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1. 3Rt Digoxin #r1289 circRNA/mMIRNA Rt ;
2. WK RERERYA. AR, EH. &H. KETF.
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Solution A 15 mL 1 4°C

Solution B 15 mL 1 4°C

Solution C 15 mL 1 4°C

circRNA/miRNA Hybridization Buffer 10 mL 1 4°C

Blocking Buffer | 10 mL 1 4°C

Washing Buffer (10x) 50 mL 4 4°C
Anti-Digoxin, FITC-Conjugate 50 pL 1 -20°C, BHE
DAPI-Antifade Solution T mL 1 -20°C, BH%

R 1. circRNA/mIRNA Hybridization Buffer (R #FIVARLEE, &1 37°C KAEZTDAMERIER;
2. Washing Buffer (10x) , %BeIMNAES, BIESEREERS, BWEELEE, BELSEXK,
3. Anti- Digoxin, FITC Conjugate %1 DAPI- Antifade Solution ;F&E-20°CEYIRTF;
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circRNA/mIRNA 5. “BEHESZNRR. 100%/85%/70% 782, 4%ZEEBEE . FISH HHE R
(HFEZ B AER) . 0.1% DEPC 7K. PBS pH7.0 (f$F8 DEPC 7KEZH)

EWHE. R, BF. BEEE. 02mL BOE; 188, I08%. L EME,

SCIO IR (UTHBEENSE, RIERETAREREEAFSEHTEEM®L. BEST Solution

A. Solution B. Solution C # TR NNZEREELE R, LI AN PBS 13f8F DEPC 7KEH, )

DAY 1

1. LB

1) AWEARYIRE: ZBXREEE, Smin/ik, 3K, KXBATKIEE, 85%2E. 70%
ZB2E 5min; BERFEI=EA PBS, 5min/ix, 1IX;

2) HEIER. W@hH. Rk BER, RAPBS, bmin/iX, 1.X;

3)  KADIR: BRIKE-70CHIRAR, SHEIZEIMA 4%SRPEESHEE 15min (E%R
AEFEERRNEZIR) . RA PBS, 5min/ik, 1)X;

2. ¥ Solution A SEINTEARA L, =BEFE 20min (IRIBIAAIER. AR A hi2
E ol EHFEENE) ;

3. IRZE Solution A, N0 Solution B, =iRgFE 15min (RIBIRAESEER. R4 R
ZHRE TS HIEAENE)

4. %Zk Solution B, 7E PBS A& 5min;

5. @M1 Solution C, ZE@AFE 15min (IRIBIRAETEE. nARE AZWEEEH AR
BY1E)) , {#/ PBS 1Lk Smin BAIXBIEARA LR PBS, fEARA L@ 4%ZRBPEE, =REE
15min GEWIEBXAEFIHET) ;
6. WRE 4%ZRPE, 171 PBSBRFIRE Smin, HEHRERBELRE PBS;
7. TR

FEARAS_E5EI0 50 ~ 100uL circRNA/miRNA Hybridization Buffer, 2 E33 F, BAEED,
FIERMAT 55°C TR 1 /\8Y;
8. HERIRE

FRIRASREE RS, EHRES circRNA/mIRNA Hybridization Buffer 3% 1:50 ~ 200 #% (&2
IR HIRTE LIRLRBERIEE) |, BE195E, 85CEM 3min, 4°CEE 2min;
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TR ERE, RERA_LER circRNA/MIRNA Hybridization Buffer, 5@i0 20 ~ 50l 4
[Ea0EREt, ELEE, B FISHERRER, 37°C~ 42°CHRAT 16 ~ 72 /N\GY;

O
St
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Day 2

10. &

Washing Buffer  (10x) 5 0.1% DEPC 7Kz 1: 9 B&19S, BB IIE&, B FISH i
F B, BARABA Washing Buffer TERD, EREFK R BMRE, BRERABENN
Washing Buffer TEM& (FRARAZE 42°C) , ik 2min, BREEIZEIREY Washing Buffer TYER,
g 8min (BIRVDRINEFIRE I RBEL AL RS S EE, BRIk, MEESEs, HF
BOIESER) |
11, IREFLEI Washing Buffer, 7E#RA_Li@H0 Blocking Buffer |, Sl RINZE A, BERIE
WAARLTF, MAEEF, 37°CIHEE 1/)M\87;

D2 = Viinn
12. IREFRERRY Blocking Buffer |, % Anti-Digoxin, FITC-Conjugate -5 Blocking Buffer 11% 1:

50 ~200 %8, JBAE 2 ~3@EMmA L, ELERS, MAEED, FiE 37°C a4 1
INEY;

13. WIrAR=RAPBS B, FHRIHBHGER, BEMLPBS, Pk 7min/ik, 21k, RERK
B PBS, =mEHeTIE;

14. 10 20uL DAPI- Antifade Solution 8%, ==Kk ;

15. BTFEAKRA 20min, RCERE FUIRER: DAPI ERIEERYE (Amax =358, Emax
=461) | FEEEERE (Amax =492nm,Emax =520nm)

xR IURFTEERIENCANEMRET, BFANR, NAERITNRER, BEIRAETIRAR, B
HBREYF, -200CKENE, WHEEFIIRARIISOCESWIRE 2 DA,

SN
1) SEREREPHEDHANAREE, BIEFELRRNMEFE;

2) ZFEREERE, JEILEKRNFEREEREP RN,

3) REINTARAR EENAFINBEE MR, BLEEEFIEE A AEmsEERRE (D@
A ENESRRAEEOR)

4) AP RAUESTRTIER, FAMATIRSERAT .
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