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The primary study on expression and function of PLC{ in INS—1 cell lines
ZHOU Heng—Yu,et al
(Depariment of Endocrinology , the First Affiliated Hospital , Chongging Medical University )

[ Abstract JObjective:To investigate the expression of PLC { in INS-1,and the role of PLC { in glucose-stimulated insulin secretion
(GSIS).Methods : (1)The six primers of PLC isoforms were designed.The template of INS~1’s RNA was collected, RT-PCR was used to
analyse the expression of PLC isoforms. (2)The glucose concentration were set at; 10,20,40,80,100 mmol/L,and stimulated INS-1
respectively. The content of insulin in INS-1’s supernatant liquid was detected.The time groups were set as: 20,40,60,80,120 min.The
content of insulin in INS—1"s supernatant liquid was detected. (3 )After the stimulus of glucose, RT-PCR and Western Blot were used to
detect the expression of PLC { .Results: (1) PLCB ,PLC vy ,PLC 8 ,PLC { ,PLC m were expressed in INS-1.(2) Exposure of INS-1 to
40mM glucose for 60 min, the content of insulin secretion reached the maximum and RT-PCR and Western Blot detected that the
expression of PLC { was raised. Conclusion: (1)PLC { was expressed in INS~1.(2)Under the stimulation of glucose,the PLC { s
expression was augmented, so PLC { was probably participated in the signal transduction pathway of GSIS in INS-1.
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INS-1 40 Jfa J& 44 0 55 3% 169 K BRBR 5 7 40 JHd
R, RE AU B B K 4 U6 5 BE 043 0 i 2R A e
HAERMBES B AL, FTLITZ AT GSIS #l
HIMRFSE . BT, T PLCL R ETE INS-1 4 h 3
ik, AR BEETE GSIS H R MR Z b, T
I, A 55 #1122 & RT-PCR #: PLCL & & 7€
INS-1 4 /i bR ik \PLCE 1538 B 7 %0 0 Rl 85 %
R LA T — £ WA PLCL 7 GSIS {5 &
HRBREP EENIERRETNEER,

1 BE5REE

1.1 2&EH

INS-1 40 Ml & 20T K2, RPIM1640 55 3% 5 & g 4 it
#WH Gibeo 22, TRIZOL 1 A Invitrogen 2\ 7] , AMV 1
K TaKaRa 22 7], Taq B H Invitrogen, RPMI-1640 X5 357K &
RIS H Gibeo 22 F] , KBS K ELISA I &% R&D
AFEIFES, B PLC ¢ b BD 24817 &, HRP FRic ¥ 5 R
IgG W B AL F A Bl ECL AL R KIRFI A Pierce 24 A"
o
1.2 INS-1 fwheel 3 3%

INS-1 43555 T RPMI1640 355540, A 10 %fiG4F
I 7 .5.6 mmol/L, #2548 . 10 mmol/L. HEPES .50 pmol/L B, #
2B 1 mmol/L NEHERSN 100 U /L FHEE 100 my/L 5 E
R, BT 5%CO, M 37CHWEEPIEFE, 83 d 0l 1 R, 8/
% 1:3 454,
1.3 RT-PCR
1.3.1 $EEURNA W& AT KGR INS-1 405, 4%
H R IRIZIN RNA, F 0.8% BB BE W 5% e 6L 0k 207 HIE 52
FHooese bk, 2o e BE {0 HL Rt BE (B FIVR S .
1.3.2 %% 8K RNA B§8) PCR BN A OligdT18 6

wl, Hi3% RNA WA BTN RNA B4R, & RNA AR
H 2 pgo BT 70°C 10 min,0°C 10 min J5 T 1H PCR HHIMA
5 x RT buffer 4 ul RNA EEMIHIFI 1 wl AMV 1 pl dNTP 2 pl,
BT 42°C 1 h J5 94°C 5 min EEKTE ., B577=4 -20°CHR
T2, 801 Wl P9 AT PCR AL,
133 PCR PCR R %4 94°C 305,55°C 305,72C 1
min, 3£ 35 A&, PCR ¥ 147414 10 o/L TARVEEE RS B 3K
$5E o 0.8%HBRAEREEE RS B Ik %) PCR F=ift 11 5E , i@t
PCR ¥ 18 1 Wi 54431 B 5 Marker BEAT HLER , JI BT 418 1 B
IR/ 1),
1.4 33 HAB AR INS-1 2008 K B B Aot AR B

158 M AR BB 10,20.,40,80.,100 mmol/L, 4351
HI¥ INS-1 20 40 min, WA SHIE T LIV ; 1 i R1 BB
9 20.40.60.80 120 min, WL ARHIHFE E K.
1.5 BEE4SFTHAEN

KRR BB L & ELISA XA &R I 41 U35 57 L iEw
BERENESER, EHE 450 nm ZBOLEE(D)E, LU D ER
GRARER , 43 LA R (0 2 08 T DBV B R 2 W R S [
REARRR , 2% INS-1 JUARAE S K il £k
1.6 ¥ &% RT-PCR

DA 5385 8 %0 0k B 38 INS-1 40 B SE e R S L U
INS-1 4fiffT, $2 B RNA, [ % ; IS H %M ) RPMI 1640
B SRR INS- 1 40 B+ (5] s (6] 5 48 INS-1 4R, 2 X
RNA, 5653 A XTER, PLC L MR B34 % 1,PCR
R 2 AR 94°C 30 5,60°C 30 5,72°C 1 min, 3£ 35 MER,
PCR ¥ 1874 L) 10 o/L JRARHEEEIE F K 4 5
1.7 it o

FFH Bio-Rad B B3 T R4, S5 E B &
H B {H (Volume, INT* mm?), LA GAPDH 45 #EFEFT IR
IE, UHBBRBZAARNRABRE, Ko HHEHE mRNA
PIRBKE ¢ BB TR HE 5T
1.8 PLCL % @4 Western blot 247

% INS-1 4RI F 24 FLAR 1,60 wi 1 x SDS/ L4 f#

# 1 RT-PCR BIB|#n&it

Gk LA s b2 TEHIR /M bp)

F:5’- TCCTCCCACAACACCTATCT -3’

PLCB 229
R:5"- CAAAGGAGAGGATGACAGGG -3’
F:5’~ AACACGTACCTCACTGGGGA -3’

PLC vy 280
R:5’- CTGCAGTGCTCCTCGATAGA -3’
F:5'- CAAGATGAGCTTCAAGGAAGGT -3’

PLC 3 ) 343
R:5’- AGGTACATGAGGAAGCCATC -3
F:5'- GCGGTCCACGTTGTTAGTC -3’

PLC & 415
R:5’ - TITGGAGGGTAGCACGGAAT -3’
F:5’- CAAGTATGCCTTTGTGACAT -3’

PLC X 165
R:5’ - TCTGGAGACGGTAGTGTAT -3
F:5'— GAGGGCAGGCAGTCTGAAAT -3’

PLC1 211

R:5’- GACCAATGGCTGAAGCAGAC -3’
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INS-1 il J5 ,PLCC R IZ B B FR (& 4), H
HEAEBFIXRN 0.357 6£0.091 4(n=3), 5 H B H
0.071 4+0.080 7(n=3) B B3N (P < 0.01),
2.5 Western Blot # ] INS-1 @& F PLCL & & #)
ik

40 mmol/L 7 & ## R # INS-1 40 }Z 60 min,
Western-blot il R HT /G PLCL BB K FRIA(ES),
SR BN 2 AE BB R/ S T % R
BUR A RATEN .,

3 1 i

PLC fE BB IEBEALBEE S iR B P X #
B, EEREAH Rl B8 g NERBLEE
MENPREEENER. 25EWANY T R
BHRFAHERERIFTI K 6 KJ. PLCB.PLCy,
PLC3 .PLCe FilHT L & BLAY PLC{® K PLCP, SEHT
Sophia &2 PLC 2 5 GSIS 5 S H &, LMK
GSIS i# 15 21 #M 7t , Sophia 277 & BL . 24 4 L Y
45 B ok I PLC 0TS S I B TR E B
TR R Ak T % R JBE 5 R B RE A,

FAMBFIT BN, INS-1 4 MU fE 5 K 70 ] B K
SRR MW RS ARBES B A
ol , BT 32 A F GSIS HL| B 5T , 40 Pi ) 551901
INS-1 #i i I X R AR K HIEERKE GSISF Y
HEREPEEMNFEITHET., ALEKIRLL INS-1 4
M A WFFE AT 5, it 6 25 PLC 514 ,RT-PCR &l
HAE INS-1 Py RIK, LKTEIR BIR,6 3 PLC
7 PLCB .PLCy.PLCS .PLCZ.PLCy 7E INS-1 4 i
HHRIE ,PLCe BAEREK, FEELRER P PLCL 51k
TAMER/NAB KT, S5 AT Saunders CM %5 2 H
PLCL ¥R M THEAL S R0 AL N T A B3
7EE N R IRIE PLCL 7E INS-1 40 R A ik, %
RIUIEF T PLCL WA RS, N AR H i — 2
BT PLCL EE S SR EB P R H T M/E HEA T

INS—1 40l P9 B 45 B8 F ok 5 386 0, % PLC, {2
HE B R B S5 AR B A9 & Kurokawa FEF 5T &
U - 40 B P A5 S TR B RGN, BE PLCL, TR A5 8
FEE B TFAGEFRENRE, ZEIBEFSK,
H A58 46 JRIE B PLCL 76 INS-1 4 P A &k,
R4 B % U 3 INS—1 40, 5 /62 400 6 P9 386 0 B9 45
BT RE A B0E PLCL? ¥UE G 1Y PLCL & &S 5GSIS
FEEESERE? BRI O RIESE, £ T it , ALK
26 INS-1 ZHMRTEH BRI T RS R0
WL B E AR INS-1 IR S E SR
BB K B A 1, LA e 3 ) 2 0 R B 38 INS-1
RIS 4 At fa) f5 , 2 & B RT-PCR,Western Blot &
W PLCL Wik B, 8 PLCL B A BES 5 GSIS
15 B & &R, HEEYLHIA fFr it — 2 H,
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