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i, HIAE LG BRI 7T S 22 4 VP 5 T A1 75 3 1 LT o

X##1i7): RNA synthesis, EU #rici%, click chemistry

1. 96 fLELJEEN (Corning, catalog number: 3904)

PR FeRdT i

3. JR4MiE (Gemini, catalog number: 900-108 )

4. Global RNA Synthesis Assay kit (Abcam, catalog number: ab273285)
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Wl & Y AR LRt

Wash Buffer (10x)

Fixative Solution
Permeabilization Buffer (10x)
RNA Label (100x)

Copper Reagent (100x)
Fluorescent Azide (100x)
Reducing Agent (20x)

Total DNA Stain (1000x)
Actinomycin D (100x)

5. DMEM £57%3 (Hyclone, catalog number: SH3002201)

6. PBS (JWLKACTS)

R

1. ENEEE T (PerkinElmer, Opera, B4 355 nm/488 nm/561 nm % 2%)

1. HAFRI HeLa 42 AT 48 h 4631 96 FLiR N, AEFLEHA4HHE 10,000 />, AFFLE;
F2H 100 pl.

2. $2H7 1-24 h I RNA label 377 1 pl (FREES258 H 1, 40 SR A0 R 5 1 [a]);
7EMA RNA label #7fI#T 2 h A Actinomycin D.

3. IRATHESLF 1x Wash Buffer, 1x Permeabilization Buffer: JIKE/K (Z5 F/K)
% 10x Wash Buffer, 10x Permeabilization Buffer.

4. EBRE;FEIE, NN 100 pl PBS iE¥E—i, 2k PBS.

5. JNA Fixation Buffer 100 pl, &%= [H % 15 min, 2k Fixation Buffer.

6. EREESMNIRELTT

PBS 93 ul
Copper Reagent (100x) 1 ul
Fluorescent Azide (100x) 1 ul
Reducing Agent (20x) 5l

BEFLINASE R HE 2 3 (R EE R S S 100 Wl BEYEE IR & 30 min.
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7. TN 100 pl ¥4 Total DNA Stain [f] Wash Buffer, BOGERIFAE 5 min, kR
Wash Buffer.

8. EIRIERERMN, A 1x Wash Buffer 100 pl, %% 3 XK.

9. JmA 100 pl Wash Buffer, H opera = 4R 73 AT ACHARE 3 40 i RNA & 1 ts
Do

HRS5H

1. EGIBE:
731 Opera ] 355/488 nm WOGARHCA N M40 MIR% DNA B st, LURHME
Ji% RNA 2Rt 508(5 5, (M 20 Y5, WK 1.

Control Actinomycin D

QGreen

Blue

&l 1. Opera AR ~HIE 7 FE: #2657 12 h i\ RNAlabel 5, opera f1t%1)
YR N SR EAME T & ) RNA; A BB $EFTIA Actinomycin D J&, L8 4
G LFESE GO FE: v DNA Jukl e o o305 2040 i 1%

2. KE&T:

1) AR SRS 5 (10 9 R I AR B 2% 32 32t ALY v P A R s 1 ) 4 L A DA
R, ILE 2 D IR 1-4,
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2) (R AN R AR T, o3 Sl TR SRRS AR 1R 2 A (X K e B A i X 3
W& EBHOEESE (Mean Jy AR R RSO EE: Sum JvE 41
DI O FE IR ), I 2 2P 0% -7
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3) ALY T RNA & CRA I EeE o 40 A DX 38 A 5016 5 11 A

H), WK 3.
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Ctrl ActinomycinD

& 3. RNA & BKF4itE 1F HeLa 4 - in A 1 ng/ml 3K i) Actinomycin D
AbFE 48 h 2 )5, FIA EU FricyEI e 4 N S RNA & .

AEREW

1. RS AR Actinomycin D IR, BN 8] AL B AT e 2 T SR8 T
LA, 7T ARG BEAE A

2. AJj¥E RNASREHOICARHIEUROEI KTy 494 nm, EHDEBKY 521 nm.,

3. HRMKHABE: AMA RNA label #HE, FHEMNELRNBIFE, J&slE
5 HAb s 88 FLA ] -

4. AR Y A EE BN X O BB R TR RNA, BROYASIE 4 A
AR AR AT REAHZBOR, Pl BT G 2.

5. BrE R RNA EEEPAEAZA, #R 4 IR E > 2O AR, 595
FHZEAK,  BEIN R 4R A% X 8¢ ) 9 i) (B FE IE RNA & 3CE N 53 .

Al
1. PBS
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1.06 mM KH2PO4 0.144 g/L
155.17 mM NaCl 9g/L
2.97 mM NaHPO4-12H,0 1.064 g/L

Boigt
AT H AR R AR S AR P A i SR BT RS AL S AR P S AR AR
P A e AR AR 3 A S Hh 2 T (K B

SE 3wk

1. Jao, C. Y. and Salic, A. (2008). Exploring RNA transcription and tumover in vivo
by using click chemistry. Proc Natl/ Acad Sci U S A 105: 15779-15784.
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