% in concentration 1.88 £0.56 " 1.45+0.25" 0.87+0.29" 2.01+0.45"
5% W FEZH Group of 5% in concentration 1.90 +0.50 * 1.73 +0.31 " 1.12+0.73*#4 3.01 £0.71 *#4

TSP ARULL, " P < 0.05;5 1L 5%WKEHLL,*P < 0.05;5 3. 5% W4, *P < 0.05,
Note; *P < 0.05 vs. Sham operated group;*P < 0.05 vs. Group of 1.5% in concentration; © P < 0.05 vs. Group of 3. 5% in concentration.

2.2 HEUIERRNER

AT BE 4 1 VE A K T AR TR A 2 T
(P < 0.05),5%WEHEE 1. 5% WL 3. 5%
EHMA BETFE (P < 0.05) ;4 WA TNF - o
KFBARTFARHA W ETHE (P < 0.05),5% WA
L S% WAL 3. 5% W I BETHE (P <
0.05) ;5 He B4 L - 6 K EER T AR A BETHE
(P < 0.05),5% MBI N. 5% HeFEAL T 3. 5% Uk
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3. 5% W FE 2 145 2 560 2 R AT LA H oK DL B B 25 5
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1. 5% WREEAL R 3. 5% W A B ETHR (P <
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Jih A I | I R IR B A 2 2B 43 oK DL B
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3 itig

SAP BRI 503 N AR AR A B FR AL A
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1992 4 Niederau 55" 25 #E M /N B CDE 5 % il

SAP. CAE T35 4 1A S ) i 5 R e 3% 1 i
IR o VR A A B/ BB T, ] FE A2
Vesf, 25 2507 AR (BT TESS LA TE S | ik
TE RIS S8 200, T8 T K i R e R 48
KIRHLBRAIOTSE, L - MR RRTESN L 248 I 2 IR
TR L - K &R 5 & SAP, IR HAE R fE ik
fEE SR 2 AT | R B AR
TR B 407 ¥ T2 A AT R A5 LB A
WA AR S i, HL B RO ] B DL
VIR R (BRI 2%, AT B PR | T &
T, Z5FLIEA -+ 48 i P AR 1 I IE B S 3L ik
FIFR, 1975 4 Nevalainen™ 23 -+ — 4 I I #E 1%
RIEEFLAE G TT L4 Tem 19+ 23800, i+ =
B I N T 0 4 e, SO T IR A B 1 T
Ko WS AR LAY S E I TR 2 2R, R
SRIRAETRT A, (H S SR e, U 52 Wi i 18 9 T A
AR, T RSB I A A5 Lk ol o R
RIS FL I, 45 R 2 BB S BRI R AR SR,
R SR S W B AU T AR B, R E A A E
1980 4F Aho' " HYCR I YIIF R R+ 48 M AT BE, 28
T AW FL KA A SR ) P IEAE N AT U
5% - b RE TR S0, A G P Y I DR BB 1 R R R
(acute hemorrhagic necrotizing pancreatitis, AHNP) 5
T FR O AR R A 305 A 3 S, ml A B O b A A R A
S 1 (retrograde injection into the biliopancreatic
duct) ., Zhang"'%410. 1 mL/100 g ,3. 5% 4R AHEZ
PTG I A e n D 57/ B SAP BERY i
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1. 5% W B 20 F 3. 5% W FE 40 =2 18] bl A A L 4
R LA 25 S e R4 B4 DU AN O T L M O
FBR I LRI 7 18,5 % We FE 2038 1. 5% MR 40 fn
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[HE] BHM HITE UM DS 2420 2 i Pl S 0Ok 2 i 3K 800 UL (dilated cardiomyopathy )
MRERRE, Ak @ OISR REANZ O D5 2Kk 28 5 F173L( o - MHC-hDSF173L) FE# 3 H (o -
MHC-hDSWT) # 5 RN, 3 T i8/INER, T S T LU B B IR/ N B G IE PN ROS B BEFT NOX2 Y Rik i, S5
% o = MHC-hD5F173L /) BUiE 3 2 T 45 NADPH 480 £k it 09400 451590 22 4 R T ( Apocynin) 4 J&, [R]85 25 PBS 1 g % B8
4 AR JE RN AT DUR AR CFE bR . IR ER A 2 LB DS 324Kk 28 A8 SE P (hDSF173L) FlIE # £ EL i DS 32 3k
(hDSWT) iR BRC WLAHAR (HOC2 ) |, R6rill i 2 26 LRl 25 448 B ROS "M ZAR{L, &R o — MHC-hDSF173L #3:[F
/NER Y NADPH 40035 M A NOX2 £ 1 () Rk B3 Bt = FEFAE T o - MHC-hDSWT /NER, % A7 JBR 77 18 1 35 2
3 o — MHC-hD5SFI173L 5 5 /N U O JIE DI B, HOC2 — hDSFI173L K A4 R NOX2 ik & ROS "R & T
H9C2 — hDSWT Xf fRZHAE, £5i 2K DS 2R 0T Bk 0 ] S0 10 N B Bl 1k 3 5K B0 U 10 ke A= & R
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The regulation of dilated cardiomyopathy by dopamine D5
receptor through inhibiting oxidative stress

WANG Zi-hao,HU Yong-yan, WANG Wen-jie, DONG Wei, JIANG Xiao-liang, LIU Xing, YANG Zhi-wei
(Institute of Laboratory Animal Science, Chinese Academy of Medical Sciences &

Peking Union Medical College, Beijing 100021 ,China)

[ Abstract] Objective To determine whether dopamine D5 receptor (D5R) regulates the development of dilated
cardiomyopathy ( DCM) by inhibiting oxidative stress. Methods  We developed heart-specific hDS mutant (a — MHC-
hD5F173L) and wild type (o — MHC-hD5SWT) transgenic mice. The NOX2 expression and ROS production were tested in
the transgenic mice at three month of age. The a — MHC-hD5F173L mice were treated with either NADPH oxidase inhibitor
Apocynin (1mmol/kg/day) or phosphate-buffered saline (PBS) as control by intraperitoneal injection for 4 weeks. Afier
then, the indexes of heart function were measured. The hDSWT and hD5F173L were transfected respectively in rat HOC2
cells, in which ROS production and NOX2 expression were detected at basal level. Results The ROS production and
NOX2 expression were higher in the heart of @ — MHC-hD5F173L than a — MHC-hDSWT mice. Apocynin treatment
improved the heart function of o — MHC-hD5F173L mice. NOX2 expression and ROS production were higher in hDSF173L

[E£WA] 2009 ®F A AREEE T BT (30971186) .
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than hDSWT transfected HOC2 cells. Conclusions Dopomine D5 receptor may prevent DCM development by inhibiting

oxidative stress.

[ Key words)

Pk AL L (dilated cardiomyopathy , DCM ) J&
— B YR O LR ZE D) REBE AR O T2 ZERRAE Y
ORI R N 2. i v R
TR EEAL M e T R RN (B) e P A P E
BEPESE  (HAR 2L I PR G BUAR L, T o B Ao 22 9 3%
(RS BeUs 1840 WFSEiE M I 2 AR S
AL B BRI Y IR ELD LR A R T i
) — S5 5 38 % ORGP (ROS) [ 7= A4 45 25 %
VIMICER [k b 22 (4 F 5% 3¢ B, 40 Ab I A
Pk RO U G & A S il E B A MR

NADPH %A b if§ 2 0 1L 48 = 48 ROS 1 £ 2ok
PR NADPH 4L 6 8420 h . 40 Ha Bt 22 ik
p227 | gp91™ Al L K £ Bk P40™™ | pa7™™
p67™ ™ /N3 F G H racl 5 rac2, £ )
Nox (NAD(P)H oxidase) #f X FL, f445 Nox 1, Nox
2, Nox 3, Nox 4, Nox 5, H/r ML gpo1™™, Ny
65 x 10°""" NOX4 3= B2 A 1M A - W5 LA Ak 40 i
MK NOX2 FEAELHENFEX™

ZERZ R —Fh G | B Az 1Ak, 45 DI
JER D2 2z ik, D1 HKZ K445 D1 52K F1 D5 572
A 2 37 R B 5 R 1 R A LT (adenylyl cyclase,
AC) IEE, BEANEE — {51 cAMP 754, D2 253244k
{45 D2 D3 Ml D4, %2 Z kM AC WEHEN . wr
WM ST & B, D5 AZ RSP @ (DS =77 ) /N UL
W T, O R R O LR R g R
35 hD5F173L (CMV-hD5F173L) J PR 55 3L /N B
5 CMV-hD5WT X /N ERAH L, CMV-hD5F173L /)
VB IE) NADPH S AL (175 PEFT ROS 117 A 2 1
FE TR A IR [ 3 A R IT R IR T 4 A
WP R ZE 0 AR RS R, AT S T D AR R
FiE NZ B hDSF173L JE K/ B, & PR 55 3L R
ANERHE BB gk RLO IR R 2R A DR, TE
Bnb b RATX £ 0k D5 A2 1A 3 1 8 Ak I LR O
WERE R %A | % e ik A vp A VR FHAL ZEA T 5%

1 MEMTE

1.1 KIEzh¥

SPF 4% C57BL/6J /)N ERMERES 15 H KT 16 ~
25 ¢, SPF 2tk ICR /MR 10 2, i ICR /R 20
HRTE 18 ~26 ¢, ¥ B bt 4 B A YR e A

Dilated cardiomyopathy ; Dopamine D5 receptor( DSR) ; Reactive oxygen species( ROS)

A PR F] [ SCXK ( 5E)2014-0004 | 5 4 37 78 Fp [ B2 2%
b B B 5 50 50 3 9 B 5% B [ SYXK ((5%) 2014-
0029, 5255 th b K sh W) A E 1R )7 © 245 2 h [
P& P} e I 2 S 0 S Wy i 5 BT St e sh il R S
BTS2 HEUE[ TLAS-PG-2014-005] .
1.2 #HERMREERIWIXE

# hD5FL173L 5% hD5WT R4 AU ER: 572
iKY a-MHC J& 8 F i, ¥4 i a-MHC-hD5FL173L
o, a-MHC-hDSWT %% L R ek gtk 0 o vk
P L VA 1) 5 5 DR 3R AR B 31 CSTBL/6) /N
A2 K B0, % A2 AR B2 1ICR /R, /D BRH 2R
14 d $EHCHE H 40 DNA, i PCR % % o-MHC-
hD5FL173L 5 o-MHC-hD5WT %% 5 [ /)N Bl Y 2
A,

T ¥eiiE NADPH 48 Ak il e % 56 RIS B0 LY
s EPER, RATH 3 A8/, 8 2 T Rree gy
ANDPH LRG0 6 5] Apocynin (SIGMA) | [R1F 45
PBS fE Xt BUAH , 2l TS 4525 4 s (1
mmol/kg/day) , ¥ /]y BUER 75 KE 2, B S AL A6 /N B R
O EFREE , FFIRIS 730 LA U F ADPH A Ak il
AT P AN R I E
1.3 4HREE3RHN DS B RS

BN D5 Z K IE & K hDSWT 8 258 48 3 (A
hD5F173L 4> ¢cDNA 7£ EcoRI il Xbal 22 [a] 4 A F]
pcDNA6/V5-His Jiihr, 48 J5 F LT1 #4450 A D5
Z AR cDNA % YL 3| HOC2 4H s ( HOC2-hD5SWT il
H9C2-hD5F173L) . FH fie 5 B b A i 4% e 4 B 14
His/ V5 W RIAHA E % e A5 L2 o
1.4 BEWRE

i FH VisualSonics, Vevo770( INEK) , B0 HE%
/NIRRT RS0, H 3 I R BH P RN R[]
WA A R /DN BRI s 3 2 =98 (0. 18 mL/10
g AT 250 mg/kg) FRIF, /N BRUBRIR 2 iU , PG
TEG TN, B 1 min, ARG EEE, £
AN 5 M 75 P I E [T /DN BRI RO, FH B
FHRE SR ARG A T e b 75 4 iR -
SRS, T o0 A0 B O R IR SR SR, T
T S b 1 | B <D a1
1.5 NADPH LB EMENE

R KO R OB R o} (2, 7-
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dichlorodihydrofluorescein diacetate, DCFDA ) %% ' 7%
DE S T N2 Bk D5 2R RAEFEH F173L
FIEH N 2 B D5 32 4 3k PR i oK B O JUL 48
(H9C2) NADPH S ALRERY I 1, K HOC2 4A K5 5%
T 96 FLARH, St il NADPH 42 Ak i (0410 il 35 — %
FEA ( DPI, 10 mmol/L/30 min ) ( Sigma ) 4b 2, H
Hanks - 7 Ve T — K, S8 J5 A DCFDA (10
mmol/L) , 37°C , W% & 30 min; F bR X ( Sigma) 7E
PRI 485 nm AN HI G 530 nm K S HL1E %98
JGHREE , /NERUCIEZHZ Y NADPH S A0 i) 376 1k 2
MO 6 K L ¢ &k Ot ( lucigenin

5zl
chemiluminescence ) il & R

1.6 HRENTE

FEHUN FUDBERIEL Y A DS A2 A K B0 LAm
JL(HOC2 ) 4R 1, 3 3k e Y2 B3 119 7 v A I Nox2
(1:500, Epitomics ) ™| 3f LA GAPDH 1 Ky & &
MNZ,
1.7 SitEH*E

$04 H SPSS Ge it A ab L , 1 i LT3 (E
+ PRifEIR (X £ SE) MIE A RIR , AR 1Y IR
Ao kg, 3 A &L EHEARM L One -Way
ANOVA Gt ik, LA P < 0.05 AERH R

2 R

2.1 oMHC-hD5F173L #1 o-MHC-hD5WT % &
E /N ER NADPH SALEGE T E B RIEKT

53 SR GRS b 2 e 1 A 5 B vk
G T 2% 35 R /N BRUC IE P NADPH 4807k il 16 335 A JH:
NOX2 ik, ZBLONERE R R A DS 243
H 2848 «-MHC-hDSF173L #3 F /N NADPH 44
AT A T5 P T NOX2 A [ 1 228 34 I Bk oy T 3 A A
a-MHC-hDSWT /MR (K 1A, 1B).
2.2  Apocynin £ § F o-MHC-hD5FL173L &
E/NREORESE A IIsEr T

FATLARTHIBTSE B, a-MHC-hD5FL173 L % %t
PRI/ N RO I AT 45 30 R 67 5 B0 e = N AR 338, Wi i
LURIA ) S ISy AR TE 5y NI 12 s O &Pk P
W, B RO I R TR AR L E
FE 30 AR O LA AN 233 A 8 K o0 JUILTR) JoiT 2 4
W 10T R, FRA1fE T NADPH 4k il 4 S 1 41
55 Apocynin (1 mmol/kg/day) , W TR A
LI a-MHC-hD5FL173L % £ W /N R 4 ), & 3

—o-MHC-hDSWT

- 0-MHC-hDSF173L B

1400+

gz 1200 - 250 .
52 10001 L 20-
g° =2
&2 s00] X5 sl
<3 RE
Lgo 6004 Q bl
e o 1004 T
& 400] Q%
2z =
ZZ 2004 501
0 0

E1 o-MHC-hD5F173L Fl a-MHC-hD5WT %454
/NEULIE NADPH 48 AL 1 & NOX2 # F B R IK 7K
("P < 0.05 vs. a-MHC-hD5WT,n=12)

Fig.1 NADPH oxidase activity and NOX2 expression in the
heart of a-MHC-hD5F173L and o-MHC-hDSWT mice
("P < 0.05 vs. a-MHC-hD5WT,n=12)

Apocynin Z5 25 41/INO EDT 5K W] B8 (1 2) 0
RS 246 SO R 6T i S0 2 BRI (3 ) Wi 0 R i
SR 22 AR/ (3B ) /U B FRURE X0/
3C) o B S AR A (3D, 3E) | Bl
JIELREPAE .

A58 kL

(Normal saline group)

PR

(Apocynin group)

B2 o-MHC-hDSFLI73L %3 /N 43 5 1
A BRER K AN T A BT O ERY MRS A
Fig.2 M-mode echocardiography of a-MHC-hD5FL173L

mice heart injected with saline and Apocynin

2.3 H9C2-hD5F173L #1 H9C2-hDSWT 4 g
NADPH S EryEHEFERMFRIEKE

KT B IUEZ B DS SZARAE O E N X 4R
A0 S IR AR AR T, AT hDSF173L F1 hDSWT 4%
YR HOC2 4RI, [H D5 244 B 406 M 4
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1007 }3.A
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* E o E k4L
80 17 MNonmal saline group
5 4
=& * == AR A
60 4 B 3 Apocynin group
* g E O
40 ﬁg S 21
204 = 1
5
0 20
e 4 340 g 3] Wi 30 g 3]
(Systolic) (Diastolic) (Systolic) (Diastolic)
C D. E.
80 7 80+
*
1204
* .
F 604 £ 60
1001 £ -5
o A s 2 g
=5 * BE 4. fwt’é 40
=2 601 &3 EZ
& =§ &3
2F 40 g 204 &2 201
204 = &
0 0 0

3 A-E.:a-MHC-hDSFLI73L 85K /N ELO RS RE R B O HL IR 208 ( “P < 0.05 vs. saline treatment,n = 10)
Fig.3 A-E: Echocardiographic analysis of a-MHC-hD5FL173L mice cardiac function

("P < 0.05 vs. saline treatment,n =10)

L H9C2-hDSWT

A. B.
LBl 173
1400+ 200 = H9C2-hD5F173L
12001 *
2 =
= £ - i
2 1000 =< 150
gé 800 b 3
B % R 1007
; = 6007 %iﬁ'
=4 S5
z < 4004 =
“ 50
200+
0 0

B4 HYC2-hD5F173L Hl HOC2-hD5SWT il N NADPH 48 {hJ (1475 M1 NOX2 2 H 3Rk
(*P < 0.05 vs. HOC2-D5WT,n =5)
Fig.4 NADPH oxidase activity and NOX2 expression in HOC2-hD5F173L and H9C2-hDSWT cells
(P < 0.05 vs. HOC2-D5WT,n =5)
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TR R s T LR EE, $5 Y hDSF173L
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[fBE] Br ZhMEA A Rr v R IR S 058 ' 8 H (green fluorescent protein, GFP) /N, #4778
BULETE R G WSS R I A U T, A% B Ddxd — cre $3L I L5 Rosa26mT/mG 53 M BUACHD , 7= F
B, IR 5 F A2 B0 B BOdE R U SR A, 4300 N4 F 20 B 0 20 SUKOF X A R R AN R AT
RKLE, R PCR /n%i'%ﬁvifﬂt/l\E&B@;%Mﬂ,/\dﬂ%zﬁeT Cre B FHRF TSR A W6 AR5 T LAR
27 1 AN A2 A48 q:,aﬁ GFP [ 3Rk ; SEALIKTRY) - Bk 728 S /R GFP R E 33K F IR Ok £ 40
ML KT AR T, S5 MEvEA T AR SRk GFP /N B ALY
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[FESHES] R332 [ XEkERIRFE] A [XE4HS)1671-7856(2015) 05-0029-04

doi: 10.3969. j. issn. 1671. 7856. 2015. 005. 007

Production and phenotype identification of specific expressed
green fluorescent protein in male mice germ cells

WANG Zhi-ru'* LI Jun® ,LIU Xiao-mei' , WU Hong-lian? ,ZHU De-sheng’
(1. School of public health,Jilin University ,Changchun 130021 ,China;2. Peking University Laboratory animal centre,Beijing 100871 ,China)

[ Abstract] Objective The aim of this study is production of organ specific animal model for studying reproductive
toxicity in mice. Methods F1 generation was gotten by mating the Ddx4 — cre transgenic male mice with the Rosa26mT/mG
transgenic female mice. F1 offspring and its parents phenotype was screened by molecular biological, histopathological and in
vivo imaging technology. Results At molecular level, specific DNA fragment was only found in testis of F1 offspring; At the
organ level , the expression of green fluorescent protein could only be observed in testis of F1 offspring; Testicular frozen sections
and sperm fluorescence observation showed that green fluorescent protein were mainly expressed in the germ cell lineage such as
secondary spermatocyte and spermatocyte and spermatozoon. Conclusions The production of the mice with specific germ cell
expressed green fluorescent protein by Cre/loxP recombination system were built successfully.

[ Key words] Testis; Specificity ; Gene recombination ; Green fluorescent protein
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i Cre/loxP (s f 57 M T 20 R G607 A e M A A
AR MR SRR R IR GFP /N, Oy J S A7 HEPE /N
BT R GR B MBEPENT SR (LB AR A S A Y

1 #Rfn7E

1.1 Kz

SPF 2% B6. FVB-Tg( Ddx4 — cre ) 1Dcas/ JnjuDdx4
—cre /N LA R FR A Ddxd — cre /MR 4 H, BEHE
B HEE N S T (/W) MEPE S 265 1 (T/T) 5
SPF %% B6.129 ( Cg) - Gt ( ROSA )
26Sop!™ ACTE- Tomato, = GEP)Luo /[ G2 PR fA FR Rosa26mT/
mG /N4 HBERESE YA AT (mut/mut) , /)
SURIIA 4 ~8 i, 240 P R A e AR W R 2 9
B [ SCXK(#5)2010 —0001 ], fa 3% TAL R 55
e [ SYXK (51) 2011 - 0003 ), 18 35 & - 45 &
SPF 2R S50 2l W) i SR bRife o

Ddx4 - cre /NRFE Ddx4 J&i 8l F 845 T fE A 56
RGP R R IA Cre BB B RN R,

FO Ddxd-cre T (T/W)

Rosa26mT/mG /) R 4 B UGS B R IBLL G IO
BEHMEEER/NR, Y H S Cre e B/ R ACHL ™
AR AR LR Cre TS 5 17 S R DR 2
AR mT P, PG mG P RGE, 7P AR Sk A
JOCE I (CAE 10 B11)
1.2 YK

Ddx4 — cre /N 4 H, MEHESS 2 HEME D 24 A
T eSS T 1 LSS R R

Rosa26 /IR 4 U MEMERF o045 1,101
SEHC, YR

Ddx4 —cre /MR 6 H HEME, 22 F(T/W) 3 5
Rosa26 /MR 6 H, MEE, 45 F (mut/mut) 51: 138
e, 345 F1ARUHErE/ N, LI R R] 73 Sy P Ff Ddx4
—cre(T/W) ; Rosa26mT/mG ( mut /wt) 5 Ddx4 — cre
(W/W); Rosa26mT/mG ( mut/wt) , 1M 7E 15 Cre
A2, 257 Cre WS IO HE R B2, VIR mT
FEDH ik B2 IE A A AT RE A i PR AR AR A (
2).

X Rosa26mT/mG F(mut/mut)

l

l

F1% Ddx4-cre(T/W):Rosa26m T/mG(mut/wt)

|

Ddx4-cre(W/W);Rosa26mT/mG(mut/wt)

S B 4 L TR 4 Ddxd-cre(T/W);Rosa26mG(mut/wt)
e A Bk K B R T4 Ddxd-cre( T/W);Rosa26m T/mG(mut/wt)

'

B|AMRRRSEIOL
HESASEHaaIt

B2 Ddxd-cre & /N Rosa26mT/mG @ /NS AL AT 587 A 1 A 19 3k (R 2 22 184
Fig.2 Genotype and phenotype of offspring by mating the Ddx4-cre male mice with the Rosa26mT/mG female mice

1.3 JPEM F1 REENRMFE

FIH PCR (75125 , W R AR /N B AT
SEPR ALY . $REUURE DNA, PCR 4 B A Ddxd4
— cre KA Rosa26mT/mG Fe A | B 2 /)N Bl AL PR 7Y
ik B A A Ddx4 - cre (T/W) ; Rosa26mT/mG

(mut /wt) BFAC/ N, RBH M F1ACHEE /N,
Ddx4 — cre FER 1 24} 94°C 30 5,62°C 35 s,
72°C 45 5,35 MEFF ; Rosa26mT/mG FE 31 5 14
7 94°C 30 5,61°C 1 min,72°C 1 min,35 MEH, F
MG ERILEL (F 1),

®1 PCREIY P T BOCHY
Tab.1 PCR primer fragment size and purpose

H A Juf 24 4
%u F(5* -37) R(S’ -3%) TJ‘EHFg H
Genes Fragment size Purpose
CACGTGCAGCCGTTT TTCCCATTCTAAACA i F1OHEE /D BUR & T H
Ddx4 — 240bp(T/W -
X AAGCCGCGT ACACCCTGAA POV 2 1) Dt — ere 3
TTCCCATTCTAAAC MCGAGGCGGATCAC i F1EEE /N RO S T 3L
$a26 mT/mG 250h % ;
Rosa26 mT/m AACACCCTGAA AAGCAATA p{mul/mut) 5y e Rosa26mT/mG LA
@TCAATGGGCGGGGGTCGTT — 300bp (wt/wt)
T AGCTGGACATCACCT CGTCGCCGTCCA 12621 B UE S B 52 A U S kA
m CCCACAACG GCTCGACCAG P T cre BES SR FE A
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1.4 F¥sdE

T B A O3S B A Y Bl A S PR R R R
AL FRATEI =3, Ddxd - cre /N4 H, 1
P FEWE 4 ~5 8, SR B X B B s Rosa26mT/mG /)y
L4 HHEE, R 4 ~5 B, e o s 8 ) g
B BB F1AR/NE 4 B B JS 4 ~ 5 8 Ry 5
1.5 DNA 25

FI e 2 B 41 DNA I 500 pL( &
5 wL B K) FH 2203 52°C fHiR K Is4H
FRIS AL, A 5 mol/L NaCl 250 L, iR4), vk
10 min, 12000 t/min, #.{> 10 min, B 3 400 plL
A 1 mL B 69K Z 8%, 12000 r/min 20> 10
min J52& [, THIUERE A 60 wL 25 17K
55°C %% DNA,
1.6 PCR ¥ iEKR

PCR S WAKZ N 20 pL, €045 : 10 x Buffer 2 pL,
2.5 mmol/LANTP 1.6 pL,10pum 519145 0.4 uL,5U
Taq B 0. 4 pL, M DNA 1 wL, 55 1/K 14.2 pl,
PCR S =047 1% B g R sE e FL ik
1.7 A2 mT EE 1

FIF 3 U3 i 52 Ll 20 (L BRPI 41 40)
SO SR AR O TR B, $2 B DNA, PCR
PRI mT B2, SIS BB (ERL), P
4110 94C 30 5,61°C 30 5,72°C 1 min,35 MEF,
1.8 ZHLARHME

FHUME G F 3 A FE /N B, B A o JFE L B
B S, RN S ARG AT B AR A LY o
JEREL , L1458 (4% )t 536/40 nm; & 516 590/
20 nm) ; RSO (PR G 425/26 nm; K4 520/
35 nm) ,BESEHTRIAN 1 s,
1.9 HAEKEYIFBR AN

PEEE T 4% WIRER W R 2, 5 A 6 ~ 10
mL 30% FEREE W P IURE A, 1 OCT B3, i 17
T -20°C VKA, 2 H . FIH KGR AL AT 4041
YIR (10 pm) , JosK SB[ 52, DAPL 34 5, 5 f7,
WAL
1.10 FBFRAMNE

IYESEEEE T 1 mL AR BRER K B R SRR U N
TB, FHIRBHR 7R BT T M S22l 21 8, i 52
#ik 5 min, 2% WA T2,
2 #R
2.1 WP F1 REEHE/NRMTGE

i F1AHE B U DNA PCR KGN, 25 5 (&
3. 4)UEM 1 -4 5 F1ACHEM /N RBEH T A
Ddx4 — cre ZEI LR Rosa26mT/mG A ,

M 1 2 3 4 WT -

240 bp € ——
- -

7 : M : Maker DI12000; “wt” ; By A= 71
B3 3 Ddx4 - cre HH PCR HLIK
Note : M represents Maker DL2000; “wt” represents wild type.
Fig.3 PCR electrophoresis of Ddx4-cre

M 1 2 3 4 WT -

—
250 bp & SR MR W W00

1 : M : Maker DI2000; “wt” ; BF2E R
B4 Rosa26mT/mG J:H PCR Hi ¥k ]
Note : M represents Maker DL2000; “wt” represents wild type.
Fig.4 PCR electrophoresis of Rosa26mT/mG

2.2 AL mT EFEHY 1

USHE F1/NE mT JE B9 36 45 1 BoR B Ay
SEALZ DNA AREY HE 8 mT L (K S), AUFH
PE F1 AR/ LR LA 40 mT BL PR ™ 488 45 5 H
RS LA 2] DNA |19 PCR #4245 R WKl 6, F1
RN REE AL ZURBEY 1Y ) mT SE i R AR
Rosa26mT/mG FRE2HLZH 2 DNA 7] DAY 3 ) mT 3%
P, XFRIAXCHME F1 /NS AL U7 S KOF
WSk T Cre BN FAIIEH T
2.3 BEBERAUE

AN B ARER B /N L AG W 5%, SUSH M F1
ML) TN NI = B 70 - I A< 82 )
B, (HEE LA LA nT WL B 4 (5l i oAb 41 40
eSS ECEE 10 B 7)
2.4 HAFRAEUR

SUBEPE F1 AR /S BURT 5 AR /N BRURR O L
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12 3 4 5 6 7 8 - M

— — - -

IZ{QI)DH“ ——— D — L
—

Binicbadeas

TE 10520053 SR04 55
6:Jifi;7: ' ;8 . 75 ; M : Maker DL2000
BS5 Fl FEAFZZ mT £EH PCR HLIK ]
Note ;1 :brain;2 ; heart;3 ; testis;4 : liver;5 :spleen;
6:lung;7 :kidny;8 : gut; M ; Maker DL2000.
Fig.5 PCR results of mT gene in different

tissue in F1 offspring

M 1 2 3 -

-—————————— (262 bp

.

—
-
-
e

TE:1:F1 S2AL4121 DNA ;2 : Rosa26mT/mG
FRE2ALZAZY DNA ;3. Ddxd — cre FREZALZHL! DNA,

B6 CEIUHTARBIY AL mT 5K PCR LIk
Note:1: the testis DNA of the F1 mouse;2; the testis DNA of the
Rosa26mT/mG mouse;3; the testis DNA of the Ddx4 — cre mouse.

Fig.6 PCR results of testicular tissue mT gene in

F1 offspring and its parents
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Rosa26mT/mG F F, 25 R . F1 A F Bk 7 A
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3 g
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ST, HETHF SR 12 M9 61 oM 40 (0 5%
Y64 9 (RFP) Al GFP, Ho GFP A B A9t
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7oA A e A A R T AR A Cre/
loxP (37 a5V S i 2 R 49 ol I P A 4 P e e
Fik GFP /N X AT m et 58 v/ BUAE
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ARIEKG: Ddxd - cre MBS Rosa26mT/mG M
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0.8847 it fEHEES N 0. 1266, 451 BHARRES GEFVE A FIRFECE A Z F MR EEXT NIH /) Rt 44 il 28 552 i)
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Comparative analysis on genetic monitoring of 2 closed colonies NIH mouse

WEI Jie, Wang Hong, LI Fang-fang, YUE Bing-fei
(National Institutes for Food and Drug Control, Beijing 100050, China)

[ Abstract] Objective To analyse and monitor the genetic quality of closed colony NIH mice in Beijing district for
the last 3 years. Methods  We use biochemical genetic markers (including alkaline phosphatase — 1 and the like 14
biochemical markers) , selecting A and B colonies from different facilities for genetic monitoring in 2011 to study the
polymorphism. And in 2014, 30 NIH mice just from B colony were monitored using the same testing and sampling
methods. Results In 2011 ,NTH mice form both A and B facilities existed 6 polymorphic biochemical markers( Ce2,Car2 ,
Gpil ,Es10,Gpdl ,Pgml) ; and NIH mice of B company also existed polymorphism in Es3 loucs. Between the 2 NIH mice
colonies, there were significant difference in Es3, Gpdl . Pgml loci (P < 0.01), and difference in Car2 locus (P <
0.05). FST of the 2 colonies was 0. 0406, the genetic identity was 0.9619, and the genetic distance was 0. 0388. In B
company, NTH mice of 2014 appeared 2 homozygous loci( Ce2 and Gpdl ) when compared with NTH mice of 2011. Between
the 2 NIH mice colonies, there were significant difference in Es10 and Gpdl loci (P < 0.01), and difference in Pgml
locus(P < 0.05). Fst of the 2 colonies was 0. 1103, the genetic identity was 0. 8847, and the Genetic distance was
0.1266. Conclusions Population isolation, breeding and selection, populationpopulation quantityquantity and generation

significantly affected the genetic architecture of NIH mice. So when breeding and reserving seeds, we should strengthen the

[E4WHE] EFERH TR (2013BAKI1B03) ,
[MEERNIBA(1982 - ) Lo it W3 . DR9E 5 1) . it A4, E-mail: jane3040320@ 163. com;

FEP(1977 =), o, 2 RIRFSE R . BT I . S E2% . E-mail. litstar@ 163. com, Hi NILFIH—1EH .
[BIFEE ] EF €(1960 - ) 5B W58 5 1l WS 7 1) sh ) isi 52 . E-mail ; y6784@ 126. com,
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genetic monitoring of outbred NIH mice, in order to offer reliable genetic quality protection.
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PIAN B NTH /IS B 2B AR bR S0 I 5 32 PR A0 A3
R(FE 1) ER,2011 4E A B NIH /DA 6 D28
PEAEAARICA 8, Z 07 T LR 42, 86% ;B HLA
NIH /NRA 7 DB EA RGO S, 2008
FH50.00% . A B WAL 1 2 B MRS R
Ce2 .Car2 .Gpil \Es10 .Gpdl F1 Pgml, H B #fi %54
Es3 (7S BL T 280, 4 Popgen32 HAITAE, W
HEHATLE Car2 P A 22F (P < 0.05) ,7E Es3 .Gpdl |
Pegml =AM A REER(P <0.01),

B HL{7 2011 4F NIH /NRAT 7 1> AE b br
OO, Z B0 LN 50. 00% 52014 4EIFiZ/N B
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2.2 BEBEESHESW
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B B{v 2011 4EH1 2014 4F NIH /N BRG]
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F1 ARPAARER NIH /AR IC AL HEP B (n =30)
Tab.1 The genotype frequency of NIH mice from different colonies and different years(n =30)

AR A H B HLfi B HLfi

S . FE A 7Y (2011 %) (2011 %) (2014 4F)
% /5 Biochemical . . .

K Genotype A unit B unit B unit

arkeers (2011) (2011) (2014)

Esl BB 1. 000 1. 000 1. 000

Tef BB 1. 000 1. 000 1. 000

Hbb SS 1. 000 1. 000 1. 000

Akpl BB 1. 000 1. 000 1. 000

Pep3 BB 1. 000 1. 000 1. 000

Mod1 AA 1. 000 1. 000 1. 000

Idh1 AA 1. 000 1. 000 1. 000

Es3 BB 0. 000 0. 000 0.033

BC 0. 000 0. 367 0. 600

cC 1. 000 0.633 0. 367

Ce2 AA 0. 900 0. 967 1. 000

BB 0. 100 0.033 0. 000

Car2 * AA 0. 200 0.233 0.433

BB 0.233 0.233 0.133

AB 0.567 0.534 0. 434

Gpil AA 0.267 0.167 0.267

BB 0. 400 0.433 0. 400

AB 0.333 0. 400 0.333

Es10% AA 0. 967 0.933 0. 500

BB 0. 000 0. 000 0. 200

AB 0.033 0. 067 0. 300

Gpdl = # AA 0.433 0. 367 1. 000

BB 0. 200 0.633 0. 000

AB 0. 367 0. 000 0. 000

Pgm1 **# AA 0. 167 0. 067 0.133

BB 0. 200 0. 667 0. 367

AB 0.633 0.266 0. 500

W IR 2011 4E A B WIERAHER P o< 0.05; ™ 3RR 2011 4F A B BIEALIHEIR P < 0. 01 ;#37K B BA07 2011 4EH12014 4EHEHA P < 0. 05;##5%

78 B BAA7 2011 4EH1 2014 4ERBER P < 0.01,

Note: * shows P < 0.05 when 2011 between A and B groups NIH mice, while ** show that P <0.01; # shows P < 0. 05 in B group NIH mice of 2011

and 2014 colonies, while ## show that P < 0.01.

R2 AIE A SR A AN TRARAL NIH /D A L 280

Tab.2 NIH colony genetic parameters of different producers and different years

] A R i —BUER R B
Fst Genetic Identity Genetic Distance
2011 4F A B FLf 0. 0406 0.9619 0. 0388
2011 52014 4F B JA{ A 0.1103 0. 8847 0. 1266

Fst=0. 25 Fn BER ) A &R AL ik, B ik 22 57
[TE

ABFFEH 2011 4F A B WAL NIH BEARY Fst
<0. 05, FHARIICH R E B L5rk, B B 2014 4
FEUARD 2011 47 FE A4 19 1 1) 338 1% 4 1L R %0 0. 1103,
LA T BE AL A AR A . AS TR B B[] Ay
ANTRMFCUR A NIH 35f P 3 /)N BRI 358 15 44 180 1 A7 A 22
SAARE,
3.2 BEE—HEEHSEEES

WAL —BOE T8 B a8 1L I B I R A s AL

HRIPE R PR bR, BT R RO EOC R, Horp g
R A S R A, HSs L IR B R T 0.2 I A PR
ANFEAH A8 AS R R 7E 0. 03 ~0. 2 Z (RN Ky [H] s
[lFpe

ABFFEH 2011 4E A B PHEAL; NIH #HALL K B
FAQE 2011 A1 2014 A7 1A 1 58 % I S B AR A AE
0.03 ~0.2 Z[a], {H AP s P 2 i & O X0 B
UNBt Ey ) I Taada o kS - A I B AW 9B iR
WA AN [ BASE A 358 4% I B | 3 I B DD R ) R
AEH bR 1R 5 2O AR A 35 AL MR i 5
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Synergism and attenuation effects of Scapharca
Subcrenata Extraction on NP chemotherapy

WANG Zuo-jun' ,MA Yu-kui®,JIA Yu-ping’,GAO Qing'
(1. People’s Hospital of Linqu County,Shandong Linqu 262600, China;2. Shandong Pharmaceutical Academy,Jinan 250033, China)

[ Abstract] Objective To investigate the synergism and attenuation effects of Scapharca Subcrenata Extraction on
NP chemotherapy in model mice. Methods The models of nude mice were induced with A549 cell line xenograft. The
tumor inhibiting rates, body weight, food intake, hematology and blood biochemistry index were determined to evaluate the
synergism and attenuation effects of Scapharca Subcrenata Extraction (125,250,500 mg/kg, i. g) on NP chemotherapy.
Results Compared with NP chemotherapy group, the tumor inhibiting rates, body weight, food intake, white blood cell
number were increased and glutamate pyruvate transaminase, glutamic oxalacetic transaminase and urea nitrogen were
decreased markedly in NP chemotherapy plus Scapharca Subcrenata Extraction groups. Conclusion Scapharca
Subcrenata Extraction has a remarkable synergism and attenuation effects on NP chemotherapy.

[ Key words] Scapharca Subcrenata extraction ; Synergism and attenuation ; Tumor inhibition rate ; Chemotherapy
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F1 BRI N BURER I (x £5,n=6)

Tab.1 The effects of Scapharca Subcrenata extraction on body weight of model nude mice( x +s,n=6)

2H 51 75 Dose {AHE Body weight(g)
Group /mg/kg 0d 6 d 12 d 18 d 21 d
H IR
E®X] — 22.8+2.2 23.1%2.2 23.5+1.7 24.3+1.2 25.5+2.2
Normal
I o R
FUALX - 23.1+1.4 24.2£2.2 24.5+1.4 24.7+1.8 25.32.0
Modle
NP fb; . .
forr 3.4/6.7 23.8+1.5 23.5+1.9 2.9+1.6* 21.4+1.7* 21.0+1.6*
NP chemotherapy
LAY 500 +3.4/6.7  23.7+1.8 23.2+1.9 2.1+0.9  23.5+2.0# 24.0 +1.94
+ NP fbj7
Scapharca Subcrenata 250 +3.4/6.7 2.6+1.2 2.5+1.8 20.2+1.8 21.5+2.2 23.2+1.7#
Extraction + NP 125 +3.4/6.7 23.6+1.2 23.2£1.9 21.5+0.6 22.0£0.9 23.8 £1.0#

chemotherapy

H:* P <0.05, ™ P <0.0l, vs A ;* P < 0.05, vs NP fLIT4H

Note: * P < 0.05, ™ P < 0.01, vs model group;* P < 0.05, vs NP chemotherapy group.

2.2 EHERYX NP ARUFTIREBEEN
=]

SRR A L3 NP 5 R4b7 I /N R i
B S i/ D | i R) s 45 7 B TR B I, W 3 45 2
[ SEK /N R i Wi 2, 2o NP r £1by7
B2 B 250 500 me/kg & 425 21 d 548
RSB BRA 1 B TR T AL (R 2) .
2.3 EMHREWIXT NP 724U T HIESER

SRR R ZH Fe A, NP 7 ALY A R B
A F S g (10 9 1) 25 B 48 v 1 B ) NP Oy R AkST
o BB M R Y, Hoh NPy R Ak AN B R
B 250 500 mg/kg &G q fHKTF 0.85, H AT B
WP EVER, BAEH B A 4R U 7E 250 mg/kg I &
PL_EXT NP 7 407 b e /6 H A Bt iy 34 5
TER(%3),

R2 BRI BRI (2 +5,n=6)

Tab.2 The effects of Scapharca Subcrenata extraction on food intake of model nude mice( x +s,n=6)

ZH 5| 55 Dosage B Food intake(g/ H/d)
Group /mg/kg 6d 12d 15d 18d 21d
1E % B8 Normal — 5.07 5.36 5.59 5.77 5.97
TN IR Modle — 4.88 4.77 4.87 4.94 5.11
NP iirf:timpy 3.4/6.7 4.84 2.82 2.12 2.35 2.01
R 500 +3.4/6.7 4.71 3.69 3.95 4.02 4.61
+ NP 1b¥7 250 +3.4/6.7 4.78 3. 12 3.35 3.40 4.28
Scapharca Subcrenata 125 +3.4/6.7 4.24 2.82 2.18 2.43 3.31

Extraction + NP chemotherapy

R3 BUHHZRA NP IR T IERUAERI (2 +5,n=6)

Tab.3 The synergism effects of Scapharca Subcrenata extraction on NP chemotherapy in model nude mice ( x +s,n=6)

P e 322
Al AUk Dosage T J:@m( ) Rat fjmg? hibiti af
Cr()up /n]g/kg umor weigi g ate ol tumor 1mnibition q \/alue
(%)
FEAIRT B Model — 1.46 0. 54 — —
NP ££J7 NP chemotherapy 3.4/6.7 0.71 £0.18* 51.4 —
BUHHERY) 500 0.72£0.26* 50.7 —
Scapharca 250 0.89 £0. 06 39.0 —
Subcrenata Extraction 125 1.10 +0. 53 24.7 —
ESLUETY] 500 +3.4/6.7 0.34+0.19™ 76.7 1.01
+ NP {677 250 +3.4/6.7 0.59 +0.27 59.6 0.85
Scapharca Subcrenata
Extraction + NP chemotherapy 125 +3.4/6.7 0.67 +0.19* 51.4 0. 84

H." P <0.05, ™ P <0.01, vs BIFIZ]
Note; * P < 0.05, ™ P < 0.01, vs model group.
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R4 BUHZIBIXS NP 7 A7 = BIVERIREEAE I (5,0 =6)
Tab.4 The attenuation effects of Scapharca Subcrenata extraction on hematological toxicity

caused by NP chemotherapy in model nude mice ( x +s,n=6)

i I 4 Dose
il Al FI£ Dosage WBC(10°/1.) RBC(10"2/1) HB( /1)
Group /mg/kg
IR
%X — 7.30 0. 65 10.92 +0.91 15.03 +0. 81
Normal
HUXT IR
BRI — 7.20 =0. 83 12.29 +1.92 15.77 +2. 44
Model
NP 1k
forr 3.4/6.7 4.62+0.54** 10.55 +0. 85 14.35 1. 11
NP chemotherapy
FEUEE) + NP 1LYF 500 +3.4/6.7 6.91 £2. 06" 11.56 +1.52 15.03 +3.00
Scapharca Subere
capharca Suberenata 250 +3.4/6.7 7.20 £1.75" 10.70 £ 1. 49 14.72 £2.15
Extraction + NP
chemotherapy 125 +3.4/6.7 5.70 +0. 94%* 10.59 +1.28 14.40 +0.75

W " P <0.01, vs B, P < 0.05, vs NP 1RLIT4

Note: “* P < 0.01, vs model group;* P < 0.05, vs NP chemotherapy group.

®5  BUHZIRAIXT NP JF SRAT MR AL F IR (x £5,n=6)

Tab.5 The attenuation effects of Scapharca Subcrenata extraction on blood biochemical

toxicity caused by NP chemotherapy in model nude mice ( x +s,n=6)

4 5l #H Dosage ALT AST g ALP BUN
Group /mg/kg (U/L) (U/L) (g/L) (U/L) (mmol/L)
= aniid
IER X — 70.3 £28.0 177.5 £35.4 54.0+3.5 165.0 £22.6 8.5+0.8
Normal
AR X
— 72.3 +10.3 175.0 £26.6 54.3+3.9 163.3 £25.0 8.0+1.8
Model
NP 1t )
s 3.4/6.7 138.8 £30.8 * 248.5£20.6™ 58.2+3.3 161.7 £44.0 11.8 1.9
NP chemotherapy
500 +3.4/6.7 87.8 £16.5% 195.2 +26. 3% 55.5+3.8 161.7 +37.6 9.0+1.2%
BRI + NP LT * * *
Scapharca Subcrenata 250 +3.4/6.7 90.0 +21.5% 195.5 +31.2* 55.7+4.1 168.3 +47. 1 9.4+1.5%
Extracti NP ch her:
xraction + AE Chemotheraby 155 43.4/6.7  102.7+27. 1 213.0+39.9  58.8+53  161.7+28.6 9.5+2.2
H:* P <0.05, * P <0.00, vs BRI ;" P < 0.05, vs NP 1LIT4H .
Note: * P < 0.05, ™ P < 0.01, vs model group;* P < 0.05, vs NP chemotherapy group.
2.4 EMREYN NP ARUFELEFEMER  AURMAEPIER(ES),

HBES1ER

RN IR 2 A NP 7 2467 5 /N B F1 40
it 250 e I S /0 | T A R O S A0
R L 554 NP Jr £y Al e a
PEZSF (P < 0.05), 15 BH 7 i 2 B ] B G 10 il
NP 7 ZAby7 51 0 s b, 4450 s At 2r
AN 2T & TR R (R 4)
2.5 EMIREMI NP ARNKITEMEELER
ERMBEIER

SR FR AL Fhds , NP 7 24057 J5 /DN Bl 3
ALT AST 1 BUN BH & F5 , Ut B NP Aby7 al Lo [k
/INERUHE B g RE A 45 7, TR B iR B 250 500
mg/ke & H G LA L 48 br 5 8 B2 /D, 5 gl Np
T FACTTH A B 22 R (P < 0.05) , BiW]
BRI NP 7 ZA0TT 5 1R 09 B D e i B 4

3 g

i A4 5 0 8 LT AT R e v o v L
FEEAEE NI A S e AR /AR i R T
e ) — ol AR/ N A P 249 o5 M B 809 ~
85% ", EIG K b AE /N A i g 5 SR FH AL ST 1
T AT TT o (H A0 280 hE 7 ) 6 5 1 Ak
I i R Z AR KA 3 B, A A 2 — 3
O3 R R R T LA 22 B SR IR TE K2, B
PAA AT B 5 A 7 25 W) 036 97 RCR | BN BB 2
e PR b R 5 A R S [ AT, T P [ 24 13X 5 T A 4% T
RAFRIME T, i PR L 23 5% T b 2541 D 4 Bh T B
0 3 B T 5 A 0 AL G 2 D BE 4 7 IR 2
PRI [ 38 35 36 7 RCR 1T LA 280 s J8 5 Y
AN RAEAR 3 R AR T TR SR AR A

I
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DA 24 38 80 23 R H 09 il g i o8 2 4R v
TEH 25 5 AT 2596 5 WSS HYT 24, i B R
I R | 2R FH 2R Ak T 25 05665 g, S0 5 % B
AT 245 ) 14 186 A50OR Ik 75 T6 7 78 A BRI DR 52 B
T, PRI TE S0 WA AL BF 5 v R I DR A 3R T
158, ARG R VAT 1% B0, A B8 TE A 1 2R b
PEM 25 Th Rk, e 3R /N Al B i 98 1) [ bR yh o7 48
R, NP 7 bR SR IT 5 2, AR SR A
AS549 H B AR RSB X 4 BIFSE B IR )
Xt NP J5 A7 B3GR B VR . AR S50 WE 5K IR
B, Bal NP ALY, BN RO B T R R R
D AR AR S DR S R R RO,
e AR A 3% R FH R A — 38, i () s 1 P 6 Al 4
B Je Bl 25 25 ) i 4 DL 55 W) RN 35
WA R R R S YR, AR R
Wi % 4525 21 d B SRR SR — 2, I B s T
NP {by7 20, Wi i $ AST  ALT 1 BUN & &t 9] A%
F NP ALy7dl, R, BUHEERY S NP i 4k &
FEXT A549 #f FURS AELJR g 400 ol 50 S B e 3, DA
AFFEZE 5 7 o UE B R PR ) E A B 0 3 AL
WCEEE S m FL A 3 — 25 B g RO & R Y
#r e,

S 3k
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SEACET RS AT F1AT KM 2N BRI HE A 52 i)

FEHE,D TS, ETHX,KETR, EEA
TR RHE RS MR 24 B IR ¥ FH - 471003)

[HE] BM HISERETREREEN FI RI/NRME RGN, FiE R 4 40 J/NRBEEHL S
Fahzs AR P RERBEA1(0.0. 2.2 F120 pe/ke) , BERIEITYLER K52 45 d, FE55 60 BT, K [ e 2 20 Ay e A B
1.1 EATRZERCR, A7 B AR 60 d JE BRI, AT I MLAASI , 4558 Xt IRAAE L, F1ACHERE AR 3 A e ik
JEEEH A £ 20 M AR LM AL A = BN (P < 0.01) s F1 ACHEE MRk B2 2 2D A ML AR P IMALEE S # (P <
0.01) Mk L AL XTE (P < 0.05) SRR FIL ACHENE = vk B 4 A 20 A0 i i it 338 (P < 0.01), F1 fRHE
PN B ML 212 e ZE A0 AR /IR i IR AR R TBT MeBE A3 N 20 AR ik . 4618 SE1Q TBT 28
S F1 ARG/ BRI R, EARVE B Rt F1ACHEME/INBR S IR R, R I X FL AR/ BR A oK

[=$7] =T, /NI by

[FESES]R332 [ XEktRiIZED] A [XEHS)1671-7856(2015) 05-0042-05

doi: 10.3969. j. issn. 1671.7856. 2015. 005. 010

Effects of parents exposure to tributyltin( TBT ) on blood
routine of F1 generation KM mice

YIN Yu-wei,SUN Ping,SUN Jie, WANG Shu-wen,ZHANG Ji-liang, XIONG Jian-li
(Animal Science and Technology College ,Henan University of Science and Technology , Henan Luoyang 471003 , China)

[ Abstract] Objective  To explore effects of parents exposure to TBT on blood routine of F1 generation mice.
Methods 80 mice including 40 males and 40 females, were randomly divided into control groups (CK) , low dose
groups (LTBT) , middle dose groups (MTBT) and high dose groups (HTBT). They were given dose of TBT (0,0.2,2,
20ng/kg) every day. The experiment lasted 45 days. At 60 days, one female and one male of the same concentration were
bred in the same cage according to 1: 1. At postnatal day 60, blood was collected for the determination of blood routine.
Results Compared with control group, the number of red blood cells and hemoglobin of F1 generation male mice in LTBT
and HTBT groups were significantly increased ( P < 0.01) ; Red blood cell volume, mean corpuscular hemoglobin (P <
0.01), and the lymphocyte absolute value in F1 generation male LTBT were significantly reduced (P < 0.05) ; HTBT of
female mice were significantly increased about the number of red blood cells (P < 0.01). A dose-dependent increase of
the hemoglobin, red blood cells, and platelet count of F1 generation female experimental groups was observed. Conclusion
Parental TBT exposure affects the F1 mice blood routine. There is the greatest influence on LTBT in F1 generation male
mice and on HTBT in F1 generation female mice.

[ Key words] Tributyltin ; Mice ; Blood routine examination
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A OV R HA R A 2 B K B LA R B 1k iR
TRV B T RS OR 0 T BB 8% T vz F T AR
TR SR, (ELIT 5 A4 [) B o ¥ 7 B 5 i
S S E A =T %8} (wibutyltin, TBT)
AR TR N i NN N 3 € 7
(M f 2 1 k22— B R 7E KSR
Pl GgUEh B R BN Y & A LB A
WIRIAETE . TR IXT TBT AR50 A4 & 42 he g | fit
TBT i i B W E AR, X A 2K 1) it BREAS) B 7 77
Y SRR A AT R W, N TBT Atk
BRI TEEN E W RG R PR S R
PERVE RS, AR HiRIE , TBT ANMUEAT 2tEw
PR B HA 8% B Pk | 505 B VR R BE 9 430 T 4R
TP DR R AT s R, A fk T 3
BT MEPE /N A A B 1, 7E R =0. 05 pne/ke 1
T B ERCNR, R R, 1E  FEE%, 70
JEBCR RS, %F TBT ()32 sk, AT HEL
BEPLHIHEA TR AR SE .

M AEAE R LR N IR R AR [ B F AR
M, B Geh ERMEEETfE" . XIRE
SRS K B, /0N BB TP R I R R /N BRI
WAL, B RN & B, X R o B ik AT
0.03.0.3 3 mg/kg TBT HI TBT 2Pk iE 455256, Wi
ZZ3| TBT F TBT S EK GO F A3 Ik il e 7= A=
FIRAMHPERY T %, akwIZr % fYBF 55 20, TBT
SR 1 A A I A AR, R RN
W BE R BE NG LI R S R R A G, SR R AR TBT
TCREXHFAR /N B 3 B A0 5 T o A 0, 25 Tk, AR
SEG AN IR MR BE 1 TBT 2 88 5648/ N, B 5 Xt AR
AN K55 Wasa oY i A N

1 MEITE

1.1 KF5E
11 a5 S e ik

TBT( 4l = 97% ,Fluka 2\ 7] ,4CIEF) , P8 T
FORMEZEM (LLZRPY B A RAH) .

TBT FREECH : a. FiL 180 g/ mL ¥ 1F13 .
FWEHR 10850 WL 1Y K3 AR () U R 76
FRWARHL 1.6 WLTBT A ZM IR, B 5
BV b, JFH AR 90 400K L2 B3 A 4°C kA I
A7
1.1.2 E3LE

B (10200 -3 - G) (TR P 747 [R

o] ARl R A I RS AR A T (SN A A=
FARARAF) ; XF9080A sh¥ifik B sh 43 (7
USRS ) o
1.2 SCIEEh¥

HIEH,4 ~5 J8 KM /NEIRTE 16 ~ 18 ¢, B,
A 40 HL ) 37 10 1) 465 - WG 15 28 30 400 s o S0 ]
BE W R A 296 3 ) vh s [ SCXK () 2010 -
0002 , T 3% T % BH 5 S AT A= 4 52 55 3l ) ot Bk 3R 452
[SYXK(#)2013 —-0003], 12 h fEFFEIE, ik (23
+2)C fHERE, HHIKE, L8P 3R
JE], 255 NGE R,

1.3 EWHE
1.3.1 2E{C(FO fR) TBT %%

FO 0 TBT 252, ¥ 80 H/NEUBEHL > 1k 8 41
(84409 44) 84 10 H 4355 W E K0T
MEZH (CK 2H) ,0. 2 pg/kg TBT LM EEL (LTBT 4H) ,
2 wg/kg TBT i BELL ( MTBT 41 ) F120 wg/kg TBT
TR (HTBT 41) o ¥f TBT BERH B AR
2 g AWK SIRIAE b R A B IR/
B, X FR AL A MR oK B B & I B R A R AT
Ry X Iz e N /N R, AR R s n 4
Wkl WA 2 AR 58 5 TR T, A3 d
FRE— RO E R, IR — k2 i, B frs:
45 d,

1.3.2 FAR(FLAR) /N R4

FO fRBEFELE I Y4 10 KB 5 6] ok 5 4 1
O B 1 VAT R B BO AR . A7 BRUAE Y AR S Bk
20 HEZEAT Wi f-i e B4 S8 1R 75, F1 AR B
235 60 HIBET, F1 AO/NEARETE 40 ~45 g, B —k
JE L BEALICH /N B4 6 HEA o IR ER LM , %
MAEEA T8 FUR & A 45 LA T 3 H . 2T 40 L (RBC) |
MLTHEF (HGB) (L4 AL (HCT) | 21 4 Jf ~F- 3
RFL(MCV) -390 21 2 (& (MCH) P31l 21 28
FHEE (MCHC) | 21 24 ffd 53 A1 58 B b fE 25 ( RDW-
SD) | ZLAHMAAFR 5347 58 B AE 7 R AL (RDW-CV) | H
YA (WBC) Ik EL 4B 43 b (LYM) | 96k B 440 e
26X HE ( LYMPH) | A 1L /N R (P-LCR) | i/
MR 5341 58 BE (PDW) 347l MR A (MPV) | ifiL /)y
e (PLT)

1.4 HIESH

K HI SPSS19. 0 GE 4R A #:4 T 85 b 3L, o 4421
BAE AT R 2 07 22 AT R EL#R (LSD) L P <
0.05 NBFE P < 0.01 NHEE,
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2 FR

2.1 =R TBT REX F1 R M E M0

W1 PR SR AH H . LTBT 417E RBC %X
Hi 2 & (P < 0.01) HGB ST mBE (P
< 0.05) MCV FE{EH 525 (P < 0.01) MHC F#AIE
W@ (P < 0.01) RDW-SD [k B&E (P <
0.01) .LYMPH (%2 (P < 0.05) .P-LCR F&1%
Wi (P < 0.01) PDW Jl/MEEZE (P < 0.01)
MPV Zi/Mi % (P < 0.01) ; MTBT 41 7E RDW-SD
FeAi i % (P < 0.01) \P-LCR Rk & (P <
0.05); HTBT 417F RBC ZUH LM B & (P <
0.01) \HGB & = 3 (P < 0.01) HCT Jt
EEE(P < 0.05) . RDW-SD KB & (P <
0.01) .P-LCR F&{EMH % (P < 0.01) .PDW Jg />
WEZE (P < 0.01) MPV 45/ME & (P < 0.01),
2.2 MK TBT WEXT F1 KM I #

W 2 s S RRUA L, LTBT 4H7E HGB 7%
HITEMBEE (P < 0.01) HCT FFE & (P <

0.01) PLT B HIGM B3 (P < 0.05) ; MTBT 47
HGB &HETHEM B E (P < 0.01) HCT F+ &
Z(P < 0.01) RDW-SD FhEitk 22 (P < 0.01)
RDW-CV JHE R B# (P < 0.01) PLT % H 1 2%
WE (P < 0.01) MCHC 5% B ZE MK (P <
0.05); HTBT 417 RBC St HI L B % (P <
0.01) \HGB &t @itk 2 (P < 0.01) HCT FF
EREE(P < 0.01) RDW-SD FFE 3 (P <
0.01) .RDW-CV JHE B3 (P < 0.05) \PLT % H
ZHWBE(P < 0.01) MCHC #8F5 B ERAL (P <
0.05),

TE F1ACHEYE I 5 FL b, Bl X SR A 2 58 TBT
FRE R 38 57 5 o0 I H LA bR A AE — 2 YR AL
N, BEZ% TBT ¥ B2 093 & HGB % & (HCT & & |
PLT %0 52 B s AR PR 38 i ; MCHC 4845 2 BLJE
FRAR 5 388 i) fa %, (B2 TBT 4L #0 I8 T CK 415
RDW-SD #§%5 . RDW-CV F5 5 5t B 5C 38 il J B A A9
e (HRE TBT H#8E T CK 41,

R 1 RS T EEB B AU I LA

Tab.1 Effects of parents exposure to TBT on blood routine of male mice offspring

W 215 Groups
Tiem CK LTBT MTBT HTBT
RBC/(10°/L) 10. 85 £0.08 12.04 £0.28 ** 11.08 £0.17 11.71 £0.23 ™
HGB/(g/L) 153.67 £1.48 159.67 £3.0" 152.00 £1.26 162.67 £0.76 ™
HCT/ % 75.03 £0.46 76.70 £1.50 74.80 £0.42 78.33+0.76 "
MCV/Al 69.17 £0.06 63.80 +0.80 " 67.53 £0.75 67.00 +1.21
MCH/pg 14.17 £0.06 13.27 £0.30 " 13.73 £0.09 13.90 £0.28
MCHC/(g/L) 205.00 £0.97 208.33 +£2.01 203.00 £1.32 207.67 £0.92
RDW-SD/% 41.23 +1.91 34.47 +0.50 " 36.03 +0.48 ™ 36.00 +0.58 **
RDW-CV/{l 16.37 £0.98 15.63 £0.15 14.40 £0.93 15.07 £0.90
WBC/(10°/L) 6.83 £0.59 5.20 £0.40 6.53 +0.74 5.37 £0.65
LYM/% 87.17 +0.13 87.03 +0.54 82.93 £3.14 89.57 +0.28
LYMPH/ (10°/L) 5.97 £0.51 4.40 £0.31 " 5.43 +0.64 4.80 £0.57
P-LCR/% 11.23 £0.78 4.57+0.27™ 9.00+0.84" 6.40 £0.35 ™
PDW/% 9.27 £0.31 7.97 £0.11™ 9.37 £0.26 8.40 £0.04 ™
MPV/fl 7.53 +£0.14 6.60 +0.03 ™ 7.57 £0.16 7.00 +£0.04 ™
PLT/(10°/L) 1232. 67 +24.83 1273. 67 +£58.31 1249. 67 £49.23 1132. 67 £107.85

TE: T8RS CK 4L, " P < 0.05,™ P < 0.01,
Note. Compared with the CK group in the same line data, * P < 0.05,* P < 0.01.
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F 2 RATIE SEE AOMEE  HE B R2
Tab.2 Effects of parents exposure to TBT on blood routine of female mice offspring
pigE| 215 Groups
Item CK LTBT MTBT HTBT

RBC/(10°/L) 10. 67 £0. 14 11.35+£0.19 10.95 £0.38 11.73 £0.25*
HGB/(g/L) 153.67 +£0.21 160.67 £2.01 ™ 162.33 £1.17™ 165.00 +1.59 ™
HCT/ % 71.10 £0.78 75.47 £0.35* 75.90 £0.97 ™ 78.37 £0.71

MCV/1l 66.67 £0.33 67.07 £1.25 67.33 £0.95 66.93 £1.06

MCH/pg 14.43 £0.20 14.17 £0.21 14.10 £0.17 14.10 £0.35
MCHC/(g/L) 216.33 £2.79 211.33 £1.05 209.67 £1.28 " 210.67 £1.69 "
RDW-SD/ % 34.40 +0.66 35.60 £0.47 37.83+0.43 ™ 36.50 +0.20 ™
RDW-CV/{l 13.37 £0.72 14. 80 £0.63 16.00 +0.46 ™ 15.30 £0.57 "

WBC/(10°/L) 5.83 +0.38 6.87 £0.57 6.40 £0.42 5.30 +£0.35

LYM/% 91.00 1.0 88.83 +1.08 91.23 £0.95 93.17 £0.61

LYMPH/(10°/L) 5.33+£0.34 6.10 £0.51 5.87 £0.35 5.60 £0.72

P-LCR/ % 6.27 £0.66 6.80 +0.54 6.40 £0.78 6.70 £0.41

PDW/ % 7.93+£0.13 8.23 +0.09 8.00 +0.18 8.07 0. 14

MPV/fl 6.73 £0.08 6.87 £0.08 6.73 £0.11 6.87 £0.04

PLT/(10°/L) 868. 67 £26.23 1100. 33 +48.84 " 1170.33 £99.26 ™ 1216.00 +48.87 **

L AR S CK AL, " P < 0.05, P < 0.01,

Note. Compared with the CK group in the same line data, * P < 0.05, *P < 0.01.
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3 hg
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-, B YA FETE N . Whalen 2572 BF5E LB, A
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IR TS LA (4 i 77, FLIG 2
WFFE T = 2 B 5 K BROAE JRE & A A 5 i), &5 SR %
PR, —E R ) = 283 B 0k A BORE T, (H &
Wit e A e A, kot e R R A S 1 D 0 55,
ot et A B S I s 5 e R B A e e SR AR
PREE SR, /W 5 & B0 = T I8 B n , X M I /s
R 1 S ) AN — 35, A v ) o N R A
T EAN AR A/ R AR R (R,

N e i L & 7 ok B2 v 5 0 N I RS R
6 LK B R A T R T 3 A R
HE #0380 o iR AT E S B SE UE S WL A HL
B AR AE I L IR A 5F B 4 AT, T AR A
AT YRR 3038 a2 R R R R OC R
VEFIPLET] R 5 > AH{, TBT 3@ 55, &0 F
77— B IR

MG R Ge i BB AN, 2 SRR
SEBRAR I, T LA R0 A G A N A FE I R A R
WA R EE A X, MR R, & A E 4R Stk

HEERT, S E L Sh ARG R R AP R
FRSZE0 BN 48 1 e B % Al H RIS ) ) 4 3
> ST AR ) A5 TS A 1 AR LS i ATLAAR ) AR
EDIRE AR BE TR FEASE S v, 50 BRAL A
JUE F1ARHEE TBT 4169 RBC B B4, HGB 1B
AN, {H LTBT 2HAY9 MCV B R 4578, H. MCH 1B
AR, SR 1 MTBT 445 HTBT 4H A9 MCV #1 MCH
FRPRJC W A8 Ak, 3k O 45 S AR G 7S 21 40 A 1) 12 Ha 2
REA AR, S5 x4l At LA TBT 41
HGB 3400, {H MCV 5 MCH #5708 3% 25 571X 1%
INELA B Y is S RE T IT R N R, 2040 s g
(7 R AR LA (1% Ak B niy o B e, DA T3
REWEAR R, BR T IME Mz A, AT 1d 5%
T FLAVNRR & o 88 i i e, 25 R IR
TN —#F, HEVE LTBT 41 S in @ 5.3, HoAh 4l
PRERE AN 1 25 % T Horb iy — S L] FRATIELE
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Endoscropic assist in rat orotracheal intubation

MI Rui' , YANG Fan',LI Tong’

(1. The third center clinical academy of Tianjin medical university, Tianjin Key laboratory of Artificial Cell,
The Third Central Hospital of Tianjin, Tianjin 300170, China ;2. Tianjin the third center hospital cardiac center,
Tianjin Institute of Hepatobiliary Disease, Tianjin Key laboratory of Artificial Cell,

The Third Central Hospital of Tianjin, Tianjin 300170, China)

[ Abstract] Objective To investigate endoscropic assist in rat orotracheal intubation. Methods 40 rats were
randomly divided into two groups. The procedure time, total time, intubation frequency, the success rate of the first
intubation and the survival rate in 24h were compared between the conventional group and the endoscropic group. Results
The total time in two groups were nearly the same. But the procedure time and frequency of intubation were significantly
less in the endoscropic group than those in the conventional group. The success rate of the first intubation in the
endoscropic group was obviously higher than that of the conventional group. There was no obviously difference between the
survival rate after extubation in 24h between groups. Conclusion  Endoscropic assist is superior to the conventional
method and worth promoting.

[ Key words] Rats;Endoscropic assist; Orotracheal intubation
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Tab.1 The results compared between endoscropic group and conventional group

MEiH
Endoscropic group

HALH

Conventional group

BSE ] Total time of intubation(s)

i B FRAERTE] Procedure time of intubation(s)
SEIIHHAE VR EL The frequency of intubation
—KAE A L3R The success rate of the first intubation( % )
X it )52 55 EL The frequency of vomit

2 BB The frequency of apnoea

ARJG 24 h {733 The survival rate after 24 h( % )

183.32 + 13.30 193.81 + 24.54

20.70 = 4.42% 59.10 + 17.04
1 +0* 2 +0.82
100(20/20) * 45(9/20)
0.4 +0.52*% 0.9 +0.74
0* 2
100 100

W SEHMALE,* P <0. 05,
Note: Compared with the conventional groups, * P <0. 05.
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A modification of retinal vascular preparation

XU Yu-huan' ,XU Yan-feng' ,LIU Ying' ,HUANG Lan',LI Yan-hong',
HAN Yun-lin' ,DENG Wei' ,XU Qing-gang” , QIN Chuan' ,ZHU Hua'
(1. Institute of Laboratory Animal Science, Chinese Academy of medical Sciences. Key Laboratory of Human
Disease Comparative Medicine, Ministry of Health, Key Laboratory of Human Diseases Animal Model, State
Administration of Traditional Chinese Medicine, Beijing 100021, China; 2. Beijing Tongren Hospital Capital
Medical University, Beijing 100730, China)

[ Abstract] Objective To improve the method of retinal vascular preparation and application in experimental
animals of mice, rats, dogs and monkeys. Methods The retinal vessels were isolated with proteinase K-trypsin digestion
technique. The samples were stained by hematoxylin-eosin( HE) and Periodic-Acid Schiff(PAS). The expression of CD31
and VEGF were detected by immunohistochemistry(THC). Results The spread sheets of vascular network are complete,
and can clearly show the blood vessels. No nerve tissue residue is left. Different levels of vascular morphology are clear.
The vascular branches are clear and complete with no fracture. The cell morphology is intact, and the cell nucleus is clearly
dispayed. The entire process can be completed in a short time, and has a high success rate. The vascular antigen are
successfully retained: Expression of CD31 can be seen in both pericytes and endothelial cells; VEGF is mainly expressed in

endothelial cells. Conclusions The improved method is successfully applied in different experimental animals. This
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approach will provide an important contribution to the retinal vascular disease research.
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W, ZLI - 9056 ) , HU AR B (T AZ 44, ZLI1 -

9030) .
1.2 FHix
1201 R BURR R B 45 A ) i 5

K B SAE 1 AR B, 4 BUIR 35K, [T 5E T 10% th
PERE R EAK

W IE A 2% 5 JF AR Bk 25 B AR AR, FH 28 1R K
e, AR 2 ZL 3 S o A HR BREE S 5 1 55 1 4 153,
T AR BROBE A I R | P FH 2R TR KR E o

H R L L R R A ZE IR K T 3T CIFE 1 ~
2 h, ZRIB/KIE Y, W & 5 iR A 1 g/L IR

Retinal vascular preparation ; Combined digestion ; Antigen retrieval

F K T ,56°C 44k 13 ~ 17min, 221504 b4 0 8O
JEARME, ZE TR 7K IR, PR A D 2 A 3% BB
FEH AW, 37°CIH AL 40 ~60 min,

PR AE 21 375 BA AR %) 10 % 0 B A 2 48 7K v e
Ve, HWAS R e T AR 3 AR X3, o 80 A T
BPIR, FREEMCET B FFPIR A a0 78 90 e 3] 75 22 58
RIREIE A b RS, AR T,

e AL AR E AR k AR, 55 5 min B
FEB— IR, T LA SR AR 58 B3 A6 B[] R UL A . 2
FI K 546 13 min B IR WS, 525240 30, 25 DL IR
24 P B 7%, BP 58 iU — 2 TH Ak, 27 I AR 8
42,12 min BRI K, HEBICET .,
[ AR 1S AL AT, 4F 10 min BRI —IK, W2 L
o IS8 T AR BT[] R WL ER R A, B T A AN 2 4,
Smin FRFFE M —IK
1.2.2 R[RISh) A0 19X B T Ak 3 AL i)

FERK B A SE A b FRATHEE T BALB/c /MR,
R YT A A0 T R i A R A 0 AR DR 1,
BALB/c /INERAR 3R /)N, 76 301 BRI I 68 )2 22 T, 44 HR
BREESISJBTRE 2y, K AR ) A IR BR A K, &5 M 4
ok BUR S 5 S BUE A2 4h, TR T 7 7E IR Bk
) AT —A/NO | 4R S5 [ G 24h, KR EK
BEX S BT BT T840, B — 55y K/N2Y 0.4 em x
0.4 cm, FRRIE AR ARZ

F 1 AS[EI NP I REETE T Ak A 3 AR ]

Tab.1 The digestive time of different animal

retina in digestive enzymes

. EOmK B
Animals ( +2min) ( +10min)
Proteinase K. Trypsin
/INERL( Mouse ) 18min 60min
KR (Rat) 15min 50min
LEA% K ( Beagle) 12min 40min
# ( Monkey ) 10min 30min
1.2.3 BB A HE 36

W P TR 55 1 5 4 T Rk K AE 15 min,
IARTYAZ | min, AR IEE, LI E YL 2 min, B
FERG K, RSB B, s AR = A
1.2.4 MBI R PAS Yt

PAS Yefi 71 2 BESCHR™ 2 45 40 00 B 1 45 4
BT AT KAL 15 min, ZE0EKBE 2 U, A 25 il
fiz %84 10 min, ZEIRKHEYE 2 U, A schiff 3571
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N 5 min, F R HYE 2 min, SRR Z 4% 2 min,
HRAKR I S min, B BEEDR K , — F2RE B b
LY EEE
1.2.5 AL A5 i feie g Ak e

B PE AL et ) vk 2 B SCR s A s . O
V00 I 1M 45 2 T PBS Rk AK 15 min; @7
W JABSE 5 min; B3% WK EA 15 min; @IEH
78 TAERE A 20 min ; G N FH B 74 18 00 7
—HL (CD31 i BB A 1: 505 VEGF 7 B R
1:200) , ZHEMFE 1.5 h; @M —HoikH 1, 5= HE 07
A 10 min; @I =Pl 2, ZIRIFF 10 min;
DAB 4 ; @I R E R Y 4 s; QOB B B AK, —
HHRIEW] |, M I 3t

2 R

2.1 KBRS E A

2t HE J¢ PAS Jem] UL i 58 8, W I Sl s i
BN, 2 FME T AW, 8 5 S0 R e
TR I G, 20 M TR 2538 O, 400 I A% AT 3 B R
(B2 E 1),

it T Ak 2 1 R A B R 5 2, R e AR X B
R E , BERE R BSR4, iR
K L, Sat 5R&, FATT LB, ok ok
Smin BPAPIE GBS, e AL 45 R s . CD31
ML E M B2 A K B F (vascular endothelial growth
factor, VEGF ) 7E1E % K BV v 24 3235 . CD31 7E 1ML
BTN B N B A ML 3 3R 5K VEGE EZEAE N B
ARk,
2.2 MR BREMERESER

FR 8K SR R 225, FRATTHEE T BALB/c /MR,
RV ] A8 1 40 DO B 1A T AR ST, 28 HE
PAS Jef, n] ULIM A I 523, TR ZUR B . A9
A AR RE RS/ N ik w] Sk 7 i 55 R 1 ~F- T
WL B4 045 I i PR Rz 200 G R ) 44 e 2 8, 40 P T
AT, AN MAX SE AT R (AR 12 K 2)

3 itig

1960 4F- Kuwabara ' JH i 28 {4 i X 00 0 J 4 1 7
TH AT 400 13 B 0L A5, A 0 D) & A8 P A
AT —FhE i T Bt 1963 4F Ashton' Bk T
Kuwabara 775, 5 & H B - BRAR AR ICA 0 1k
B, YIRS T A AL RN L e e
K EHARWISE 1Y AT AR AR,

R IO B8 10 A9 Ll B AR M B R T AR A
S BRRBETE o WoR A, AL, XA
TSI A5 45 F8) N Y AT, L 25 T 2 R X S 6 2
SRR, B K & —F s 06 1 8 A,
REDL 3k S L SV, DR e A A 9, 3R
TTRERR ST F AR Il K 45100 0o JSE o' 23 40
[l 2R B K BE2E % 40 I, e SR A A, 23R
1K 0 0 P2 0 5 A A 3] 3% Jig 2 14 il v o —
Ak, LR B K - R AR A T AR s, R
Tl 2 1 AN IR S 56 505400 10 400 Do S o 65

PRI FEE 1l A o A o AR v, v DL R L
A1 OHR BRI E - /N BRI ER UM 5 B3 2
10% HPEFE R Bhbk 24 h DL b S RTBEIE Bk 4 21 4%
FARERA , 45350 o 2L 23 235 Ky 11 2 Rl 3 AN ], BR) b B
Je S B RE 4 b FEFERI ) R e IR BRI b R4
YIFF—A/INE AR SE[ E 24 b, T 1 E R 5 1l
o0 S 1145 P T 22, DR b 361 s 1] B G AN 3t 72
(2R o0 I 14 S 25« 400 IO 7 AR BR B ) P )2, 4 41
L, B EEARZ L RSB IRE S
WemE, PRUL 25 BR dbR RS, AR A 2 203k Ry s,
W MR R BE 5 FF A T 5500, R AR R B AL, B
AL TH A R v R B EE , FEE K
THILRE M58, B S5 min FEREE s — IR, B AR 58
B TH AR RS 1] A VRS o5, , 45 2 min RSN — IR, 1§
PR ] L JE% G J2 5 7% B AT 20k 31 Ak, J mig i 2
it 5 AR, B 10 min B2 008E 8 — WK, B DL SR IR 58 i
T AL ] g WEE L A5, 4 5 min SRR —W, ]
D37 B I X B2 0k A, % 2 B T Ak 4 Y
A8 Rk T3, Tl T o 2 R TR R A
b RERIG DT R b 0 K T A R D BE Y i
RS, 52 X A L g, Ot .
WIS 2 A YR 75 2 K 3 min, 1K 5 min,
PRI K 3 ming, TR 90 1L A8 4 - 7% H K S min
BIwT 58 it B &=

B U KB AR 1 6 0 1k a8 R BRI
I A7 0 B ) 2R i, AR MR A, IR Bl TR
[ SIZ 56 5400, k0 0 6% i A 1 5 s 1) OF 5 4t T

Tt
B3k

[ 1] ZRESLT AR Rl 25 o O S0 A 50 1ty 2 2
BAURBIHRL ) ). P E SR EYI2E4]. 2013, 21(6) ; 65 - 69.
(L#% 50 m)
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PRI A e T3 AL, WA S22 58 A 4L, 1EHE
BRI T 22 B P LRI AT BTG ML
o AERMBRAAE I, T AL R M i AL =i Jm o
FEIC A T WPIRRE ST, A A Sl ) N i R
o ANAUIRAS AN R, 0 B0 P AL T IR 2 BRIV A
UOTARIE T, T AN A B2 1A TR, 1ot vk
TR B IR AT REME . (4) i AL
NBE AN 38 (B 1AL ), AT LAV SVSE 43 i ),
— B T PR R,

B BT B A T B0 PN BT AR A
B, B AR T8 P9 BB Al B A R R U A A
AHRAEB AR, o T 5 XU 100 0 4 4 45 45 A
TSN VAP NI W= N DN A o o | PR
Moo AERREME XS R N 3 W) S 5 1 R AT A BT
W,

S 3k
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P il 2R /N B R vl 7 L S5 T 45 R LA
W, KEE,F K MAE
(IR 25 R A BRI BE LA 100050)

[#ZE] BHB® 7 BALB/c fl CBA /NERURERIK S A5 lIn g R, 3% O MBI 4 Fiik2y)
(2,4 - ZHSEEFR T FHR O AR R TR FRANBEER 3 Aol i %t BALB/ ¢ il CBA /MR EZLYLHE
3.d, 55 5 R TEH/REEFR] BrdU, 55 6 K43 B a0 T bk B 45 i B 20 Al 238, FH ELISA i & i i 2 3w 7, 45 5%
2,4 - THHEGOR T FEN  C R REEREM 3 52 k7 RES R 2B, 3 Mib2: ECL. 6 {H 58
0.08% (Hi) 4.02% (H) .6.68% () (BALB/c) F10.07% (#%5%) .6.08% (H) .8.89% () (CBA) ; FHEE 1
2 Sl L P RS RECABERAYE  SLE/NT 1.6, 8518 T & /D RUR R e 4512006 45 R4 — 3, BALB/c
ALEAR CBA /BRI FAk 22 Aot 5 i SO

[RiE] Rl EgsiAn,; & ks

[FESZES] R758.22 R332 [ ScRkFRIRES] A [3ZEHS]1671-7856(2015) 05-0054-04
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The comparative study of two strains on results of Local lymph node assays

HU Pei-li,ZHANG Lu-yong, LI Bo,XING Shu-xia
( National Institutes for food and drug control, Beijing 100050, China)

[ Abstract] Objective To analyze and compare results of local lymph node assays (LLNA) between BALB/c and
CBA mice. Methods 4 chemicals (2,4-dinitrochlorobenzene, eugenol, hexyl cinnamic aldehyde and isopropanol) and 3
cosmetics were applied to the dorsum of both ears of Balb/c and CBA mice for three consecutive days. BrdU solution was
injected inter-peritoneally on day 5. On day 6, the bilateral draining auricular lymph nodes were excised and made into
single cell suspension, the lymph cell proliferation was measured by BrdU ELISA kit. Results 2 ,4-dinitrochlorobenzene,
eugenol, hexyl cinnamic aldehyde and NO. 3 perm agent pretended positive for both strains, ECI.6 values of three
chemicals were found to be 0. 08% (very strong) , 4.02% (moderate) , 6. 68% (moderate) and 0.07% (very strong) ,
6.08% ( moderate ), 8.89% ( moderate) for BALB/c and CBA mice respectively. Isopropanol, NO. 1 and NO. 2
cosmetics pretended to be non-sensitizers with SI < 1.6 for both strains. Conclusion  This study showed that BALB/¢c
mouse was essentially equal to CBA for LLNA : BrdU-ELISA, which suggested that BALB/c¢ mouse was a good alternative
for CBA used in chemicals and cosmetics allergenic evaluation.

[ Key words] Local lymph node assay ; Strain ; Cosmetics

/INERR BRI B 45356 (Tocal lymph node assay, W ERbR T el ABZ 5 T EAd A AR
LLNA) &R RS 2 Bk 2 10 e B & AL g 454, A A TFHES 52010 4

[E£WB] PR EFERELTH (2013NC3)
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OECD F8 R AR T HTF48 A IR S0 IR W5 e A% 17 11 il
156 B0 9% W B N B 2 R J7 7% ( LLNA: BrdU-
ELISA) " IR BRI AU YA ic i, 5 o HE T
1246 m A CBA /NERL, Hh % & /D BUFE [
PIHERY F /D Ak B 5%, 45 B INAR 2 2 38 JF T i
ROk T — & 0 W XE, % F B WA
BALB/c . NMRI ., ICR . DBA/2 . C57BL/6 . SJL 4& 5 %
FOFRIE 0 T BALB/ ¢ /)N U2 B P 07 488 22 )
FHERE | ARSI 245 B LB El N BALB/ ¢ il
CBA M i Z/NERXF LLNA : BrdU-ELISA 5256 45 % )
S0, AT A LLNA SE 503 £545 38 19 3 ) dh R 1243t
2%

1 #MEFAEE

1.1 Zi{¥

V50 H TN R/ BEORE T ( AOO) (421 v/v) BE T
J,2,4 - AR (DNCB) (HE B 25 B8 vl b
SN E]D) SRR EE(IPA, AL 5L T ) 2051 A0O
Bei 0. 1% (w/v).0.3% (w/v).1.0% (w/v) Fl
25% (v/v) 50% (v/v) . 100% (v/v)3 N E, TF
FH(EUG) 5 C M E:RE (HCA) B H Sigma 2
AL, ¥ A0O it i 25% (v/v) .50% (v/v)2 A~
JE 53 Fh kot it R B R R TN RCES Rk
1.2 SEIEIY)

SPF 4% BALB/c il CBA /N, M4, 8 ~ 10 &
W4, 43 ) ke R A 24 R B 5 B S R Bl ) 9 IR
rG AL AR R AE W R e A BR A Rl 4Rt &
FAIES 43 9] Jy [ SCXK ( 5T) 2009 - 0017 ] . [ SCXK
(3£)2009 —0004] . BhHil g6 258k v £ i 25
i B 9T Be Bt B &R 48 3l ) b [ SYXK (%) 2011 -
0008 ) , IR (22 +2) °C ,JBJE 50% ~70% ,5h¥) A
RE,12 h AT REH
1.3 RXFIFALER

BrdU ¥ 5 BrdU-ELISA i 7] & 14 Wy [ 1% [
Roche 23 %] (4% 5 10280879001 . 11647229001 ) .
BrdU #p i ¥ A A= B3R /K B il B 10 mg/mL,
SYNERGY HT #!4> { g EgHr{¢ ( 3 F BIO TEK 2%
F]) (CR22G 111 BUIGIR 250041 ( H AR HitacHi A F])
1.4 FHik
1.4.1 sh¥srdfgedgts

SIENL T R 4 H/4L,4 Rk g (2 R A RE
BT A 2,4- HEHESEOR R INEE) s 2
~3 AR A AOO N HRZ ;3 F

ftl it (1 SHE1RFR .2 S HiWiFE 3 52 &) 75
W— A, FeH — AN 78 A IR, B3z
W) 25 pLl/Hyd TR T/ INROSUE TR R IR, SR
3 d, X HRALIR K AOO BLZRIBK 26 4 KAALBE
555 RIEREEH BrdU #RICH 0.5 mL, 55 6 KAbFE
Y5y B AR L
1.4.2  RELgnp s

BrdU FRiC TR I 7 53 )5 24 b, kb 3E sh 4, 45 H
BT R L BB Je RS 00 1 (200 B ) 2 38 il
P40 B W, PBS Pk 2 YR (ES 0 1200 r/min,
8 min) , & H/NEAYK A E 2T 14 mL PBS 1,
1.4.3  ELISA K20 o355

20 BB 100 pL /fLAnZ 96 fLAkH, B0
(1400 r/min, 10 min) , 7 F W, W T, &
ELISA 32050 & 4k 22 5 H B Ar AR I Brdu 1B (&
S K A Z % WK 408 370 nm, 492 nm)
BrdU #RiCH5 50N (A370 - A 254 370) — ( A492
-AZH492),
1.4.4 SI.ECI. 6 {HiT& 58879

Hi¥ 45 %0 ( stimulation index, SI) = Z ik ¥ 4
BrdU Fric 5 $035 {E/ 3% 70 6 BE 4 BrdU Fric 48 4034
{E;SI=1. 6, I A 200 56 R, 1% 32 104 0 8l
BRAPEL T KRR ST ECL. 6 {H B L), it
BARXN . DECL.6=c+ [ (1.6 -d)/(b-d)]
x (a—c) (IR X STAEALSE > 1.6 F
<1.6),@ECL. 6 =2"{log, (¢) +[ (1.6 —=d) /(b -
d) ] x [log,(a) —log, () ]} (52145 e B 41X
ST > 1.6) , Ko if a ¢ ARIT P 5 320 (1 vk
BE b od RXF R SIAE ; 24 SI = 1. 6 B, HXT R 452
WA BRI ECL. 6 B, 70 AR N EC1. 6% <
0.1 #5%,0. 1<EC1.6% <1.05t,1.0<ECI]. 6% <
10 H1,10<EC1. 6% <100 55",

2 GR

2.1 FSHREZIIRERER
PRSI EH KR R E K R, #85
MM (1% 2,4 - ZAEHEGER) /N YL RERR A7 T 3K
I ST 3RE 5 245 i R B M IR 5 T A R DL
BARATIGAS , A ZE S W I A o 3 PR AR
2.2 T@mEA/NR BrdU #RiZIEEFA I B 358 S1 &
A dfir3
1 UL, BALB/c fil CBA /NE: AOO F17E
TR BRZH 1Y BrdU A i 48 508 — 3, Wk L 45 38 A=



56 P R AR A

2015 4E5 HE525 55 5 1 Chin J Comp Med, May 2015, Vol. 25. No. 5

R W FR/DEXT 4 FEEPA 3 Rt LLNA ; BrdU-ELISA 5 4%
Tab.1 The LLNA: BrdU-ELISA results of 4 chemicals and 3 cosmetics between two strains

Bz g fidi - BrdU #x id%‘g%ﬂz ﬂiﬂ@fz%‘ééﬁz ECL. 6 ﬁﬁi/n\.z&
. . Concentration BrdU labelling Stimulation (%) Sensitization
Strains Groups . . e
(%) index index classification
BALB/c AOO 0 0.127 £0.015 1.0 — —
2,4 - A58 (DNCB) 0.1 0.301 +£0. 045 2.37 0. 08 VS
0.3 0. 875 +£0. 127 6. 89
1.0 1.080 £0. 154 8.50
OV HE A EEE (HCA) 25 0.573 0. 052 4.51 4.02 M
50 0.711 0. 084 5. 60
TF&HE (EUG) 25 0. 428 +0. 078 3.37 6. 68 M
50 0. 546 0. 063 4.30
SNEE(IPA) 25 0. 109 +0. 037 0. 86 — —
50 0. 144 0. 063 1.13
100 0. 150 +£0. 043 1.18
7&K ( Distilled water) 0 0.116 0. 027 1.0 — —
1 SK57E7H (NO. 1 Essence cream) 100 0. 124 £0.026 1.07 — —
2 S BilfiFE (No. 2 Sunscreen) 100 0. 165 £0. 043 1.42 — —
3 5% %5 (No.3 Perm agent) 100 0.389 +0. 076 3.35 — —
CBA AOO 0 0. 135 +£0.016 1.0 — —
2,4 - ZHEFE K (DNCB) 0.1 0. 406 +0. 037 3.01 0.07 VS
0.3 0.991 +0. 135 7.34
1.0 1.322 +0. 124 9.79
OV HE AEEE (HCA) 25 0.706 +0. 052 5.23 6. 08 M
50 0. 946 +0. 095 7.01
TF&HEM(EUG) 25 0. 466 +0. 054 3.45 8.89 M
50 0. 633 0. 068 4. 69
SNEE(IPA) 25 0.111 +£0. 045 0.82 — —
50 0.171 £0. 081 1.27
100 0. 161 +£0. 053 1.19
7&18 7K ( Distilled water) 0 0. 123 +£0. 024 1.0 — —
1 SK57E7H (NO. 1 Essence cream) 100 0. 143 £0. 023 1. 16 — —
2 S BilfiFE ( No. 2 Sunscreen) 100 0.165 £0. 051 1.34 — —
3 57 k5 (No. 3 Perm agent) 100 0.598 +£0. 085 4. 86 — —

VS Mo M.,
Note: VS: very strong; M: moderate.
FREEYIAR ;3 R MBI (2,4- AR, T
TR IR ) S E SR T 1.6, HIY
A S R0 - SN DG AR 5 AR BB e N S TR BB ST
B/NF 1.6, 54 6 3clkikiE —8 " . 1.2 Skl
an SUSA/INT 1.6, FIWEh TCEUE 3 5 4 &5 SR
T 1.6, HEEEIHM:,
2.3 W@mEA/NR ECL 6 ESHEESKILE

Wi R /NER 2 ,4-H SRR ECL. 6 (HESHIE,
R B T F A B RO L AR ECL 6 A
SEAR—E HITE 1 ~ 10 JE N, o b S8 B S0
(%1),

3 g

P T S28 3h 4 1Al R P i A e 25 22 S

SEHGEE AL PR PR A 2 1) S 56 B0 W 1A T A S L5
JooNEE OECD $5 7 ( TG429 , TG442 ) 7 i
CBA MEPE/INER, 25 B 9 45 2 L S0 B0 4T % LLNA
Jrikafisk TIRME, BALB/c /N ERUZ E Y N 2 1
ERE R, AT U fae, BN A% # 5
BALB/c /NS T LLNA BF5¢° 1 B H A E A
HRETFIZ M /L LLNA : BrdU-ELISA 31k
SR T SO ) H IS 38 R DA S HHGE
ARWFFEKF BALB/ ¢ F1 CBA /s B3 51 % AS ) 2
SRR T Y 4 Fhik2E 4 AN 3 Rkt S BEATPEMY , 45
Pl R X AOO 125 18 7K i 700 0 B Sz g B4 3840, ok
2,4-THHEER T T EHEH MO RERM 3 527
RFN R B (ST > 1. 6) , H 3 Fhik2#H5)
-G FR R X SRR 1.2 Skt SO 3
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EEHAME(SI<1.6)

M1 HIRATAT AL BL CBA /N BrdU #3ic 48
ORI £ ST Y I =5 T BALB/c, #EWT CBA /)N
S BALB/c 3 4 5 i P2 B b BrdU $8H, (H PR b
FN 4 PP 3 At i i SCRCHE ) B — B,
AR 2 A- TSR EOR T A I A ORI Y
ECI. 6 {HfF7E2E 5%, (S0 B oy 3 — 30, R
P /N SO AR A — 1 25 57 W k2=
IV H ity SR ) DI S SR B A O Tt Bk 3
W, PR A R AN R &R /N EEAT T LLNA
g0 HAE R 5 A — 3L,

Zi I ,BALB/c il CBA /NE{ LLNA ; BrdU-ELISA
TR IR 2, AL — B, Y AT AT M DF A0 b 2 1 Rkt
B, BALB /¢ /N R B4R CBA 76 [ N 4% 5 B
SEUSEHEST N T B R B PR

S 3k
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[HE] BH WADGEIL S RO GRS W ER (AlphalISA) ST A B REEEG I O vk, Akl Mese
Bl 59957 AlphaLISA A (9 S HEPT IR MR B LA S (R TR0 15 A2 AR R 1) Joe A A2 e J38 8 L g, b DR B 33 s
AF I B0 ST M TR ARSI B 5 % 40 43 A BRI 43 S AlphaLISA #6300 J7 51 ELISA #3747 A0 | %65 4630
GERBATILE . R AWFEAAFICHAI G EE 2 RSB e AR 2 250 nmol/ L, UK 5 32 /R i Bk
FIEAE LR 1.1, R 20 pwe/mL, 7 Alphal.ISA A8 7 5 H K R ifin 375 00038 doe A 0 FH ¥k BE 110000 ; 461
40 13K BUMLTE , ELISA J7 ¥4 H BHYE 7 403, BHE 3R Ry 17. 5% , AlphalISA J7 ¥4 H BHAE 8 6y, BHPEZE N 20.0%
ELISA ﬁ‘ilﬂu BEE Y 7 63 MLIE 25 AlphaLISA J7 kAN 1 BH A | AlphaLISA 46 H B4 55 Ah— 3 BE S 28 TFA J7 ik I63IE y [
T, &I WIS TAA 0 TR AL 2% & e 2 BT B2 R (AlphaLISA ) WA J5 5 | 12 J5 vk SUS% PR 3L L 28 i
ELISA 75“/2% HL I REA B R D, TR R A IR A7 R G v Bt o — e,
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Development of an amplified luminescent proximity
homogeneous assay for detecting Sendai virus

CHANG Hui' ,GAO Wei’ ,ZHANG Jiang-yi’ ,XIANG Zhi-guang' , WEI Qiang'
(1. Insitute of Laboratory Animal Science, Chinese Academy of Medical Sciences( CAMS) &Comparative Medicine Center,
Peking Union Medical College(PUMC). Beijing 100021, China;2. Zhongguancun Hospital, Beijing 100190, China)

[ Abstract] Objective To establish the amplified luminescent proximity homogeneous assay ( AlphaLISA) for the
detection of Sendai virus. Methods  The antigen concentration,serum concentration and the donor beads/acceptor beads
ratio used in the AlphalISA method were optimumized by the phalanx experiments, then the antibodies of Sendai Virus in
40 rat sera were detected by the established AlphalISA method and ELISA detection method. The results were compared
and the differentia between the two methods was confirmed by IFA. Results The optimum concentration of SV bio-peptide
in AlphaLlISA assay was 250 nmol/L, the best proportion of donor beads/acceptor beads ratio was 1: 1, using the
concentration of 20 wg/mL and the serum dilution was 1: 10000. 7 of the 40 rat sera were detected SV positive by ELISA,
the positive rate was 17.5% , 8 of the 40 rat sera were determined SV positive by AlphalLISA, and the positive rate was
20. 0% , the AlphaLISA positive serum was confirmed by IFA. Conclusions We preliminary established the Amplified
Luminescent Proximity Homogeneous Assay ( AlphalLISA) for the detection of Sendai virus. The sensitivity of the method is

comparable to classical ELISA method, but this method use less serum samples and without washing steps. The method has

[EETA ] PIAITE 454 de s BEEARRIIR L 55 % 230055 42 % 1) (3332013042,333320140015)
[TEHEBN] W E (1988 - ) , &, Wi+, E-mail ; changhai9012@ 163. com,
[EEH ] 17356, E-mail ; xiangzg@ cnilas. org; 2158 , E-mail : weiqiang0430@ sohu. com,
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some advantages in degeneracy and accuracy.

[ Key words] Sendai virus; AlphaLISA

fill 559575 (sendai virus, SV ) & MG 25256 5 )
UL R AR SRR, XS S A B R — i fE
FU RIS ST e P A
SEEG By A P AL, Al 65 9 2 2 e 1k 28 A 5
RSP THEA  EE Y

FHG, B AR AN 5 5 A AR I 22 2R 1l i
SFRREIN T AR R e DO (TFA ) (I % 12
W B O B (ELISA ) A K 22 3 18 2% 't 5 B2 4y #r
( multiplexed flurometric immune assay, MFIA ) 4§ J7
Vo SRINTIX BET7 IEATIAF AL — S ) R Al 65 5 B KR
PUIEAFLE 5 HA AR 8 28 BT L, 52 1 46 I 4
AR AR RS DR T 32 B R 961 FUE R
M, 53 M) AR S P R 5 7 A 1 T A S 8
MFIA 85774k i 47 A6 Z2 R s 3 A0 B8 4 1 Al
R BT EE

SN G ERE A TR URLAH L, 22 IS5 Y fUR%
PESEEE ELISA 160 Jr 3, Hoop 5 v B4, Al B 9
RN B I MR

6 WAL 7 RO B g3 B £ R (Camplified
luminescent proximity homogeneous assay , Alphal.LISA )
JEATAEARHI AT T K B — B T 18 9 Al 27 RO Y 1
FRARSERIHE A | 2 HAG I A 5 P AF e 4 28T
TRRLRE AL B 5 TR AR il AT RR S 45 5 10 2 0 4l
i A HEIRBICER  BRiC iR A 40 s ZARTAER  ARic iR
BB BT, A5 B EYRE SRR S A R R A
SZARGHER A BRI, FH 680 nm [ OG IR b AT
PR A R I B A ) X S0 TR RE AR
FIZ AR, TT5 2 K 615 nm B K i, DG
GBI TR — E YL R R VAR R A B R
SaEge,

ATIFFE I FH T S5 00 07 3 1 9 22 KBTS
ATl T IO RO S A BT H R
( AlphaLISA ) 45 I J7 12 , 76 77 12 04 ] I 4 K o 1 1
AR BRI B e B R T 4 I
i

1 #Rfn7E

L1 #EF0FH

AlphaLISA # /i i B¢ ¥, AlphaLISA Streptavidin
Donor beads, AlphalLISA anti-Rat IgG Acceptor beads,
384 fLIgALARIIMG T 36 [ PerkinElmer 23 W), £ i{X

1 PerkinElmer FJ Enspire 25 45 10 35 L A Az )
RN EE 2 RS B2 k&, 5T
HWomAEY Fbric ™ K EUBHE T R Al A o
o RE LI , R BB I3 Sk SPF K BN 15 98 22 B 14
[IIRE18
1.2 XEHE
1201 9052 50 0 26 o B JE R I v AR R R
AlphaLlISA buffer #i B 2 TAE W B2, A o A i 7
W, SRR 20 wL, BUJE AR EE 5394 100 nmol/
L,500 nmol/L L& FHH& B 1: 100, 1: 1000, {44
RN Z AR LU ) 12 VAT TS5
1.2.2 AR ARBER A2 R R L i e
PUEHRBE 100 nmol/L, MLTEHEEE 1: 100, 4351 FH 44
ZARER A 4:1,1:1,1: 2, 1: 4 Lo gEA7 460
MRS S8, B0 1 ol el
1.2.3  AlphaLISA $tJ5 | 1l 375 fre 4 1 FH v B i i
#4 AlphaLISA buffer i 2= TAEWSE A1 9 RE S A
W, BB ER R 20 pL, R 18 2 PO A I 1Y)
SR VR B K DR B 2R 0. 75 nmol/L,
7.5 nmol/L,75 nmol/L.,250 nmol/L,500 nmol/L; I
THZAHEE 1:10,1: 100, 1: 1000, 1: 10000 i Fe, $i 5
MUMIES 5 wL, IHAEZS X8 inA 384 FLA, [H]
IFANA S L HEJE N 80 we/mL, 24 K 20 wg/mL
E’\J%Mﬁﬁiﬂi,looo r/min &0 1 min 5 37°CHEE 60
min , B IMABHATER 5 wL, 29 H 20 pg/mL,
1000 r/min Z.0> 1 min 5 37°CH#F 60 min J5 & T
Enspire ZhMC LRSI &80 RIS S
1.2.4 ELISA fl IFA &0 7%k KRBl &
ELISA £ I 77 1 2 WA 52 55 = il 25 19 Al 5 9% 75
ELISA Fi A I 0] G 4G 0 5 3611 TFA 596 R
FSER sh ) E R bt ik,

2 H#R

2.1 MXBHTHERRMNMNEHREE
FHYLIRHEE 100 nmol/L, I3 ¥ B 1: 100 i BH
P e R AL 535 AR B %o B i T £ b (B e s
2.2 EEMREREEBRNZEMIKLEGNHE
FE LIRSS 25 F T, 20 ) B 52 IR ik Ll
BIR 401,121,122, 1 4PEFT RGN, 7 {44 32 44 EL A7)
Sy 1 10 BAPE E AR S5 E A, HBR P i v 5 B
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2 The ptimization of the concentration of antigen and the serum working concentration for SV bio-peptide AlphaLISA assay
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2.4 AlphaLISA 7% 5 ELISA #il75 i tb
EAG I K BRI T 40 443, ELISA A6t B 1l 33

7 43, KEFESL s AN S BH MR 17. 5%

AlphaLLISA #g U o, DA DAL/ B 1 X BB =2. 1

ELISA
a US
w 0.6+ .
= L ]
m = L ]
g = [
g™ .
<
0.2 .
oo
R Tl P
0.0
Sample
FEdh

FIWThR o, K BEAYE LT 8 6y, FRYE R R 20.0% ,
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b 40001
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= 30001
& . .",o
< .
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Fig.3 The comparison of ELISA and AlphalLISA assay. a.The results of the ELISA assay; b. The results of the AlphaLISA assay
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B2 AU 310053)
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ZARZ 5 DNP 45 L R 200 B 09 S0 T8 B A% S AR AR S0k
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Progress of animal experimental research on P2X3

receptors in diabetes mellitus

WEI Jun-jun,SHOU Sheng-yun,HE Xiao-fen,JIANG Yong-liang, FANG Jian-giao
(The Third Clinical Medical College , Zhejiang Chinese Medical University , Hangzhou 310053, China)

[ Abstract]

Diabetic neuropathic pain( DNP)is one of the most common complications in clinical, which influenced

patients’ daily functions greatly, without clear mechanisms and effective methods. P2X3 receptors play a pivotal role in the

formation, transmission and conduction of pain under neuropathic pain models, associated with peripheral sensory nerve

excitability enhancement. This paper focuses on the establishment of DNP models, and the effects of P2X3 receptors in

diabetes mellitus.
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AR5 B e M AR BB A /N R e STZ U 5 1 4 57
DNP #5754, DNP #7735 1 B DNP A8 (R 55 &
AL ) F12 B DNP B (IE R RAUHIRL) |
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1. 1.1 Alloxan i S50
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SIS 2 AR B P B FE P B L3R, W],
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S 2 A% Tl REAIR, /N B UG B 28 AT dE A 4
ARUST SRR i 3 R PR T 4 T S T A R R
(16 Ja7 34 JA)
1.2.2 SRR LSS STZ 15 A

FH R IR i B 45 & STZ ST A SE 6Pk 2 AUAH
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Assessing the quality of rodent laboratory animals in
Beijing area by pathological diagnosis in October 2014

LI Chao,DONG Hao-di,XU Lin-kai, WANG Chun-yu,SONG Zhi-qi, LIU Chun-fa,L.I Chao-si, YUE Rui-chao,
CHENG Guang-yu,ZHAO Hua-jia,ZAO De-ming, YIN Xiao-min,ZHOU Xiang-mei, YANG Li-feng
( Veterinary Medicine, China Agricultural University / National Animal TSE Laboratory, Beijing 100193, China)

[ Abstract] Objective To assess the health status of rodent laboratory animals by pathological diagnosis, our lab
has being take apart in investigating the quality of laboratory animals in Beijing area for years and offer some advices for
standardized breeding to ensure accurate results of scientific research. This paper focuses on the analysis of laboratory
rodent samples that collected in October 2014. Methods = We collected the heart, liver, spleen, lung, kidney, large
intestine and small intestine, and put these organs into 10% Calcium formaldehyde solution for fixation, and then prepared
into two different sections for optical microscopy observation including all paraffin specimens stained with H&E and the
frozen sections stained with Oil Red-O and PAS. Results The vast majority of laboratory rodents were up to standard, but
there still a problem in individual units. The main problem is liver and lung disease. The rate of Hepatocyte swellingis 6%
(mouse) , 2.5% (rat), 8.2% (guinea pig), moreover part of them were lipidosis, according to Oil Red-O stain. the
mainly problem of lung is congestion ,edema and Interstitial pneumonia ,the detectable rate of pulmonarydiseases is 15. 5%

(guinea pig). Conclusions The vast majority of laboratory rodents were pathologically diagnosed as healthy animals. The
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liver disease may be caused by improper feeding. And disease of lung may led by haze, unqualified bedding and low

temperature.
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Epidemiology investigation for reston subtype of ebola
virus in north China area

GU Song-zhi, XU Li-li,BAO Lin-lin, YAO Yan-feng, QIN Chuan
(Key Laboratory of Human Diseases Comparative Medicine, Ministry of Health; Institute of Medical Laboratory
Animal Science, Chinese Academy of Medical Sciences; Key Laboratory of Human Diseases Animal Models,

State Administration of Traditional Chinese Medicine; Peking Union Medicine College, Beijing 100021, China)

[ Abstract] Objective To provide a theoretical basis for the prevention of Ebola virus disease, this survey aims to
understand the distribution and prevalence status of Reston subtype of Ebola virus in north china area. Methods
Collecting a variety of mammalian serums from zoos and farms in north china area, and detecting Ebola virus of Reston
subtype. Results 109 kinds of collected mammalian serums, there were no positive samples detected by the Real-time
PCR method. Conclusion Ebola virus has not been found in north china area, we should strengthen the publicity of
Ebola virus disease, and do well security work.

[ Key words] Ebola;Ebola virus; Reston subtype ; Epidemiology
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Survey on the internal parasites infection and control technique
in albinism Marmota himalayana

TAO Yuan-qing
(' Qinghai Institute for Endemic Disease Prevention and Control, Xi ning 811602, China)

[ Abstract] Objective To investigate the internal parasites infection in albino Marmota himalayan ,and to provide
a basis for seting up the quality standard of Marmota himalayana. Methods 21 wild albinism and 30 wild nomal
Marmota himalayana from the same origin were detected by method as intestinal parasites in stool examination and
serological testing, toxoplasma gondii and echinococcosis parasite infections of each animal, then detected the internal
parasites and eggs under platoscope and microscope. Results The natural infectious rate of the roundworm in wild
albinism and nomal Marmota Himalayana were respectively 71.4% (15/21) and 66.7% (20/30), using the exact
probability method of inspection, there was no significant difference in the roundworm infection rate between two groups
marmota; antibody test results of Serum toxoplasma gondii and Echinoocosis were negative. Application of albendazole and
Ivermectin injection drug expelling and purification, effect to be trusted. Conclusions Monitoring results and the cure
method can be used as an albino Himalayan marmot displacement experiment of animal parasite quality monitoring index
and purification method.

[ Key words] Marmota himalayana ; Albinism ; Roundworm ; Toxoplasma gondii ; Echinococcosis ; Control
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