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BeyoClick™ EU-594 RNA & A A &

i) e LA RR 2k
R0O309S BeyoClick™ EU-594 RNA & sk il i il & 50-500{%
RO309L BeyoClick™ EU-594 RNA & sk il i il & 200-2000¢%

FaRiE:

» HEHZAKBeyoClick™ EU-594 RNA# Bk lA7I& (BeyoClick™ EU RNA Synthesis Kit with Alexa Fluor 594), 2—ffkT
RNA A RO AR H PR TEARZH (Uridine) R IWEU (5-ethynyl-uridine)W#B A, FHi@id b Ja i sidi = B (Click reaction){HEEU#
Alexa Fluor 594fbric, MMSCEARE R, PoE, & R BRI & B RNARIAI &,

> ARRFIE ] DA TS 4 s A0 UL T i & B EIRNA, 1 AETIDNA], #lbd AT E RS R EMbUR, RFEEM
BN S B B A] 52K

> SARRFGHEE, BRNAAKNAAMAER Y TME T 2IESRNA@YSE, TUHTFIOCRME. BOCHEREDME. RAH
MR R RO,  tA] DU F & N ffi% (High-content screening, HCS), AizCATRRX B2 LB ARSI UE A T4l
Fedh, RNERATHLYIF

» EU (5-ethynyl-uridine), H(4H05-HERY, Z&—MuiB REIEZT (Uridine) 5819, EUR] DAFERNA G Gd B H & RURH
BAZIFEBMRNAY, B—7H, EULMOHEEES KEARICI/IND FE RN IRE (WAzide Alexa Fluor 488, Azide
Alexa Fluor 555, Azide Alexa Fluor 594, Azide Alexa Fluor 647%%)ifid — 48 FHIMHL R A0 S, T ARS & 1Y = Mk
W, RN AEEIRIEE, WHRES DGR M (Click reaction), HRMWFEHSULEL, W8GR, HiaRIRNAZ AR I
SEAREFFRARIC, AT AT DA FIE 24 S A IR A A U E 7 & B RN AL

% I

| NH cu* ‘ NH
N 0 Click N o
1

Labeled Azide

EU Labeled cellular RNA
(Incorporated into RNA)
* Fluorophore, Biotin, etc

~ Cellular RNA

E 1. EHzXKBeyoClick™&FIRNA G A & H Y i M (Click reaction) RIEE, SRR EEFRICN SR (Labeled
Azide) 5% AZIAHRNAHINEU, TR FRIMICAEIN R, HRFRERN =MIR, RAMHAMMRRNAMIE LREREsHE
e

> ARG RN R, KRB, ARG SR T AR &SR Y, TRARIEE, IR T BRI ETRTE
HARMFRCBAREU, I Ha] DS IIE SR RNA & R E Ol

> ARG, Ay, ARXNEREE A2 RPREEMTriton X-10055%, MR AMESZCYRHEROE AT
KAERSREL, NEHMARIEE, AR EZ RO, AXRET IR RZEZO N RZHMRN, thAZEINDNA
ISR (NPT AT E ], DAPIE HoechstieRHa M A IERZE).

> ARFIERIPGE, ALGIE R BeyoClick™ EUTAR T & KAIRNANTL.5-2/h . Ak @R ES S E2,

Plate cells Image

v 4
Optional: stain cells with antibodies and other

Optional additestcompouind or drg treatmsnt fixed-cell stains (i.e., nuclear counterstain)

v 4
Incubate cells with 5-ethynyl uridine (EU) Wash cells
v 4

Fix and permeabilize cells > Detect EU
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&2, = KBeyoClick™&RFIRNA & Bk T & L i B E iR A2 .

ARG AR T R iR Hoechst 33342, DATTER G A RN, HeLaZif M A SAR IHT & SRNARIRL

RZUE3,
EU - + +
Actinomycin D -

Phase | § 2"
contrast -

Hoechst

o . . .

3. 27K BeyoClick™ EU-594 RNA & il 1l £ (R030) KTl He La i H#i & S RNARI XU R IE, EURFE 2NN EHl, 7
EUAMEARZNLL AR (BAM—F]); EU ImM)HEFSRILLAZSE(PR—F); mHARNAABIHIFIActinomycin D (1uM)
RRTPACTHO. /NN G, LLEPEE T E TS, WAHRNAGEIIHE, EUMNBABEZENHI (&AM —5), SEhrkeili o K55
M. RIMUEBRENARMEAEZES, BPERMNESE,

AR &/ MLEERO309SUN R T 1= IIAHAR (6 FLAR) BRI,  FTDMGISOMES, B MERI SRR ZR N 500ul I Click K MK ;
QIR T O6FLARARI, AT DUSIIS00 MeEdh, B MESEAIREIIA R R SOUIClick S ; AERAIT124L, 2491, 48fLEK384fLMKk
FEARBIREIN, 725 a] DAEIN125, 250, 350F01250FEd, & RS ERE I Click SR i & o9200ul, 100pl, 70ul#120ul; 40
FAT AR, TR IS0MFE, D MuAE AR BN 10-10077, BRI R M4 £ 9 500ul i Click S B
W WRA T OKUREA S U A BRI, w] DRI 125-250 MEdh, B AR AT R AR FR 0 100-200 ul B9 Click R Wi, Kt
RO309L AT A it 9 &5 5 o/ VEL R R0309S 445

BEER:
e iR FE AR 2k
R0309S-1 EU (100mM) 1.1ml
R0309S-2 Azide 594 55ul
R0309S-3 Click Reaction Buffer 30ml
R0309S-4 CuSO4 1.1ml
R0309S-5 Click Additive 2%
R0309S-6 Hoechst 33342 (1000X) 50l

— ViRA 117
IR s I AR fu s
RO309L-1 EU (100mM) 4.4ml
R0O309L-2 Azide 594 220ul
RO309L-3 Click Reaction Buffer 120ml
R0O309L-4 CuSO4 4.4ml
RO309L-5 Click Additive L
R0O309L-6 Hoechst 33342 (1000X) 200ul
— LRE 117
REFH:
-20°CIR1E, —HFEEM, Azide 594F1Hoechst 333424 AR 1T
ERE:
> Click AdditiveRtHilsiBRGIBERE Y AT, WRBREEOAYETL, B L THRIZR, FEmEmedmH, R
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ISR B R, TR AR EREL, EFH,

MEATHYLRFEELEU, nlAMERKITI5-Ethynyl Uridine (EU) (=98%, BioReagent) (ST2055),

FH T A it T B S A TR e RO, TETE RN FRIFRA M R SRR TT R, AT i s R A AR gk N Alexa Fluor®%&
Bl @Ykt K Fluorescein (FITC). Allophycocyanin (APC)}APCE-tandems#eft; JFQdot®H ki {kiRE. Horseradish
peroxidase (HRP). R-phycoerythrin (R-PE)FIR-PE-tandems%4¥HilAlexa Fluor® 680-R-PES, FHZAE iR M 5EmEHE
1T RFLAARI,; A/ SESEMGFP. RFP. mCherry3 5 GE HIZONE, M T2OMKEH W Green Fluorescent Protein
(GFP). TC-FIASH™FITC-ReAsH™ IR, LALLM ATEITRMAKEM, BT Phalloidin (SBEEIK) NHA st M,
£ F Tubulin-Tracker Red (C1050)#4T 40 HIAG I,

AP AR T E N BRIBEA A, AMFHTIRKRIZEEGETT, MEHATEMEE S, MR TEEEEN,

N T IR 2R, BRI — T ERIE,

FRi%ER

. TREH A CHES IR RN

o

PBS (pH7.2-7.6) (C0221A).

[0 (72 05 ) 2 (0 16 5 17 (P 009 8) 34 %/ 22 B8 FR B 1 7 17 (P0099))

VR (R A s e S AR (P0102),  QuickBlock™ 7 Bttt A (P0260), B0:3% BSAIIPBS),

TEIE R (MEFE A A S e (i 1@ (P0097), HE Rtk (P0106), 5%0.3% Triton X-100/JPBS),

EBETFKEBAK,

. RRIESRIREK: 18 X 18mmzEH (FCGF18), 6fLikekH T2 fltk, simzN4mi#r{ %S F (@12 X 75mm),

KA 2= i 2

a. W AR E MU R IIMAZR 9B, SEA 1270, 96FLARE38AF IR EF AR, RIS AT DAAH R % L&A/

b. WA R IR, EEE R ETRAMEEE 7 AT, FlARI G EE AR b, S IR EIG N B O IR, W
1000 X g == iR B L5 7,

ERAMMEURIC RIEE. JEdAEE

a. TE6FLARH (G BER] DUIMA S 7)) 155518 M E 4L, Aismd ot AmERIERIRSGE, TR S
HUelEhEE,

b. BUHI2XMEU TAEW: HTFEU T RS BERRERBINAZIFILRS, AT ATRERLHIR 22X TIER, #HENEULIKRE SR
1mM (1X), A4S 7E0E50: TREEEU (100mM) TR E212XAIEU TAER(2mM), FI41E100ul EU (100mM)AiA4.9ml
M, BPfE5ml 2XAIEU TER (2mM),

E: A FA549, HeLafINTH/3T3EMBEANM, HFEEURIMERALIRE N ImM, (HAMRE Bmmfh2s, ggE. 40
WEREE 2 T HNRZESHMEUB A SIS, Fbglx 8RO EURE IR EE T — N8R, WRZFHE
A BrUM TaLEe, WA PAZE BrUMZKIREMENEUMZIRE,

c. F37°CHIHII2XMIEU TAER(2mM), FARBIMA6TLRAH, HefLii-FIEULIKEDT NIX, FIUNZHEIKEN1ImM, Rk
6FLIRHIIEFRRCAImI, M 1m] 2XINEU TAER mM)IIAZIFLAR . RS FRRRUS K, A DASEIREBRIG | FRR,
FHIMAFARRP2XMEU TAER; 80E 0] PARDEU TAERPI AR IMEURIKE, fRE&SEFRPNEURE N ImM, 0
2mIEFRR AP ANA220u] 10mM EU, WnSRANZGACER, SRRRECRINZIYIRE, ERERINEEEUEREFFELTF,

d. RSN E A2/ N, IS IR R E O PR AE KRS, @ H ARSI B AR A10% A G R TE, AT H A IEELEN
YifEanHeLa, 3T3. HEK293%F, HMIEHAIKALELS-25/N, WFE IR BEAE2/NN 4, AW 4L #2130 %
Bh, RN ERECES 28, EERAIRAYAIREEAZI3 /N, MMM S IECN200 %0, SEFEM s i FRHAZI5 K,
WHEIFEREN1R, BERE/NF455000, BUEREEURIKE,; MERERT20/NE, BEB0E LB REUMNIKE,

e. EUFRCHMETERG, EBREEFR, HMAImIEE®R, FREE1558, e W FrmaNAaSoem, e pREs s (L E
BRI E R G FEE,

f. ERREER, SFLAImIBERRERAM3NR, FR3-550%,

0. EBRUEGR, SLHImLEER, =EME10-1598,

h., EFRREER, SFLHImMIERRTERME1-21k, &IR3-555,

i FEPIRS,

VAN EURIFRIE K U1 B Shir b B

EUR] DU {3 5F el B 28E Y 75 S TR AR IE, 40 F BUNERCRBI, EEshPRNEURIARICIE S SR,

a. AT/, AIRARRR100-400mg/kglI A&, HMEURPBSERGIN —EKE, MBS, FEEHA 83 ERBENEE MR
Ak, BERAESAAMNIRE, REPARMERAREE, AIISEHEIECR, K SO EURSE A iR E
TR, EBEEFEH200mg/kg IR EHTMNR, WRZ a1 HNBrUE TSR, e lS%EBrUNKIKEIENEU
2R E, EUR ARSI L3R <R HIST2055,

b. 4/NWEEARYEREE LI FIE Y N A G, PREANR, BUHIFrRRIVAR, R E S BHIEK G A S A, EU
FRICHIIS [E] AT AZ B HE 2SOk B A TTAEE,

c. NFkEYIA:

(@) IMNEREER, EREE1578,

(b) ZEFREEMR, FIERTEEIRBEERIIR, BIR3-5708,

s o oo o
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(c) BRRUESME, FEREER, FRFE10-155%h,

(d) ERREFEMR, FIEETERIREERL-2IK, BIR3-57,

(e) PUFMEE GEM): RFNFZEHITHWE QN RETOERE, HALEETHEBE, vMERESHIRBER, §l
4P0090 VKRV R PRIEFUFIE R IR (5X), B BATELHIFNE Y MU E S O TR B 8 AL 1,

(f) %455,

d. NFAETR:

(a) Wiks: “HURABIES-10508h, BORHTEEn) 2K, FRES-100%0, JoKZEES 8, Bk B354, 95% 28
355, 85%ZEE3S ., 75%ZEE3 5, 50% ZFE35 ., PBS 5934,

(b) PUREE (&) : WRFNFERTHNEANOEACEE, o] EAEYIPUREBER, FaP0081 MR mitRE
Fili(50X). P0083 MOHIF R B IEE i (50X). P0085 EDTANUEIEEK(50X). P0086 FME-EDTAFEEE
% (40X), P008S BRI PURBER(10X), P0092 EAPURBER(10X), #E B FECHIE S WPURB SRS TR
BE AL,
FEER : R HEAMKSREEE TR EE, WHRERGTE, SURENEES™E TGS RN,

(c) B985,

5. EUK:

e AP PEFLI R MR R 500X R BIR A, M T12, 24, 48, 96M13849LIRk, LI IIAZR 73 51292000l,

100ul, 70ul. SOUIFI20uIMIR BIREYI. X TFE/NIFL, A RmARIRA R BEELE Y M, AR RIRIAZER L Al fEH

REAE, STV, A LARIEYI A A, SR 100-200ul 9N TR &Y. R LA6FUAR A AR BEARE o 61358 B B A

HIREF R, NTREFRSEY Y, (5 E RN R LR RERIR], HRrA AR,

a. BiilClick Additive Solution: XFR0309S, FH1.3mlEEFKIEMIAFEHRMEM—EClick Additive, RAZLEH
fi#g, HIMClick Additive Solution; *FR0309L, MMAL0.4mlEE T/KIAMIRF &P —IfClick Additive, IBRIES
HRvAfE, HIAClick Additive Solution, BECHIER] DUEY 0%, FH-20°CRTE,

b. 2% FREHIClick KMk, HE: M™% R R AP 7 FRFECHIClick & B ik, 75 W i o & B AT BE TG IR B BOEAT;
Click /2 I il FEBC il f5 155 80 P o

Wells of 6 well plates
Components
1 2 4 5 10 25 50
Click Reaction Buffer | 430ul 860ul 1.72ml | 2.15ml 43ml | 10.75ml | 21.5ml
CuSO4 20ul 40ul 80ul 100ul 200ul 500ul 1ml
Azide 594 1ul 2ul 4ul 5ul 10ul 25ul 50ul
Click Additive 50ul 100ul 200ul 250ul 500ul 1.25ml 2.5ml
Total volume 500ul 1ml 2ml 2.5ml 5ml 12.5ml 25ml

EBR LB BIPEER,
BFLAMAO.5ml Click R MR, 50 RIEFRIR DA IR R R IR & P v] DAYS 518 S o
EIREEIEE 3078,
WeRRClick [ N, FATEBRIRTERR3IR, BIR3-577%1,
R FEX LA TR, ] ASIS BT, MAHERRTE, BInERNETMEE FUIEE, sEE AL,
Z I REEARSGHAT IR, B FH 1 AR 0 A (— R v PYTER 07128 7 2 o P R A A A TS ) EA T AR U, Azide 594
IR K ES90nm, BAE S K E615nm,
6. AfuizLt
N T RIS AR LB, BT DAE R A Hoechst 333423 TAIMIA L (. — % i PR 0 28 (X B A0 7 BT AR A A T 4 £
a. 1X Hoechst 333427 AIACH: $21:1000 LI F PBSFifHoechst 33342 (1000X), fl4nEX1ul Hoechst 33342 (1000X)40A
1ml PBSH, R4, Bf$1ml 1X Hoechst 33342i&1K.
b. B HSg, WRIEAHE, SfLIN1X Hoechst 33342187 1ml, =GB EMFE 1040,
c. TEB&1X Hoechst 333424
d. FAVERRPESLR3IR, HIR3-554H,
e. FHGRIRIEATRGAED, Hoechst 333420 %, BAMAIRKN346nm, RARFHEEK H460nm,
7. WA AR
X F225 ok 03RS AL R RE A T IR 2, AN SR R SRR s AR ERR A ORI B S RNAS &, 1B ERN
AR AARRDE, SEIR AR S R AR R B R R AN IR . EURRIE = 22 BT S — M Ao B N 850 8 A 2
Fro Azide 594MIF AL KK E590nm, wmALSHE K Z615nm,
F1: BN AAREEUARC AL S iR A SO R RA M X IR, e a8 @R E,
H2: TR LR R, ATARYEA MR BRI SRR A @ I AT Azide 5948918 F 2 T1E 24 A%,

BE R

1. Jao CY, Salic A. Proc Natl Acad Sci U S A. 2008. 105(41):15779-84.
X m:
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7 iR S et (2ES
C0071S/L BeyoClick™ EdU-488 MU e Al 7 & 50-500/200-2000%
C0075S/L BeyoClick™ EdU-5554H s 5 ko 457 & 50-500/200-2000{%
C0078S/L BeyoClick™ EdU-594 4 5 ko A7 & 50-500/200-2000{%
C0081S/L BeyoClick™ EdU-64 7415 ka 57 & 50-500/200-2000¢%
C0085S/L BeyoClick™ EdUZHHu sl 7 & (DABI%) 50-500/200-2000{%
C0088S/L BeyoClick™ EdUZH i FE a7 & (TMBi%) 50-500/200-2000{%
R0301S/L BeyoClick™ EU-488 RNA & Ak A& 50-500/200-2000%
R0305S/L BeyoClick™ EU-555 RNA & Al & 50-500/200-2000%
R0309S/L BeyoClick™ EU-594 RNA& ke I & 50-500/200-2000{%
R0311S/L BeyoClick™ EU-647 RNA &G ke & 50-500/200-2000%
P1202S/L BeyoClick™ HPG-488% 1 & Bkl & 50-500/200-2000{%
P1206S/L BeyoClick™ HPG-555% [ & B iR & 50-500/200-20007X
P1209S/L BeyoClick™ HPG-594 & H & ke a7l & 50-500/200-20007%
P1213S/L BeyoClick™ HPG-647#% H & ki & 50-500/200-2000{%
P1217S/L BeyoClick™ HPG# H & ikl & (DAB%) 50-500/200-2000{%
P1221S/L BeyoClick™ HPGE H & itk il i & (TMBi) 50-500/200-2000%
P1215S/L BeyoClick™ HPGZ (14 BTN & (WB) 50/2007%
ST067-50mg/250mg/1g EdU 50mg/250mg/1g
ST2055-50mg/250mg/1g 5-Ethynyl Uridine (EU) (=98%, BioReagent) 50mg/250mg/1g
ST2057-5mg/25mg/100mg | L-Homopropargylglycine (HPG) (=98%, BioReagent) | 5mg/25mg/100mg
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