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KR EZITHVER R HK-2 4158
FN, CollV #1 TGF-p1 mRNA EE R RIEHZNT

a2, s, FuaE, B, FE M, A, HFad, B4, i
(1. PR R B IR, TR LR HFST T, Kb 410011,
2. [AFF KB S+ AR EEBE B EL, _EIE 200072)

[HEZ ) BAY: WEEHF R R (NCTD) X m=ofHl g HK-2 40 ANE R A TGF-B1 FRIK M, Fik: WM
Fr % HK-2 4 e, Ty DMEM 353536 R 25 5557 24 h, A M IE#H W& B4 (C, D-glucose 5.5 mmol/L), H
BN IR (M, 5.5 mmol/L D-glucose+24.5 mmol/L mannitol) . =44 (HG, 30 mmol/L D-glucose). =% +NCTD T
T4 (30 mmol/L D-glucose+0.5~40 mg/L. NCTD). £ W HEF 5255 K 0 NCTD X = 4 il ik 0 20 e #: 0k . MTT 3%
K NCTD X e B 30 35 ) 400 J 384 9 () 52 . MR85 9% 6, 24, 48 h JG 4IRS RNA & (1, H RT-PCR K 2
Jfl FN, Col IVFI TGF-B1 mRNA ik, K Western EIEA I FN, Col IVFI TGF-p1 MK, &BR: &~
[ ¥ NCTD /EFH 72 h 5, W 5 me/L 59 NCTD X i BE RS T A9 HK-2 40 04 ] B 59 & . RT-PCR Al
Western EJIE45 5 5 7R © 30 mmol/L D- #2505 HK-2 408 FN, Col IVHI TGF-B1 mRNA M & /K T+
(P<0.05), i 5 mg/L NCTD a] )i m= M s34 A FN, Col IVHI TGF-B1 By ik (P<0.05), H[FB BN D- H %
FE A% LR R bR TCR M (P>0.05). 4518 : NCTD BE T HK-2 402 FN, Col IV 2 TGF-B1 fyKik.

[ XA ] LHIEER,; FMEEA; KREV; BERKKT-p1
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Effect of norcantharidin on the expression of FN, Col IV and
TGF-1 mRNA and protein in HK-2 cells induced by high glucose
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XIAO Li', XU Xiangqing', PENG Youming', LIU Fuyou'

(1. Department of Nephrology, Second Xiangya Hospital, Institute of Nephrology, Central South University, Changsha 410011,
2. Department of Nephrology, Tongji University Affiliated Tenth People’s Hospital, Shanghai 200072, China)

ABSTRACT Objective: To observe the effect of norcantharidin (NCTD) on the expression of mRNA and protein
of fibronectin (FN), collagen IV(Col IV) and transforming growth factor-31(TGF-B1) in human kidney
proximal tubular epithelial (HK)-2 cells induced by high glucose.

Methods: HK-2 cells were incubated with serum-free DMEM for 24 h to synchronize cell growth, and then
the cells were divided into 4 groups: Group C (5.5 mmol/L D-glucose), Group M (5.5 mmol/L D-glucose + 24.5
mmol/L-mannitol), Group HG (30 mmol/L D-glucose), and Group HG + NCTD (30 mmol/L D-glucose +
0.5-40 mg/L NCTD). Cytotoxicity of HK-2 cells induced by high glucose of NCTD was detected by Trypan
blue dye exclusive assay. The effect of NCTD on the proliferation of HK-2 cells in high glucose was determined
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by MTT. The cells were collected to extract total RNA and protein at 6, 24 and 48 h after the incubation. The
expression of FN, Col IV and TGF-$1 mRNA was examined by RT-PCR, and FN, Col IV and TGF-B1 protein
was analyzed by Western blot.

Results: Trypan blue dye exclusive assay showed NCTD concentrations over S mg/L were rather toxic in
HK:2 cells. The proliferation of HK-2 cells in high glucose was interrupted by interfered with S mg/L NCTD
as measured by MTT (P<0.05). NCTD at 5 mg/L had a stronger inhibitory effect than NCTD at 2.5 mg/L.
Real-time PCR and Western blot showed that the mRNA and protein expression of FN, collagen IV and
TGF-B1 increased in HK-2 cells treated with high glucose (P<0.05), while that in cells treated by NCTD was
dramatically inhibited (P<0.05). No change in these parameters was detected in the 30 mmol/L D-mannitol
control group (P>0.0S).

Conclusion: NCTD can downregulate FN, collagen IV and TGF-f1 mRNA and protein expression in

HK-2 cells stimulated by 30 mmol/L D-glucose..
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W PRI B (diabetic nephropathy, DN) Bk
LRI i Y R Z — . DN F RIA) o
B /INE R BT 4edl,  HOANH S /N ko 228 B 4 3L
B IIREAGAL " DUAE BB S I S R PR 0
AR B B /NER G AL, (I A R R ST Y IR
SEHE DRI B A5 () B e A A NG AR IR
B 9 %) F U0 BRI L 2 ) /)N A L ) SR A 1
AT, TERBEDIRST, S /NS B an A
B sh i 2 FHHEAM, & F3hid R 25 (A
J 2T 2 Ak 1 DE R . Twano 5 PVSIE 527 A 6 )
[F] J5T JL 27 4E 40 M 36% & ' /NE b R OR TR . BH Ik
DN B /N4 [] 52 25 4 1k © B R 4 i 09 A 58 400
SRTIT A W5 045 2547 J5 A8 6 0 DN 5 /1N ) I £F 2
Ly 2459 .

£ BB =R (norcantharidin, NCTD) & A T.
BB E AT Y . AARE LLERT &
L. NCTD fig s 25 1 67 a7 A R BE 1 1 9 K B
AR s ' s R BRUAE AR (%) ' [R] 5 2T 4 AL 7R
RSN SZ G RS2 NCTD Ge 4 1 2 i B /N4
R4l NF- kB 1 CTGF(connective tissue growth
factor) B3k, BHIE TGF-B1 A S B /N b e 4
Mo %% 43 Ak o eI NCTD & — Fh ol A3 1 = bt B
] 4T 4E 1L 259, {H NCTD X% DN B /N [ Ji 4 4
TRHIAE T AN TG A

A S K B AE W EE NCTD X =5 B ) 34 f9 HK-
2(human kidney proximal tubular epithelial cell
line) 2 1 41 Jif A1 L (extracellular matrix, ECM)
FREER (fibronectin, FN), IV 7 iz i (collagen
IV, Col IV) FITGF-p1 FiEMIRZM, NI Kk It L5
DN ¥ Uy e AL 1Y A 202 ) 4 A B A

1 MR 5FE

1.1 ##
1.1.1 %k amie

N s B /N bR A0 Bk HK-2 0 T 36
ATCC 23 w), S ATl B /NE B 4y Kk A4 &
B 7B /NG TR 20 A A R
1.1.2 £ZXA

B R [ A5 S = B KRR YA R
T/ Fl, DMEM Ki 3% 3. Opti-MEM 1 #% 3% 5
H K Gibeo 24 W 77 il , JBETE . D-7 4 Ry 55
Sigma 23 w77 fiy JIG 2R LI A AN DU 2= 20 W) 7 s
Pt (K. /NEOFN Z 5 BEHiiA N Santa Cruz 2
Al P, RPN (KL /NE)Col IV Z S RESTIR Ny
YE[E Abcam 20 H A, RPN (K. /NE)TGF-B1
£ W PR N 35 B Santa Cruz Biotechnology N )
FEEh, AR 2RI RIPA W H b5 5 E AP A
A, AR AR P AR R & B s KA AT,
RevertAid™ First Strand ¢cDNA Synthesis Kit B ZEEH
Fermentas 23 @) 7, ECL B35, PVDF IR H3E
Millipore 28 Al 7™ i o

1.2 7%
1.2.1 & EHF EBEAN NCTD £ SERRET
sF HK-2 28 it 31k

HK-2 4 }g ¥ F {4 DMEM+10%FBS 15 3% %&
HATE SR, TE37°C, 5%C0, &M F A K% 80% i
BT AR A ) 2 B G R AR L B R
FH PBS Uk 40 M 1k, 7 2% PBS, Mg
UM A G 2 0.19% [ B v W T Ak, 37 Cit & 3~5
min, FELE(RE BAEE T ES, RRde I 4 4 i AR
B B AR 5 B 2RI A, oM LR A ES O A
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B 20, HK-2 40 F% 1:4~1:5 B 474640, 1%
RIGIIAM T 37°C, 5%C0, 5555 24 h 5l —IK,
PLEBRIELIESET M An i, DUS R 2 Rl —IK.
W HK-2 40 3R 24 FLARES 7% 2 WAl A RS AT
DMEM TG IfiL 3% 55 72 [7] 2 24 h; 4 30 mmol/L D-
AT + YR BRI 9 NCTD(0~40.0 mg/L) T i,
10% fG 4 Mg 55 92 3L R 9% 24 he U441l 5.5
mmol/L D-% %5 bl J) i 41 (C), 30 mmol/L D-%5 % b
il ¥ 20 (HG), 30 mmol/L D-%j %4 #% +NCTD T i
40, NCTD & ¥ JE /0.5, 2.5, 5.0, 10.0, 20.0,
40.0 mg/L( &54 22 3k (6] DL KR 190 58 46 v £
NCTD #it + i 15 min J& F I A 30 mmol/L D-1§ %j
BERE ), RHEBRE % R A 52 1 LA 5.5 mmol/L D-
HAWE +24.5 mmol/L D-TH #2 BRI 32H (M) % B
BB 3 AR L, WHCFL N R IR LI E =
BLAE T, PBSIEVE 2 Ik, BEREIHIL, LIS
R ORI e B NI - SR 211
B, PN 1 x 10%mL; Y - B9 % 40 M B i
BANRE T, N1 0.4% GMERK, TR .
REALIEE 5 S OLEF, B LS, FE 40 A Bk e iR
W, TIEAIEIE Y . 7E 3 min N ILER TR 43
S ECE A AEAN A . TS T - TR AR = O
2T 5 /(3 20 A + BEAT IS K ) x 100%
1.2.2 #mpe3g i 23 (MTT) Al NCTD & & 42 2R
3T HK-2 48 f 38 54 69 % v

B HK-2 40 2L 10% i 4 107 19 15 7% 32 il %
1 x 10"/mL W3 FpF 96 FLAR, LA 100 uL;
B3 2= R AR AR, DMEM JC I 3 85 35 Wk 7] 45
24 h; WG S W ¥ HEF LK 2 NCTD 284k B ol
0, 0.5, 2.5, 5.0 mg/L, 30 mmol/L D-#i%j4#, 10%
Rad- s R IR 355 5% 24, 48, 72h, ANMzG¥4h
PHRA, A 3 NESL; SRIEREFLNA S mg/mL
MTT % 20 ul, 37°C, 5%CO, kZEWFE 4 h J5 4
1B 3%, NS LN IR LS WG LA
150 uL. DMSO, #E¥% 10 min, fii B F 40 H . 7F
it I A 2 4G I A E 490 nm 2 4 A0 E 45 FL A B,
Phzs LA .
1.2.3 RT-PCR # # NCTD *F & # &) % 4§ HK-2
e = A& FN, Col IV, TGF-p1 ABEK-F a5 h

H TRIzol i | & ( 32 & Invitrogen 22 H] ) #&
AL J7 vk il 4 40 M B RNA, % RevertAid™ First
Strand ¢DNA Synthesis Kit ¥t B 45 1 20 B8 i 17
kA N cDNA . 32 FH 28 6 YL B K I NCTD Xf
HK-2 48 FN, Col IV, TGF-B1 PN /K M 5200
I PCR &1 i A% rp 5 X08E DNA JE ¢ 5 7
25419 SYBR GREEN JLkloi B i Bt PCR =) %3k
o BREKEE 3 AESL, MR EE 3K, 5l
WIr o LR A BEARA R AR AR, FN 5
YIFH . EWER 5-TGGAGGAAGCCGAGGTTT-3,

T K 5-CAGCGGTTTGCGATGGTA-3'; Col V5|
YIFS . FiEHR 5-GGCCCCTGCTGAAGCGTT-3,
T W A 5-GATTCCACGAGCCCCTTG-3'; TGF-B1
51979 . WA N 5-CGAGGTGACCTGGGCA
CCATCCATGAC-3', F ¥if & 5-CTGCTCCACCTT
GGGCTTGCGACCCAC-3'; B-actin 5| ¥ ¥ % : |
I A 5-ACTCTTCCAGCCTTCCTTCC-3', K iiF N
5-GAGGAGCAATGATCTTGATCTTC-3'; PCR I
FEJF :50°C 2 min 1 PMEH; 95°C 10 min, 1 MF
FR; 95°C 10s, 60°C 60s, 72°C 60 s, 40 MEF;
72°C 10 min £ 1F )W

I 55 ] B A SUZE K AR AR Ry B 1 R LA
BRI B-actin 1Y 5% SEECEAE N N RNA 2=
B LA 2752 O SRR B DR R AR 6 % ki - 1 R IR
RN Rk =220, Hih A A Ci= A Ct FE
fh = A Ct BEE =(FE SRR E A Co fB - FE 5 B-actin
Ct {8 )—( FEAERFM LD Co fH — K B-actin Ct{H ).
1.2.4 Western ¥ 42 NCTD *F 2 4 4 % 69 HK-2
P EN, Col IV, TGF-p1 & & Rk w)&m

P =S S O S| AN S S~ S 1 L
(PMSF)+RIPA 40 il 4 fi##, 4°C, 12000 r/min &5
> 30 min, A EEW A EBEH, I Bradford
HE EAWE . HAS loading buffer IR G5
95°C A5 1k 5 min, HEAT SDS-PAGE HiJk, 25 i%
% PVDF B, 2%BSA =& 2 h, A B
M) —Pt (RPN FN Z 50 BEHUAR 1:1000, RATA
Col IVZFEFEHUIA 1:1000, i N\ TCF-B1 L TakkE
YUK 1:1000), 4°CHER . B 1 4 1k 4 Tl 1 B
B ELR G, R 1 h, k2 &k AF] ECL
RN, B AR AR 2 & BRSO R . AR A%
TR T I8 Y R B R G I (R 2 VS B SR
1853 B R AT R G EE 43 B o AN AS: 19 45 F68 45 1
W Y6 B 5 NS I8 Bactin W6 FE Y H (B AT 22 A0 X

P = N
A fE .

1.3 SZit=41E

N SPSS13.0 A RGEHATH b, 4R
FHEEL + FRifE2E (xts) Fon . TR BORSR IR
H 2K (one-way ANOVA), P HLHR FH SNK-q
g, LA P<0.05 MESFAGI4E L.

2 & R

2.1 NCTD X E#EIRE T HK-2 4HBaiE S H9 %20

B0 S5 WoR AN [FVEREE NCTD /EH 72 h
Jii, NCTD 5 mg/L K LR (¥ B 40 g 58 12 K /N T
5%, 15 mg/L DL LV EERY NCTD A B & 1 40 i =
(1),
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2.2 NCTD 3§ HG #I#/5H HK-2 4 pa i 58 /Y 22
30 mmol/L D-#ij % # 1F F 48 % 72 h J5 HK-2
2 B MTTT WO BE (8 = 135 8 45 J7 254 (P<0.05).
T 5 me/L LA _E Y BE A9 NCTD 47 B S A9 40 it 4k
ARSI B T 5 me/L 19 NCTD 1E T 5 b
PO HK-2 400, MTT W% B (B RE v B 1Y 358 5 7 e
TR, Hrd NCTD 2.5 mg/L #1 5 mg/L T-Hi4H 5 HG

0.7 .

Death rate
I IS o e o

o
=

"0 05 25 s 10 20 40
NCTD/(mg/L)

1 BBIEEEKN NCTD X EHERE T HK-2 AAiE K

Mo 5 0 mmol/L NCTD 41 I1L4, 'P<0.05.

Figure 1 Impact of NCTD on HK-2 cell viability by Typan blue

staining. "P<0.05 vs 0 mmol/L NCTD group.

2.3 NCTD ¥ HG #li# /5 HK-2 Zi FN mRNA #n
EARIEMEIE

RT-PCR /r: S5XFHRAIHIEL, 30 mmol/L D-
AN 6 h J§ FN mRNA (9 #3504 i,
24 h J& FN mRNA fYRIKBIE TN, 48 h FikHim
(P<0.05). 5 HG 41 b %, 5 mg/L NCTD T i 6 h
J&, FN mRNA iy 335% HG 41 F [, NCTD %t FN
mRNA B FRIAINHIFF2E 2 48 h (P<0.05, F 3). i
I A A B R HK-2 4B M 3535 FN mRNA F+
{5, 1 NCTD A R¢ SR filixX — 4 . 30 mmol/L D-
HEEWXT FN mRNA F£ikToR M, T LATE & A A
T BT R A

Western EJfF 7~ : 53T FEZHAHE, 30 mmol/L
D-H MR 6 h J5 PN Rkt A T B 25 57
(P>0.05); 24 h J5 FN H %35 FH, 48 h FN &
P e % BEZH B (P<0.05), 2388 i g o g K T
24 h 4. 5 30 mmol/L D-7 45 ¥ 4H L %, 5 mg/L
NCTD T 24 h J&, FN I RAA R T, e
% 48 h (&l 4).

2.4 NCTD 3} HG #I# 5 HK-2 485 Col IV mRNA
MEARIENZI

RT-PCR &7~ : 5 X% BEZH A He, 7E 6 h 5 [8]
R, 30 mmol/L D-#j & BE I 4] Col IV mRNA 3%
EFE B, 24 h J5 Col IV mRNA (2635 B i 1%
hin, 48 h Fik ik (P<0.05). 5 30 mmol/L D-7§ %]

R, MTT OB (AR A 403124 3 L (P<0.05).,
WA XS VR B 1 NCTD A8 0 il = 85 i 98 Y HK-2
IR, 5 me/L NCTD il (3R . 24 b
AR NCTD X i W5 0 HK-2 20 Jifd 46 5 TS
S (B 2). ARYE A 2 MTT 525, LR 2%
K NCTD T HHE N 5 mg/Le

1.4

12+
1.0+
@0.8
Co0.6}
0.4}
02} -—=48h
= = =72h
0 1 1 1
C 0 0.5 2.5 5

NCTD/(mg/L)
2 MTT &40 NCTD X4 S ¥R T HK-2 48 B 5E iy
B0, 55X M4 (5.5 mmol/L D-glucose) Fb %%, P<0.05; 5
HG 41 (0 mg/L NCTD £ ) b4, * P<0.05,
Figure 2 Influence of NCTD on proliferation of HK-2 cells by
MTT assay. "P<0.05 vs 5.5 mmol/L D-glucose, " P<0.05vs 0 mg/L
NCTD group.

BRI 5, 5 mg/L NCTD 1E 6 h B8] 5 50 - 46
TV Col IV mRNA fyZE1L, NCTD Ml HG HI3# Ay
HK-2 408 Col IV mRNA #3425 48 h, HYE48h
IR BRI B (P<0.05, & 5). T 30 mmol/L D-H
FEBEXT Col IV mRNA FIETCREM, SOEE A FA I A
WA H Rl .

Western EJih 7~ « 5 X FEZHAHH, 30 mmol/L
D-7 % B 24 h Ji Col IV AYEE A5 IF 06 FiM,
N FF 22 F 48 h(P<0.05), 5 HG A L5, 5mg/L
NCTD T i 24 h J5, Col V& 10 F kW, 3
48 h IS B By 3 4R (P<0.05), 7E 6 h AW
FF| I B 257 (P>0.05, K 6), B NCTD n] R &
BE R HK-2 4 Col IV (KA

2.5 NCTD xf HG # # /& HK-2 4 A2 TGF-p1
mRNA F1%& B RiZHF0

RT-PCR f7R: 6 h B[] £ 4 41 o 25 5 (P>0.05).
30 mmol/L D-7 % B4 4 3 24 h 41, 48 h 41 TGF-B1
mRNA )35 5 X FALAH L #8  1H (P<0.05).
55 30 mmol/L D-# % i 41 tL %%, 5 mg/L NCTD F
il 24 h 5, TGF-B1 mRNA [ 3k F# (% (P<0.05),
NCTD N H R ik #5722 £ 48 h(® 7). H T 30
mmol/L D-H # B %} TGF-B1 mRNA 3 i& JC 5 i
(P>0.05), HCESE IR N A B T R B .

Western EJ i 25 R X 0] . SR 24 h 5
HK-2 4l fs 32 35 TGF-p1 B B 1, 48 h Fik B g
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(P<0.05), T NCTD n] T & s 4 40 8% 19 HK-2 4 Jifd
TGF-B1 & I FE L (P<0.05, & 8), 6 h Wf[H] 4%
HEARBEF LG #E XL (P>0.05),

4=
O6h
W24h
W43h

*
*
3 =
#
’o #
* #

| ;[. |+i
0 [

C HC M HG+NCTD

B 3 &% FN mRNA BE3RIAE (n=3), C:5.5 mmol/L D-
A BRI s HG:30 mmol/L D-7 & 8 Rl 20 5 M:30
mmol/L, D-H EZEEHIE4H ; HG+NCTD:30 mmol/L. D-#5%8k +5
mg/L NCTD HIHAL. 5 C 410 RE ) 5 e, P<0.05; 5
HG 4% R H] 5 S, "P<0.05.

Figure 3 mRNA expression of FN in each group according to
Ct values (n=3). C group: 5.Smmol/L D-glucose; HG group: 30
mmol/L D-glucose; HG + NCTD group: 30 mmol/L D-glucose+
5 mg/L NCTD; M group:5.5 mmol/L D-glucose+ 24.5 mmol/L
mannitol. ' P<0.05 vs C group; "P<0.05 vs HG group.

FN/ B-actin

HG NCTD
6h 24h 48h 6h 24h 48h

arri1 i L L

B-actin s w— G G — — —

C

*
5 .
%
Z 4 -
I '
=
=]
2
: 2
2
E
= |1 R
0 — i tHe i L
¢ 6h 24h 48h 6h  24h 43h
HG HGH+NCTD

E4 £HFN EHWAEIFRIEZE (n=3) C:5.5 mmol/L. D-
75 B R % 41 HG:30 mmol/L D-4 45 A I % 415
HG+NCTD:30 mmol/L D-FZ## +5 mg/L NCTD H#44H. 5
CHILEE, P<0.05; 5 HC HAHRIINE LA, "P<0.05.
Figure 4 Protein expression of FN in each group according to
grey values (n=3). C group: D-glucose 5.5 mmol/L; HG group: 30
mmol/L D-glucose; HG + NCTD group: 30 mmol/L D-glucose+5
mg/L NCTD. 'P<0.05 vs C group; "P<0.05 vs HG group.

3.0
i} O6h
W24 h
25 B 48h
= *
T20fF
@ x « 5t
=15k
=
& -
210k
(=}
o
| [:I
ol
C HC M HG+NCTD

B 5 &% Col IV mRNA B4 Xf R X & (=38) C:5.5 mmolL
D~ % W R B2 s HG:30 mmol/L D-7 4 K5 ) 8 415 M:30
mmol/L D- H Z&EEAIAL; HG+NCTD:30 mmol/L D-Hj#5Hk +5
mg/L NCTD I, 5 C AIX Rl EEE, P<0.05; 15
HG U0 ] FU AL, "P<0.05,

Figure 5 mRNA expression of Col IV in each group according
to Ct values (n=3). C group: 5.Smmol/L D-glucose; HG group: 30
mmol/L D-glucose; HG + NCTD group: 30 mmol/L D-glucose+
S mg/L NCTD; M group: 5.5 mmol/L D-glucose+24.5 mmol/L
mannitol. P<0.05 vs C group; "P<0.05 vs HG group.

HG NCTD
6h 24h 48h 6h 24h 48h

Collagen IV~ S . . . . . .

f-actin — — S T W e —

45, .
4.0} N
£3.51 |
£3.0/
E
~2.5¢
5
2201
4
E 1.5}
=101
0.5}
0

24h 48h
HG HG+NCTD

C 6h 24h 48h 6h

6 HACIV EHBMEXNKIEE (=3), C:55mmol/l
- % W 3 41 HG:30 mmol/L D-F %5 B H 4 41
HG+NCTD:30 mmol/L D-# % +5 mg/L. NCTD R4 . 5

C UL, P<0.05; 5 HG HAHRI A i LA, “P<0.05.

Figure 6 Protein expression of Col IV in each group according
to grey values (n=3). C group: 5.5 mmol/L D-glucose; HG
group:30 mmol/L D-glucose; HG + NCTD group: 30 mmol/L
D-glucose+S mg/L NCTD. "'P<0.05 vs C group; *P<0.05 vs HG

group.
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7r .
T O6h

6+ B 24h
. m48h

TGF-f1/B-actin

C HC M
7 &4 TGF-f1 mRNA W RIXLE (n=3), C:
5.5 mmol/L D-FZFEHIE4H ; HG:30 mmol/L D- 25 B
#H; HG+NCTD:30 mmol/L D-#j%58¥ +5 mg/L NCTD Fl4 ;
M:30 mmol/L D- H #2 Bl . 5 C 4L XF N7 B[] A5 Lb %,
'P<0.05; 5 HG 4AXFIR ] £ L #E, “P<0.05.
Figure 7 mRNA expression of TGF-B1 in each group

HG+NCTD

according to Ct values (n=3). C group: 5.5 mmol/L D-glucose;
HG group: 30 mmol/L D-glucose; HG + NCTD group: 30 mmol/L
D-glucose+ 5 mg/L NCTD; M group:S5.5 mmol/L D-glucose+ 24.5
mmol/L mannitol. P<0.03 vs C group; "P<0.05 vs HG group.

HG NCTD
24h 48h 6h

24h 48h

¢ 6h
TGF-B1 - ‘

Pactin - - T S S —

5.0;
4.5% *

24h 48h
HG HG+NCTD

8 & ¢H TGPl & A K 1 3T K X & (n=3), C: 5.5 mmol/L

D-#ij 7 BE ] i#% 20 ; HG:30 mmol/L D-7j %5 # % 34 41

HG+NCTD:30 mmol/L D-%# Zj#F +5 mg/L NCTD #I] 4

o 5 CHlE, P<0.05; 5 HG LA I 5 LA,

P<0.05.

Figure 8 Protein expression of TGF-B1 in each group according

6h 24h 48h 6h

C

to grey values (n=3). C group: S.Smmol/L D-glucose; HG
group:30 mmol/L D-glucose; HG + NCTD group: 30 mmol/L
D-glucose+5 mg/L NCTD. P<0.05 vs C group; 'P<0.05 vs HG

group.
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