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[(HE] BH BASHERSETFTRFBR LA L(PTHIR) & SUMR & a0 Jtk SHZ-88 th 4k A AL, A3k B A 5 8 (real
time) PCR 4 # 44 ®| 0(s$ 8 41) .5.15.25 mmol/L # # 4 # & F PTHIR mRNA K -F; # 3 st PTHIR & B 52 % (siPTHIR) # 40
JaRER &, 93 2 A MTT #% . TUNEL-FITC/Hoechst33258 & Western blot & # ) % 88 28 .25 mmol/L # & #4228 (FH4E4) |
25 mmol/L #] # #4249 A PTHIR & B 5 %) 41 (F 4% siPTHIR-NC 1) & &4 it PTHIR & A & %) 48 (F 4% siPTHIR 41)
minE S mie A=A Bax Bel-2 Baw &k, B MEHNIHEARESS.PTHIR mRNA K-F3¢ 5,2 F 25 mmol/L #
FH A X 25 PTHIR mRNA K F 5% & (39 P<<0.01); &4 siPTHIR 424 it & 7 (P<<0. 05, P<C0. 01 & P<C0.01) & Bel-2 £ i (3
P<<0. 0D A& F 23 MR 2L\ Z 4520 & & 48 siPTHIR-NC 28; Z 45 siPTHIR A smje A =K F & Bax A& & T3 B . HAE MR 3 45
siPTHIR-NC #8(3j P<<0.01); 5 2t R 2A b4k . F 4 4 4m A& /1 (P<<0.01) & Bel-2 & 1% (P<C0.01)3# & . Bax & ik (P<C0.01) &
fk. it HBEKREST PTHIR KX K-FL5 SHZ 88 aa 38 sh it /1 A X . ¥ %) PTHIR F & T #8 A 48 fkom & 5 UM 6 77 A 2 de
X,
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Effect of parathyroid hormone 1 receptor on SHZ-88 cell under high glucose condition”
Liang Huasheng . Zhong Yuhua
(Endocrine Metabolism Research Institute ,the Ninth Af filiated Hospital of Guangxi
Medical University , Beihai,Guangzi 536000, China)

[ Abstract | To clarify the effect of PTHIR on SHZ-88 cell under high glucose. Methods

PTHIR mRNA of 0,5,15 and 25 mmol/L glucose groups were detected by realtime PCR, After the successful construction of re-

Objective The expression of
combinant PTHIR-siRNA vectors established in SHZ-88 cell model. Cell viability, cell apoptosis and the expression of Bax and Bcel-
2 of Control groups(0 mmol/L glucose) ,high glucose (25 mmol/L glucose) , high glucose+ siPTHIR-Negative control group and
high glucose+ siPTHIR groups were measured by MTT, Annexin V and Western blot in SHZ-88 cell. Results SHZ-88 cell by
stimulated 25 mmol/L glucose significantly promoted the level of PTHIR mRNA (all P<C0. 01) , this promotion effect is concentra-
tion dependent. Compared with Control groups,high glucose groups and high glucose+ siPTH1R-NC control groups, the cell viabili-
ty and the expression of Bel-2decreased in high glucose+siPTHIR groups(P<C0. 05, P<C0. 01 and P<C0. 01), but cell apoptoisis
and the expression of Bax increased(all P<C0.01). High glucose groups had lower cell apoptosis and higher cell viability(P<Z0.01)
level than others. High glucose could up-regulate the expression of Bel-2 and down-regulate the expression of Bax(all P<C0. 01).
Conclusion There is a closely relationship between PTHI1R and cell proliferation which is under the condition of high glucose,
PTHIR maybe a good therapy target of diabetes complicat with breast cancer.
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roid hormone, PTHIR) & ¥ T 20 {42 80 44T, 2 AR % g &%
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FLE AT A B HRAS TR 3T PTHIR X320 B 965 40 M o i £ F
Sy S SROME R 5 2L 22 AL YRR R R IR SR G T FLR
98 19 B I 4 L S IR A4
1 #R5FE
11 Z0MORREESE M RGa7 28 A K B R i 9 40 ML &R SHIZ-88
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1.2 SEEf(real time) PCR # il PTHIR mRNA #ik 435 DU
0.5.15.25 mmol/L % %% K BF 55 W& B . E ] 48 h J5 B ] real
time PCR il A [7) ¥k &~ PTHIR mRNA £k . RH
Sybrgreen T 3¢k}, & RNA i 5 5 4 DNA(cDNA) &
B BEGR R U B S HEAT . ARSI R Bractin NS HEH
% ] Primer 5. 0 3 {4 & i1 A1 i PTHIR Fl g-actin 5| 4.
PTHIR 5|#F 4. £ :5'-AGT ACC GGA AGC TGC TCA
GGT C-3', X [7:5-GCA TCT GGA TCT GCC ACA AT-3,
P14 H Bt 120 bp; B-actin 51 ¥ F 4, IF 1] : 5'-CCT AGG CAC
CAG GGT GTG AT-3'. [ [1:5-TTG GTG ACA ATG CCG
TGT TC-3'. 98 A Bt M 122 bp. 4441 PTHIR mRNA 435 7

x  EETB.) PRHLT A AR FIE BT E GERFA 0991294 EERE A 2010GXNSFA013132) 5 7 PG b ifg 1l B} 2= 0F 58 5 £ AR IF & 31 &) 7

H (L R4 5 200901059) ,

YEE A AR 977 —) B AL BB 15 L, 322 S0 SR B I 6 e A2 g HL AR BT 52



EREF 201556 A% 44 5% 17 B

6 E it PCR Y I 347 real time PCR & i  AACt J7 3647
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1.3 PTHIR JEF Sk SHZ-88 MMM R % E SHEA
WF 5T G A Ae 78 PTHIR 35 R 10 2R 4 20 M 0 k4738 380
LR 3 A BH A o ke S — Bt e B . )W A pSUPERretro-
GFP/Neo # {4 (3£ [ OligoEngine A ") & M Tt i B G, &4t
W% PCR Kl % %€ . W il Lipofectamine2000 (2 [ Invitro-
gen /N A)) § Y SHZ-88 41 i, 48 h Jii Western blot £ il
PTHIR & 1 #35 0f ¥E e £ 19 PTHIR T4 5 BE i) SHZ-88
Yl f AT

1.4 MTT K SHZ-88 4L 7G 71 B B >4 25 mmol/L %
EE R WFoC MR . TCOME RE 9 A A O BR 4D s S R & (25
mmol/L D-# % 0 . 5 [FD 5 757 Fe dl GRf 4l s s Bk A T B
VL S 4 (B 8 siPTHIR-NC 41) 5 535 Bk 245 F A9 BH o 2%
HF 34 G bl siPTHIR 40D . fEARFRJS 48 h it fT A R 3L 5,
B S K ) SHZ-88 ., #i A L2 3 X 10" A3 F 6 FLES IR
L R A0 WG BE IS, W 25 R RPMIT 1640 3552700, # o & 104
AN I (FCS) B 37U B 97 24 h (i BT A 48 it i) AR K TR 284k
#E 37 °CL5% CO, &M TFEF 2 d, mILANNEE R & 24 /Nt 4
W1, AIFE 8.16.24 J% 48 h MTT (Fg & Wl 3L A W R 4>
D VR A0 B B O . DA T AR A AT 490 nm Y K IR
e (A

1.5 SHZ-88 i fuJq T- 15 Wi T T st v 1.
PBS %40 3 .5 min/¥. 4% ¥ B FEE 20 min, 70% £ B
—20 °C 30 min, PBS ¥ 3 ¥ .5 min/¥&. 0.1% Triton X-100/
0. 1 Y0P R = AN IR WA , 3 10 min, PBS % 3 ¥X,5 min/
Wo 3%6H, 0, FIRMT 10 min & 4] Py FE M S A AL . PBS
PE 3 W, 5 min/iR., TdT A J i & (buffer: TdT #f§. FITC-
dUTP 24 45 = 4+ 137 Ci@ & # M H 90 min, PBS ¥k 2 K.
2 min/ ¥, # . Hoechst33258 & Y %, = I 20 min, # )%,
0.5% Tween 20-PBS ¥t 3 ¥k -2 min/¥, #EY. 2 op H ol dt 4,
MR, S 45 B DL OlympusBX51 5% 96 5 #8541 B8 (X 250),
2E W . TUNEL-FITC 2% & BH % . [5] i} Hoechst33258 4t {4,
SHBRWE 5 R W T 40 Me. TUNEL-FITC 3 €8 [ Pk, [7] B Ho-
echst33258 Ju (a7 ik (6 0 1IE % 41 HE .

1.6 Western blot ¥l PTHIR.,#1- A F Bax &IPFET- A+
bel-2 ik AT HHMAMAEMKREAT, SHRAEA
marker — g [ BE L 2850 B AN M 6 RS I AT 1 e SR A R - R
9075 Tk Ji %56 52 L Uk (SDS-PAGE) 43 25, 5% B8 J5 4% 5 1 I ri %5 )
B I At 9 207 (PVDE) I E 8% B A & 100 g/ L B g W4 %3 1
TBST (i, 4 CHl K. A5 5 — L [RHL PTHIR (1 :
1 000) .Bax(1 : 1 000) & Bel-2(1 + 750) ¥ 5 3£ [E Santa Cruz
AR IRIEE 90 min 3 4 Cid %, H TBST W Bk 3 %, 4
K 5 min, PVDF [ 5 AR o 404k 97 W A 3 19 48 B — 40 (iR
Boster 2v#] .1+ 1 000) E & & 45 min 5. TBST & Pk B 3
WA 5 min, ECL B @385 & B B 147 .

1.7 Siih2£4b3 SR SPSS17. 0 #4347 5 1 2% 2 #r 11
HTRCRH s Fon A SR A « B3, L P<<0. 05 i 2%
SA G ER L.
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2.1 AS[RIH 2Bk B % SHZ-88 4 ik PTHIR mRNA /K
KA IE R B real time PCR AN [] e 5 %6 25 0
%t SHZ-88 4 i sf PTHIR mRNA /K, 455 % B 25 mmol/L
A BEVE ] SHZ-88 41 it PTHIR mRNA 7K & F Hfh 3 41
WA, E R A% E X (P<0.01), H PTHIR mR-
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NA JK - Bifi 2 %] %5 B W& B Th w5 i 7h 9 8 SHZ-88 4 Jg
PTHIR mRNA /K- H A 4 %5 8 e B R0k o o tE— 25 46
R I e FE A 5 W X SHZ-88 4 ML 1% ¥k 9 5% il L F 5% K5 R
MTT #5025 L 40 L i T » 45 28 J B SHZ-88 24 i 3% 1k FL A7 i
0 WV B AR+ 25 mumol /L 4 49 Wl v B 3 T SHZ-88 4 il
WPER T 0.5.15 mmol/L #IA MR, Wk 1,

®1 AEREEEEN PTHIR mRNA K40

AR (TEy)
4 7 Bl < & (mmol /L) PTHIR mRNA 413 (0
0 1.0040. 00 0.55+0. 04
5 1.1340.11 0.57+0.02
15 1.18+0. 05% 0.61%0.03*
25 1.5740. 11bed 0.68+0. 01bed

2, P<C0.05, 5 0 mmol/L %] ¥ LL 4 ;": P<<0. 01,5 0 mmol/L
HERE L3¢ P<<0. 01,5 5 mmol/L # & L4 P<<0.01,5 15
mmol/L %5 b3 .

2.2 @3 PTHIR EREUTE SHZ-88 4 i Bl s ¢  PTHIR
mRNA 7K ¥ B 40 i Western blot 45 W # /8 ¥ Y¢ 48 h )5
siPTHIR-2 1 PTHIR & ([ £ X Ml ik 5] 60% L L, @& F
siPTHIR-1 J& siPTHIR-3, # it , siPTHIR-2 3 5 5 51) o0 f {4
PTHIR il 5 KN 73, FHF )5 8152
2.3 PTHIR X & Bk T SHZ-88 i i 38 58 e I/ T 14 52 1

B MTT K 24~96 h ) SHZ-88 4 L35 7 . LA il B 40 i
B BE 7. 45 R AE 48 h W, i WAL 40 % 0 T R L b
siPTHIR-NC 40 % & % siPTHIR 41 (¥ P<<0. 01) , [d] i} 5 %t
W4 Fe v b siPTHIR-NC 40 e, @ b siPTHIR 4140 0I5
ZWFEMH G P<0. 0D, WA 1, Hik—MWe PTHIR Xt
SHZ-88 4il ML & T- B9 52 i , o F§ TUNEL-FITC/Hoechst33258
Ko I 0 B U T S5 SRR 2 TR E A siPTHIR 4140 i 08 1= 7k
F(9.13%1.61) % , 2 3 5 T X 41 (0. 8840. 21) %6 L i B 4l
(0.7140.23) % M & k¥ siPTHIR-NC 41 (0. 96+0. 12%) 2 &
HH % B X (P<0.05, LAINERUEHEHEREST
PTHIR FKik/KF-rl GBS0 T SHZ-88 4 Ml i 1 5 R 1~ 7
o b SIPTHIR-NC 41 %5 a5 b5 4140 i 358 58 7K F B A% L 08 T2 38 7
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2.4 PTHIR X &R AT SHZ-88 4t Bax } Bel-2 ik
Mg SxF A, m A &k m b siPTHIR-NC 4 H %,
PTHIR T4t #5429 1= F Bax &1k 7, [ 042 38 5
K+ Bel-2 Rk Tl (3 P<<0.01), i BE4L b Bax ik Ik F %t
BEAL, Bel-2 b/ T X R AL (3 P<<0. 01) » it — 45 $ 7R im BfR
#&F PTHIR #8315 ) Bax & Bel-2 Wik KEE T
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AR, vl T AR s B 3 L R R 0 N B0 R K
R 3 AL BRI 19 06 3R 32 B MOk 22 1 06 . R AT IR A IE
7 2% W1 WE R 50 3 L TR 10 K s 3 G B 2 5 A W IR s B
BEINCT . W IR R T &k LR (0 SR N R L E AT A
AN AE L — WA Sy R A B AT R (O = B R
JESF R RAK, WATHFIIR RS PTHrP 2 H 3 & PTHIR
5 ORI R R R A A E I O R RN TE L N
RERRETHEEELZNMACO. HAT. A PTHIR 53 IRE
AH R TT R DF D BEAE A RV © 4k BB s 6 01 2L I
I A I PTHIR 383K /K 35 0 T 36 B bR 2L i s ™,
R AR AL 8 o 58 42 v 48

Sy it — 25 i ] AR S S PTHIR 3235 5 % SHZ-88 4t i A=

EREF20I5F6 A% MUEH1TH

YIEAT BB A F SR 51 PTHIR 3 R T 2R B 40 i 4 75
AT, R KB, ER B RAES T PTHIR 2 H PR 1
SHZ-88 2 i & J 43 5 L 48 i85 B 240 )% = Bl siPTHIR-NC 41 °F
R .7 H PTHIR Ik 33k 68 B 35 e ¥ SHZ-88 48 1=, 5 34
T F Bax &35 L, 3036 42 34 58 I 7 Bel-2 335, 4 B 7€
FORPIRA T SHZ-88 40 ff 3% 58 36 M o 25 = F X R4, T
75 5 S o) B 4 AR DR A M A K BB SR 9 . Okumura
SV 5 S TR S ik BE 7 45 B8 (25 mmol /L % 45 85 RE ) B A 3L
Ji 38 AN AR MCF-7 41 Jif 38 0 B £ 04 10F 90 30 & B 45 Fh 45 4 24
WA XA E FEM R ARG R A EEN
AR AR DR N B T 78 AR R 4 LR U 1 A 0 R B e
F L% R B F F B RS S R A S B I o L R 40
WEF A PR 7207 . Dittmer S5 A8 N 3% BT 9B R Uk
PTHTrP J5 1 % B A8 0 il LB 6 40 Ak 109 3% 51

BEAE AR EH Rt e 2R, BT PTHP & H Z &
PTHIR 7e:% M iy i &k 4 & e le % B 2 19 /E H, PTHIR
FE) S8 0% 5 T 9RE A 4 44T R 45 WD AR G, PTHIR PH A 09 Jil 988 b B
P 4 09 A R ST A 1 RS R LR R 4 PTHIR
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VIE P4 i PTHIR 3% 35, DT 5% ) 20 5 98 40 Al 1 3%
PTHIR Al g & S MRS F IR A A A R R RZ —.
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