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FLZIR CHO-K1-CRE-ffluc2 polyclonal stable cell line

AR ffluc2 FRit ) CHO-K1 Fa#%kk

FEhgR S VGC-0055-R001P

FEmRs CHO-K1-43C7-2P

cAMP = J514:(cAMP Response Elements, CRE) &4 3% [K-F- CRE 25 & 5
(CREB)R A1) DNA A#= 5 1F. CRE {55 BEES 5 MEHE. LERFBEEL
AV DIRE -

CRE-ffluc fa¥& ¥R H CHO-K1 ZHffapkAa i, id 18 2 4a € ¥ A\ CRE %l
LM luciferase JE[K . CRE 0% B 3 luciferase ik, B luciferase
TP AT DAR Bt [ . CRE 18 28 IR
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®NGEEH GFP

0 R HLME Puro R (FEME R i)

AMARRE | RGRE (V) s BTER O

HHTES ERZAAERE, MR

20 o KA T25 4032 TRk 1 > 10 ZH HZR 7728 it

seiERE | FI2K + 10% FBS

BREH (1) SAH: 95%% K, 5% CO2; (2) lE: 37 °C.

AWk EUCL: 2801 3B, B2~ 3 RABAEHIBR K.

i) abiyea TEMIEHAAR (VGA-0046-0100) : - 80 °CEi{FAE; WA KWL

B T 200 Y 3 A R A 4 UK S

UNR AR IR R, @i 8~10 ACH MR B 2547
BERER R (12 pg/mL) s BCCEA MG IR R s Iod 4k B2 B P 25 DA
YEFPAHBPRFE % (1.2 pg/mL) &
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1. HiEBIRAH
1.1 T25 YA F% R Zr kG AN (At FREFEM D b3 Ty ik

a) WEMMBRFMR T L, Bt AR SRS 54, EnK, K
I SEARSCHRE R

b) H 75% PG A A IR R, BAEE TSR MDIRAS . B RIS R, 5
BE G A BE B 7, S AN BT B 3R i 55, KA IR T 40 B SR AE A R B B IR 2~4 /)
i, DA AR E A0 HOR S

o) MrETERUG, BURAIMIIEIEE, B, M, IDFdIRAS, A REIE, filn
O, AHMLRSZESE, MR EEI K SRR SRR

d) (NEERAMPIETRN GEEZR) , REKYIE T 37 °C, 5% CO2 B FRFEH I

e) ARYHAH P ) PR S B S AR AR, VRN
1.2 FAAEFIREME (AT mES) Wb .

a) H 75% R W B4R AR, SRR FEE i TAE & M A E #2215 mL LI
B, 500 g, FEILEO S min.

b) FEIME, FH e 4Rk R AN YTIE.

¢) HMIFEFNT-A& I A s 7R B FR 0, AR B T 37 °C, 5%CO2 BrFRffHE 77

d) RAWERGMIEA, A WG, Blinisdy, MRS ZESE, 16 1 R B UEE &
HHARSCFFI R

e) FRAR AN A >) PR LN 43 AR VRAF S
2. Frkizfdi

a) B4 Tk P BCH S SRS T 37 °CKil, BRENGEE, HEENREs
AL CBRFAE 1~2 min AR ©

b) MR E R B TAES, H 75% MR HRIE SRS .

¢) BRI LR 2] 15 mL LW 0%, 500 g, =il &0 5 min.

d) FEAUMIRAFIR, o8 A g % 0 F B 40 e -
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e) K Am i Tl O 4u i B SR MBS 759, AR5 BT 37 °C, 5% CO2 S5 7R HE 7%
RH WSS, WmEREIR, Glniss, MRESZES, HRREIER N 51
REZFFEER

) FRAE AN A =) PR SN 4 AR AR VRAF A

=, HHESE

1. SEH

K& 1 mL 4IREIRIRAZETE 37 ORI R PURIE R B IE M, SREEEE TEGH
AEFE 2 15 mL LEE O, I 4 mL 855788 PBS R A2, =i, 500 g,
B0 Smin, 3 RIER, AR RN, KRB AR T RS R IR IR, B
R B 055 R R 2 A PR A KA VO
2+ YA
2.1 WHEEANMOALAR: AR EL 80%M, AT ALAREE 77

a) Wt JE S SR IR (R B5 7R 58, PBS SO GEAIIEPI I, TN 2 ~ 3 mL 0.25%/Bf kAT
AL GERRAE BRSO, IR

b) SN WEHAIEI, FEMMLGAR/N, WEBERABINS Ca] PR WD L8 VF FR Al e
WRAT4H M2 54, BIRTPIER AT W40 2 7%, BOORFT S50 N BT AL, BIE AL 5E i,
BNAkSIL ) BEREWARERT, N3 ~ 4 mL e 48R, REVITHRE, T40HZEK
W, R

c) LR 43 4t M B L A ARG SR L, R IIE 2 1 58 A B IR AL, 4N M BT
5, TR,

2.2 BIFHMALAR: UYL 80%MT, TIHEATAR AR FR:

a) EIEK R TN — iR 2 15 mL BE 50 mL EHEE O, 400~500 g =i
BSOS min, WRIEIREL, RIRE e e IR A R

b) HRHEARM A AR, S i E IR, 5 0 P S R 8 22 T 1) 5 I L i 8 5
W, BANE T 37°CH R R R
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WEEANHE, 500 g, B50 Smin, 3 LG, IIATLIMEGRTHE (VGA-0046-0100) %
BEFYI, BNGAE G

. {5

D) AP GBI ST T, AR MR =S BB S

2) AL ARSI U], AREH TARMIRRRR SR 28 677, sEfE
EAEPE

3) Wbt 48 h WA IR, 1B ISR R a, B R 4T

4) VR AU PR, NS A RS S TE, AS T RN AR S

fi. THEESER:

Forskolin 7 LAFE =400 N cAMP JE[KKF, 0% CRE 15 58

1. CHO-KI1-CRE-ffluc JH/b 4008, F 1% FBS £ 738 A, R T 96 FL4 (40 E; F:IK,
AL 4 = 10* 400,

2. YHAEEAPAIET N Forskolin (4K 100 uM), WS40 E T 37°C A FRA 7. 05
B3 1h, 3h, 6hs

3. 735 FE 1h, 3h, 6 hif, FERFRCMIFLANA 5 uL BI2OEEREIEY) (D-luciferin, 30

mg/mL) , R R ICEE AR RIS 518, T
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Fig.1. CHO-K1-CRE-ffluc2 Fa#% # COA
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