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(# E)a & @ IHEEELE - 138 Glucose oxidase — peroxidase , GOD-POD ) 3% K I B5 I 40 A A G ME TH #E , S 1)
8 ZTFINR T AR B R BUBRMERIIT N ik s ok S SO BUREY 3T3-L1 B 4IME , 43 3% JH vk B %555 (25 mmol/L) |
i KA ( Dexamethasone, DEX ) ( 1.0 wmol/L )5S 5 i 41 7 42 g &% LT (Insulin resistance, IR ), GOD~POD 1: 1 28k B, 3
AMEFE IR P AN, RS ZHRERE (Insulin sensitivity index,IS1); [R]85 F§ RT-PCR 4 il B BX &
(Adiponectin )mRNA ik, £ R 383 20y WA, BT LA B 1 40 X 760 2 B 4R BSURIFH , LABE (5 BRI T BOREaipR S
BFEIHFER S 0 &, T B Y IST, BRAS S A T vt 2 B A SRR B BIAR I . 45 3% : GOD-POD 3% B85 vE B I 52 40 ML S A 4 45
FEHAE, WA T AR 40 B IR A IR VRO, MO e I 2 55 547,

(8217 VAo b A LS - i ELYEE; IS R 3T3-L1; IRtk
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GOD-POD assay for evaluating insulin resistance of 3T3-L1 adipocytes
ZHU Xiao—yun,et al ‘
(Laboratory of Diabetes Guang’ AnMen Hospital , China A cademy of Chinese Medical Sciences )
[ Abstract JObjective: To establish a simple and economical method for evaluating the insulin resistance of adipocyte with Glucose oxidase
- peroxidase (GOD-POD) assay in vitro. Methods : 3T3-L1 cells were induced into mature adipocytes which were stimulated with glucose
(25 mmol/L) and DEX (1.0 pmol/L) respectively to induce insulin resistance. Glucose concentration was measured with GOD-POD assay
during the induction , the glucose consumption dynamic viewed and the insulin sensitivity index (ISI) calculated. And the mRNA
expression of Adiponectin was tested by RT-PCR. Results:The glucose metabolism of adipocytes was detected with this method. The
insulin sensitivity and resistance levels of adipocytes were reflected by ISI calculated by the increase of insulin—stimulated glucose
consumption. Conclusion : Glucose consumption can be accurately detected with GOD—POD assay which proves to be a simple, easy and

economical method to evaluate insulin resistance of adipocytes.
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3T3-L1 Rtk (B E 2R B B el BT 5 AT ) s IR R AR
4 3E (B W2 ) ; HZE KA (Dexamethasone, DEX) B 5
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Aid™ First Strand cDNA Synthesis Kit(Fermentas) ; SYBR Green [
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1.2 3T3-L1 8T RSB 4 A8 3% 3k i §- - 4L0

# 3T3-L1 4Rk, BT & 10% 852 I B & ¥ DMEM
FERHE | 37°C HUFNBRE 5% CO, HRF NI SHERE
2d 55, 00E 0.5 mmoVL3- F T A —1- FIEEIEK 1.0 pumol/L
DEX, 1 pg/ml B2 £, 10% 844 M7 H) DMEM BrEEss R 3%
F£ 72h, BLIE | pg/ml R RINEEF RS 48 h, HE L
10% 864 M #5 H) DMEM SIS SR 4k 80 0% 57,2 d INHW
1R, BS54 10~14 d 5 3T3-L1 48H,90% L4+ 2 & 5 40
RERBTRE.
1.3 IR WA ey PR 540

Sk BB A SR FH R B B DEX i S B RIkHT, #
RIEI AL TR 43K 1F % 5T B4 Control(5.5 mmol/L &) . &
$E2H (25 mmol/L %i%j8¥ ) .DEX £H (%584 5.5 mmol/L, DEX
i1 umolL), 5 24 h 8K 1 K, 4355S 24.48.72.96 h,,
1.4 GOD-POD M & # 42 A4t X8

B FEEFRUE, PBS Uk 2 W, MA L IME & A E 500
ng/ml B 55 & 89/ DMEM A9 300 wl,37CHESEHESE 3 b,
1% ] GOD-POD Bl L ek i, LA, 4 ik
REEAN A AR IIT. LSRR L EPEEEREZ 2
T LA B BRI DA 5 B ) 3 B W 4 4 B R A T
. ATREREIHEHES IRMIRE, R RRELES
A, RH BCA BllE B MM EERE. ABEREA
/N R B TH #E B [mmol/L/ (mgpro - h )3 B A [R] SL 360 40
HEREHRERIE M.
L5 MRS EAauRn

iR ERERE TREMRS MM SR EEN
ZERRE S U, B ITEARX, B RHBEER
(Insulin sensitivity index,ISI)=(GIns ~GBasic)X/{ GIns-GBasic )
CON x 100% , GIns: [ 5 & FIRUIR S T HIBB5HFER , GBasic:
Eat RS HA R FER , CON: R XA,
1.6 BEBE mRNA Ak

i B TRIzol $ER 405 RNA, 2N Y6 Y6 15 116 ) 22
RNA MVREE, W& B4, U BRI T 38, L
ZhEH B -actin HEHEE, Adiponectin 5|#F5] . Fi#F S’
~AAG GAC AAG GCC GTT CTC T-3°, F i 5’ ~TAT GGG TAG
TTG CAG TCA GTT GG -3’ , ¥ # K 222 bp; B —actin 514
%1 F¥#F 5'-GAG ACC TTC AAC ACC CCA GCC-3", Fiif
5’'-AAT GTC ACG CAC GAT TTC CC-3", ¥ 264 bp.
PCR M 44 :95CTRAEHE 10 min, 95°CAE#E 25 5,55C A H
25 s, 72CHEAH 50,40 MEIR, ARt B AERES, RS
SRR A IR R YA R . B R SRRV FH e ARk

(A ACT R HHEFR X E R
17 4%itFEsm

IO B R SPSS11.5 GEiH iR 4T, B 8L +
PR (x + o) R, LR — IR P B (General linear model)
) Repeated measures i P2 SCHL & & U B FERLBY 77 2004, %
FH Multivariate i B2 SCBUAA AT EL452, B LR I/ B 22
#(LSD),
7t

=R

£

GOD-POD & & A sl A% F 484 4
B DEX /EFIRSRT 4IRS, Hfd 4R M A AR U
FIRFIREERRAR , 52 BB L8, 25 mmol/L BEYE FABE I 40
Tl 24~96 h, EREFEHFEY B W/ (P<0.01), 51EAIE]E
AAS; S RRA A, 1 wmol/L B DEX {EFIGHT4HAE 96 b,
ELRABVERE R (R B 3 (P<0.05) , DEX YE] 24~72 h, ZERIVE T
HAREBR BXERAEE, BE 1L,
22 BB FHAMLTFH
221 MBSENBCRATARSNEE mR2TR. 04T
JBR 5 SRS, 45 40 400 M 4 2 M T R S A SR R BV FE R
Q53T A R, 25 mmol/L B 5% T RS B 40T 24~96 h,
BERBCRE T R 21.09%~61.01%, 27 5 E(P<
0.01), 31 wmolL iy DEX - 2ERIHAME , S 3T B LA, R 5
RO TERRERD, 72,96 h 257 83 (P<0.05,P<001),
222 BESESUSRMEN  H#E 3 W B DEX 555,
{1 5 4 L IST R, B VR IR )B4 IR BRI 5
Xif BRLE LEBE, BREMERT 72.96 h, ISI FR IR E 67.93%(P<0.05).
32.87%(P<001), £ 83 . DEX E/ 96 h,1S FEEZE 70.93%,
ERBEP0.01),
2.3 Adiponectin % B mRNA £k # R4 R

HFE 4R, YEEE DEX B MM)E , Adiponetic J&
B mRNA R, B 2h 596 h BREE.

2.1

3 Wi

IR BACHILE A AE .2 BUBEFRAR |0 998 55 s P18
BRI R R ERE . R AR S EE A BB
M, B AR R OIS ORI B E RIS, B R 40 Mu st i
BRIUA RS U AR TR B a0, RE BRI oy . Ak, >

ERTARME TR & A HLH R IR 25009 B 25 0 AM1ET
B, ROTRAENINZHATHE IR 49 3T3-L1 Ak

F1 IEREABERRATEREE N x+s,10* mmol//( mgpro-h))

| 24h 48 h 72h 96 h
Xf FRZH 2.77+0.44 321042 2.85+0.32 2.93+0.14
[ i 1.72+0.21* 1.92+0.17* 2.01 £0.25* 1.36 £ 0.23*
DEX 2.61+0.27 2.720.11 245+0.12 2.53+0.08

i 5 XA B, " P<0.05,* P<0.01
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*2 ERARBRISRNERSTEHEREE X £s, 107 mmol/L/mgpro-h]
ip | 24h 48h 72h 96 h
it 5.86+0.27 6.46 +0.29 6.09+0.17 637+ 0.07
[ x| 4624021 441 £0.33 421+0.12% 2.49£0.22
DEX 5.41+0.20 529+0.32 5.23+0.43" 4.97 +0.22¢
o HXT A L, Y P<0.01
x3 IERHEMRRERBMEER(x+s,%)
il 24h 48h 72h 96 h
pogiiieitl 100.43 + 6.39 100.10 + 4.23 100.44 £ 9.76 100.04 +2.42
EvEd 94.15 + 6.85 76.72 + 4.97 67.93 + 4.36" 32.87 + 3.09*
DEX 90.69 £ 2.45 79.18 £ 7.21* 85.60 = 17.03 70.93 + 4.19%
¥ Xt L3R, "P<0.05,* P<0.01
x4 IEHEEE mRANA Rik(x+s)
s 24h 48h 72h 96 h
pagiit::| 1.00 +0.09 1.05+0.14 1.22+0.18 1.11£0.21
EEd 0.88 +0.12 0.76 £ 0.11 0.57 + 0.09* 0.24 = 0.06*
DEX 0.97 £0.18 0.94+0.12 0.79 + 0.04' 0.50 + 0.08°
T - 5% B L, "P<0.05,* P<0.01,

B, 435I LAE RS \DEX ¥ 540 e =45 i &% R 4T, 8 GOD-
POD 3£ St AR MR TR FE BE ) AT SRR 5 T I
BRHBM

GOD-POD B2 T 5| R : B -D- F % ¥ +0,+H,0 GOD
H,0,+D- FZ 8L ; H,0, + 4-AAP + iy POD H,0 + £L (g2
&Y. FERNOERELEY SHESPEEESBRE
e, 35T B R OB (Optical density, OD )R B4k, RS K
B, ZB /RS OD B S E R IE ., 5
IR T 3T3-L1 # HepG2 AR AHMREE /5 i h Ay hE
WEAAL, A FE0 5 FZ T B AR T 40 g 2 i
BOHEERN SRR ENHFRE 24 w48 h )5, 55|+
BB BSOS B B R P AR A I R SR A
T, FIHER L, Wb, BB RH KA S ZRER
EEREAEAR T 4UAR = IR, R b, 7R M B 5 B X 4R A
WARBERRN, RS TRSERBOKEE, [ot, HEE
HEANG B 40 Ml i g B2, R A SR VW PR R B R
K, YWEBAR RSN T AR e,
HERIE R PR E G BRI, &R
KiRE , RATHYHEREO, R, RALET TR &
ol : OIS FRIE , ZHAGY SRR 75 , 40w
FRIBHRE ) Bt R 5 R M BURE ; @& 4R T AR R K BE IR
% DMEM YE R MIBHHAE LR ORI, #E5 T B TR
EARFET =4 iR,

LR P AT RE L L0 RN A R AT Ak, R
BLL 12 FLEEFEAR 0], IR AR AL 250~500 p L& H, A
RHE] 3~6 h, ZEFUT K R A R AR AR B,
FEER T BESRAMAE, S A THRSEME LLE,
BEBSE, BIMRNE 3 h, 5FE AT 500 ng/ml S E
¥3E 3 h, MBS REA . BRI MNGRERE 5, 4

MR A SR, TR & LRSRD, B %B K PBS 3
BB, FRAR T XTRR R AR - B, RATRZR AR
#5°F 500 ng/ml BEES R BESE 3 h, LIE 5.5 mmol/L ¥##J DMEM
h R, A 5 R RO A TR R

SR K, HHE DEX ¥ RE T 40 HusEF FIREAS, I B F
FAECRT R 5 B R , 5 30k IR B R — B BREBRRAE
MR AR RS IR A, BT IR B, FERERE .
R S BKOEREE L 2 IR MR EER P, AR KE
¥ 8 TR, #id%t mRNA FRR 0 &8, B8 . DEX 5T
8 3T3-L1 fER AR R B E M RIL, #— AR,
DEX SRS H 4074 IR, GOD-POD BE2 I FRAs il A
WHAFE, REERF, 5ESNENLE bR T 40 HOE
FECIOAMH, BN GE R U R i 2R P RO R s (L.
YEE S RSB ASBRIBN, (BT LUH T4 S AsHEE R
Kl B P4 i B BB S B A R E SRER R
B, TR FABSARY SEIEEE TS B ANES , bt e TR L B X 3
WARNBSERRE, R =Y GRS E L5
KIS EE LN R E M.
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[ Eo o AU E A TSR AN Tea8113 B T7 MEEER LICUE, il — SR e s 5E8HEM N E
WAKIT T M, F %k AF MR Tca8113, QiaGen R EANM mRNA 3 3 & BAEE cDNA /55 T7Select 10-3 #iiki%E
B RAMOE I IR R T7 REIAR /R ZROUE ., 4R HWE T ASBYE MR Tea8113 19 T7 W KRR £ SUE , IR
PETE A MBEE 1.7 x 10° pfu, ¥ 85 TR 3 x 10 pfu/mL, FEVLM SCEE S HEL 10 4~ 5ERE PCR 8540 AT, KSR BN
FERISCRE B RRA R B, UREIBARB L 100%, I8 CERR A R WA /NME(0.4~1.0)kbp Z (8], & IR T AF
SRR Tca8113 B9 T7 MERERR/R ZRCUE , A T — MK 5 E R M B O 2 kS T Ha).,

(k8 e s i R R s SRR s A 8P ; Tea8113
[hEBRBSEEHHKS IR322S
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Construction of a T7 phage display library of human tongue squamous

carcinoma
WANG Jing—tao,et al
(Department of Dentofacial Surgery , the Affiliated Stomatology Hospital, Chongqing Medical University)
[ Abstract JObjective: To construction human tongue squamous carcinoma T7 phage display peptides library from the cell of human tongue
squamous carcinoma cell line Tca8113. Methods: mRNA was isolated from the cells of human tongue squamous carcinoma cell line
Tca8113 with the methods of QiaGen, and then mRNA was reversely iranscribed into double stranded ¢cDNA. After digestion, the cDNA
was inserted into T7 Select 10-3 vector. The phage display peptides library was constructed by package reaction in vitro and plate
proliferation. Plaque assay and PCR were used to evaluate the library. Results: T7 phage display peptides library was established. Plaque
assay showed the titer of the library was 1.7 x 10% The phage titer of the amplified library was 3 x 10" pfu/mL. PCR amplification of
random plaque showed insert ratio of 100% in the library. With insert range from 0.4 kbp to 1.0 kbp. Conclusion: The phage display

peptides library from human tongue squamous carcinoma cell line
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Tca8113was constructed.
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