O

Promega

3 i BB

HaloTag® Technology:
Focus on Imaging

ERFmERS:

G2991. G3221, G1001, G1002, G2801. G2802, G8251,
G8252, G8272, G8273, G8581, G8582, G8471, G8472,
G9281. G9211, GA1110, GA1111, GA1120, GA1121,
P1691. P6751,. P6741 1 P1681,

2022 }g CTM260
FEXEAF TM260




O

Promega

HaloTag® Technology:Focus on Imaging

FrE B SCBR BI X BRAR 19 BT 7 www.promega.com/ protocols 3875, 15151811 M Ik A5 B4 E A BB B 2 B A RIR
K, MREEFERZEAFENEEMARE, ES Promega IEREARS R,
ELF W% : chinatechserv@promega.com

EEER (bR ) EMRABRAT ik EEHRBKIE=FZREE 36 SHERE S il B FE 907-909
Promega (Beijing) Biotech Co., Ltd  E8i&: 010-58256268 WIHE: www.promega.com

AZIFEIE: 4008108133
FAZZHMEFE: chinatechserv@promega.com

1. HaloTag® BEARFIRBLELIR TN ..o e ee s 2
B Yz AL = TR 4
D N . = SO 4
o T Bt e D = OO RO 7
O e TR Yo Rl == OO 8
3.A. MNEZITRIAIGIEAT HaloTag® ORF FEBETFHA ....veeceeeeeeececee ettt ee e es ettt sa et s s es s sae s ennss s s s s enaeens 8
3. B. BT HAlOTAGT BB ET cooeoeeeeeeeeeeeee oottt e e e eee et et e et e et et e e e e ee e e et 8
4. TEIAMYIEABIRICS. AEERE. ICC. SDS-PAGE. MICHAMIARS AR oo 9
A A, BRIEFRID (15760 F3EH) oottt e e e e e e e e e e e e e en e et et eeen e s et et en e s et en e et e e 9
4.B. % (NO-WASh) HRIT (FITR) coeeeerereeeceeeeeeeiescee e eeeete e s es s et ee s e e es s et s en s ae st esen s saesss s eaeseses s s aetesanenenaees 12
4. C. f¢A3 Janelia Fluor® HaloTag® BREHHTHUE. SRIEHRIE (15 DEFEITR) oo 13
4.D. BXHIBER (PUISE-CRASE) FRIT covevevevereeceeeeeeeieecteteteeecaete et esesaeaetesenes e aesesssaetetesennseaesesensnssseses s eaetesasenssantesaneneranen 15
O R Ty =it OO 18
4.F. ERAREAMAZ (ICC) HARM HaloTag® BEATBAMAET ......covvveriiecieiececee e 19
4. G. BT SDS-PAGE A EE HaloTag® BEB EEE .eveeveceeeeeee e et eeeeeesete e eesese et esenssae et esenssae s esenseae et esenssaesesenensrannans 22
L I =l N OO 24
5. {#F8 HaloTag® B R BAAHITE BN (WeStern BIOHNG) ..ocvceeveeeeeeeceeeeeeeeeceeae e 26
6. S0MAT M Building Blocks 4EAE HAlOTAG® BEEE ......cvevieeeeceeeee ettt see et ee et s s st es ettt es et esen st et esenae s ennenaeeas 28
6.A. REEHIRCHERAR (52 ( (6-SCEE) - ZEE |- ZEMBEL) oo 28
B. B. {8 HaloTag® BB B T B EIARIT v oeeeeceeeee e ettt ee ettt e et ee et e et e e et e esen e e eeen e eaeaene s e nsennesenens 28
6. C. £ HaloTag® TR BT BE B B B B T A ARIT oottt ea e 29
6. D. & Alexa Fluor® 488 HaloTag® B B B AR R T ZE .. oo, 29
7. WRCHA YRR AR PN EAREL A RS D RIRIIE R oot 30
8. RE AR ERBMIAD M EEIFRIEIKTE oo 31
8. A, TERMFTEIIIZRIE HaloTag® BEEI R ED c.ovovoeeeeeeee ettt e e et e e e et et e et ee e en e s e e 31
8. B. MR AR E BRI AT A ZRIATRTE oo n e 32
RO T Taly N L R =0 L )2 A o TR 33
T A = W A I 2 3= OO OO 35
e L =7 AU 35
oI ST B g 1 b= AT 37
T O =3 - 38
9.D. BIFSTERAIEL MBI STER ..ottt ettt et e ee et e e e e e e e s e e e e e e e na e e et ea e e e eeraneeeeeeenenenes 39
(O = e NP 41
(IR ES =R 42
LT T T T T T T T T T T P P PP PP PP PP PP PPN o

CTM260
2022 %1%



O

Promega

1. HaloTag® S RHMAMRIEN B

THREARNINEFAREEARANEEFREREEE, BEFESNELEAMESH S UmXTHR, MEH
FEABNAZBNEBRNERE, ALENHEREEEZEN, Bt, FEF—MoERXNEN. EE%4K. EAHE
EEAHR. MEMH#H—SNEMTENAZEBERRNEARARSE.

HaloTag® & *9 i BN AN Z AN FTRIFENER, HERUEARTFRAGENSNEEZ DENBNOER,
SEESEXRMTAEBMENFEPNEHRIEE, RIMBETHFNAMRGNEOHIR / 5925 HaloTag® Bt
O HIRKIE, LLIMNRIZMET] E $)89 R M Ligand Building blocks 7,

HaloTag® IREEREHR—MEER TS, THEMAFENXMBEEITEY, 15 HaloTag® BEFAEMNE (B 1) .
EEEFHT, KANBRSRELE, ARESERSUEERARARTYE, MEMNSESYRAEEEE (stringent) &
HTREERRE (1-3) , HaloTag® EH R 33kDa WEAER, EHADY. EVAXHTEABDIIRERNRERZX,
FHit, FEEEPUEFREEE, NEESHRCERE. KEAERDNATESMRS, BAEE: BINMAER (4) |
@E (5) . BE (6) . &Y (7) MPWER (8) .

{& M HaloTag® 3¢ Yt E B i 1T AR ALK BV IR 35

B AR LR TR BN EEFHMMESHERE: HaloTag® BANERUMRURSEENRRESHAE, o
S EAEHMERNEZNG. BT UIRARENSOCERARBEARREEENIEBEHERE iR, RILAP
I XARIC LR T BB ARG G, HRARNBERAFCESARSEENERENITNERESEANRENHET
fRic, ARUEEYE. REREMERE. RE, JEERARE "He” NEENERHRITIRG, RET—RIBEBE
AESAERERHNEENEQH#ITIRE, XMPETERR (pulse-chase) #RiCTI LI EEMNE A KGR 18 A S HA /
AR,

R, °
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Protein of Interest

e 7t Chloroalkane
Q"f g .+ (reactive linker)

Phe272 HaloTag® Protein

" S R Site of covalent interaction

(functional group)

HaloTag® Binding Pocket

10450TA

1. HaloTag® MAEH, BRTS TEV AN ILAIMEZENRS HaloTag® BERMBEEANESOR.

RCIEAR, ABBXIEMAREEEMBR®TREHN  REEBTRRESESH: FTE HaloTag® STAEEITHTFIE
MRS ARG, RBETERBNFTXR, TTUA—MERSR (1/NRA) RESTHIRCEFARTRES RS
TEEIRIE, BT HaloTag® MEEHMEEZBHNBHREEURENASNREMIIRE, B3 BiREREH
RUF T REFTNEEMBBOHITRE, BTREML, EolfERA SDS-PAGE MISEAMYER S FIRICHI ML,

RJ|BH—HEERGRE, DTATFSREARS: TR RUTNRERNRAMBAERESNINEE. KA THBEK
%o, HENREEERTULEURABENEEH, ESHLESMHE—E pull down TRUARFHNEBHEEE
F. HaloTag® Purification and Pull-Down Z % {# 8 HaloLink™ #if5 2 t HaloTag® ¢ ¢ BELE, ALt S RUHFEAE UL
HaloTag® & EHAHEEY.

RS °
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2. FRASHEERE
2A RARE
MREBEN “RE" BEE (RTABARIRC)

) HAg BRS
15pl G8252
HaloTag® TMR Ligand
30ul G8251
15ul G2802
HaloTag® Oregon Green® Ligand
30ul G2801
15pl G8273
HaloTag® diAcFAM Ligand
30“' G8272 H\/\O/\/O\/\/\/\Cl
15pl G8582
HaloTag® Coumarin Ligand /@\)\KYNwO’\’OWC‘
HN 070
30ul G8581
EmiEEN “HRE” BE (BTHERERERC)
P Mg BRS &1
¢ @Q
15pl G1002 N o T o,
® ® : 2 /\NH/
HaloTag™ Alexa Fluor™ 488 Ligand co, -
30“' G1001 O N~ O~~~ Cl
H
15ul G8472
HaloTag® Alexa Fluor® 660 Ligand HERETERSZ
30pl G8471
T TSR e
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HREEN “RE" BBE (BATHARARC)

m g BRS &1
HaloTag® TMRDirect™ Ligand 30pl G2991
HaloTag® R110Direct™ Ligand 30l G3221

fE7FR M P17 HaloTag® BEEMINE 20°CR IR, BARUTHE., BEREFHMALEESL, BALETHS
EEXWTRNREYN, RMNBWEUERAEEFZE, SBEREHTHE. BXAMBPNER, HELTRIRE.,

MREBEN RE, Rk BEE (BTHERALRS)

i ] BRS &1

5ug GA1110

Janelia Fluor® 549 HaloTag® Ligand“™®

3x54g GA1111 Y

NN OO~
H

5ug GA1120 S
] C

Janelia Fluor® 646 HaloTag® Ligand“™®

3x5pg GA1121 [y

%

(o) NSO O
H

fE7FRME: ¥ Janelia Fluor® HaloTag® B 7E —30°CE —10°C, BENXZRMTiEEF, BREREFMAMEZETK, EA
WET S REZIN - RNEEY,

& Janelia Fluor® 549 HaloTag® B2 &40 Janelia Fluor® 646 HaloTag® BoiEl R4t 8 k&, RoJ4E#FF DMSO o,

RS °
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Promega (Beijing) Biotech Co., Ltd  E8i&: 010-58256268 WIHE: www.promega.com FARZIFMRFE: chinatechserv@promega.com

CTM260
2022 %1%



2. FRASHMEERE (&)

O

Promega

A. B.
1.4 x 10°
1.2 x 10°4
§ 1.0 x 10°
= g
@ 0.8x10°1 8
3 8
&8 0.6 x10°7 —g
S [T
= K]
Y 0.4 % 10° N
<
E
0.2 x 10°4 2
0 = — 0 T o T
300 400 500 600 700 800 500 600 700
Wavelength (nm) Wavelength (nm)
BRABERRK RARSRK HaloTag® & RABKRKK RARHFRK
RE (EEt%) (%) aloTag” & (%)
HaloTag® Coumarin 362nm 450nm Janelia Fluor® 549 549nm 571nm
HaloTag® Alexa Fluor® 488 499nm 518nm Janelia Fluor® 646 646nm 664nm
HaloTag® Oregon Green® 492nm 520nm
HaloTag® diAcFAM 492nm 521nm
HaloTag® R110 Direct™ 498nm 528nm
HaloTag® TMR Direct™ 552nm 578nm
HaloTag® Alexa Fluor® 660 654nm 690nm

5530MD

2. HaloTag® e B MM A MA FNRIERERHK., A. ZFHFIH HaloTag® diAcFAM 1 Oregon Green® BRE KK 27

Z ZEEUKBRIEFFERRS, Alexa Fluor® 488 &[] Oregon Green® FREHIMILHEE, FEMEEEE,

% pH < 4.0 BY,

HaloTag® Alexa Fluor® 660 EREHIR K SHMES SRR, MAELE pH ETEHIRLEEHEKETK, B. £ Janelia

Fluor® HaloTag® BEE A M A SHE, HIT—KHERHES.

ERER (LR ) EMRAFERAT b ERHREXIE=IRRE 36 SIHREKEZ il B E 907-909
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2.B. I EHIBIR R A&
HaloTag® Ligand Building Blocks
= A BRS =51

o TR«
HaloTag" Succinimidyl Ester (02) Ligand 5mg P1691 ) N ‘ N g P

i)
o

® P . H

HaloTag" Succinimidyl Ester (O4) Ligand 5mg P6751 %MN\/\O/\/O\/\O/\/O\/\/\/\C
(e}

HaloTag® Amine (04) Ligand 5mg P6741 TG NAANAGNAANANAN,
HaloTag® lodoacetamide (02) Ligand 5mg P1681 -y H\AO/\, Ol

BERMG: BERYG: BBERSH P1691 M P6751 N miEFET —70°CEH LA THEMREDR, ¥ERSH P6741 89/~
mFRT -20°CH AT, HETFEHI[PEEMHET. KBRS H P1681 9 RE T —20°Ca LA T B R E P fEE

HaloTag® #iff
P Mg RE BRS
Anti-HaloTag® pAb® 200ug 1mg/ml G9281

(a)

Anti-HaloTag® Monoclonal Antibody® (for Westerns) 200pug 1mg/ml G9211

EE: £10% “BEFER” P24 T HaloTag® Purification and Pull-Down 24 RiXN (BEEYERRE) N=EFE,

RS °
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3. §I%% HaloTag® B EH
3.A. \Zi3FARIEA HaloTag® ORF SSEFIA

Promega A 8)5 Kazusa DNA TR FF&1E, AEFRMHEZRIAKIEY HaloTag® ORF g, ¥— M ERNEHERBKX
REIFAPHIEBTRIEEA=NE, MEERITIREZAELEERENEAKE, ABREFRENE, Promega
N85 Kazusa BEEF T HMEFHEZI LR EWIFH ORF Sk, XLEEES HaloTag® EEAHH TnT® T7 TH
RXFEAES, FERHINXERAREITTHA, b, FA Flexi® BERS RS X LRI ORF REKEE
Hih#Hikd,

MBEEKMEREE HaloTag® AP HEZRIENEH, &AM www.promega.com/FindMyGene

3.B. B78l# HaloTag®” I8 EH
EHREESREMAK

pHTN HaloTag® CMV-neo #{& (B&®S G7721, AT N i# HaloTag® 14&) # pHTC HaloTag® CMV-neo &k (BR

B G771, BT Ci% HaloTag® B4&) 3 Flexi HaloTag® #i1A, MEEERRANSREUAK, EATERALDNYA

FthRIELL CMV B FIREN. BE N s C BiRESH HaloTag® AEH, b, XEHAESHEE (G418) %iFE,

MNAT S RERERBEIRAMEEANREARER, ATEESREBURK, FILAF o HaloTag® BB ML
(linker) FIEBE(EAFTIERATD,

Flexi® S5 %

Flexi® ARG R— AT EOREEARBFIINA %R, WA ZETHREREIERTIEE Sofl 7 Pmel, STIRE. 5%
EMAXEBEARBR, MEFTEHUF. G Flex® HRINEHEIM barnase (BIENFHRTEEZRE) B
A, ZERTHKEH DNA FREK, ARINEEBARRIRE T ML, RITZNEREZE N iHZA (520 pFN28A
HaloTag® CMV-neo Flexi® £k, BRS G8441) , MBFE, FEBEBEE C HEHMA (H pFC27K HaloTag® CMV-
neo Flexi® 1k, BRS G8431) ,

R, °
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4. BIALHYEMAMATIC. HMEE. ICC., SDS-PAGE, HXMEMASHE

4.A. RIEFRIC (15-60 535H)

It 75 223% B Ff# A HaloTag® TMR. diAcFAM, OregonGreen®. Coumarin. AlexaFluor® 488 =} AlexaFluor® 660 2 &
X 5E 4 M TARIC

RERMEHIRNE 3 FE 4 FiR.

AP &R
(BXBRARER, E20% 9.B. %)
KB FKIX HaloTag® RIAEHKAMMNEZEER A (chambered cover glass)
ERTEMAARNTEEERE (37°0)
TERLIEFHRE, 37°C (TiE)
1X PBS (pH7.5, BTk, @lik)
BBEERNAAM / FERNERERMESRET (wide-field) RAEBHE (FSRNE 9.A THE 2)
37°C, CO, HifiEF4E
1. FEEVEIAGREAET, SEMRTUREAESIE HaloTag® BERBIR (1: 200) , ABEHN 5X TIHEMEER.
2. fEF 5X HaloTag® BB L& RER 1/5 ARANABERE, HRREES, MircHAm.

I H BT 4I5 RN RLTCRENERE (5uM TMR, 3.5uM Alexa Fluor® 660, 1uM diAcFAM, Oregon Green®
5} Alexa Fluor® 488 LA 10uM EEX) .

3. FE37°C, CO, MMIEFREDHE 15 NP,

4. NTHRZSENER, BEAFHMR (RESZ) NHHFRREAE (S 1XPBS [pH7.5]) BRERSEENEARE,
EEUSBAR, REEAFENTESEAERE, SHETZRMRNER, RRREHTIRES,

NFEMITSEMRE (& AexaFluor® WEEE) , FASMR (REL) NHEMBEFESRSRENEFER,
REREHTIR T, HTXERELTHRBSENE, BLULTETRFREENER.

5. BR2BEAEDPNMMEET 37°C, CO, MPEABEPME 30 78, LURFRRESHEER,
6. EAFARNFIFNREEARBRI—SRINT2ERE. FREHLEAREITRENRER,
7. EBRERNMEL, HHERER.

RS °
ERER (LR ) EMRAFERAT b ERHRBXIL=IRRE 36 SHEREZ 0 B E907-909  BURSZIFERIE: 4008108133
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4.A. HREFRIE (15-60 £§h; 48)

Live Live Control Fixed

= HaloTag® TMR Ligand

™ HaloTag®diAcFAM Ligand

HaloTag® Coumarin Ligand

HaloTag® Oregon Green® Ligand

3. %Al HaloTag® R EARICIEMM , ASBEE. N5 4 AT PR, £/ HaloTag® TMR(A) . HaloTag® diAcFAM(B) .
HaloTag® Coumarin (C) & HaloTag® Oregon Green® E2& (D) #RiCH HaloTag® 2R (5= NMNZEM FFIR
&) RBERRMN HEK293 AEFKREREIH HEK293 MR, SEFIRHRERTABNARMCEMINRFHEMZ, Kk
SpE (EDERESEARIE) RKETRFIZ, XTF HaloTag® TMR. diAcFAM 1 Oregon Green® BCEARIZHIAME, F
F7 Olympus FV500 #R&EEHE (RBERERNXAA) WEEKR. T HaloTag® EEREE, E/AT DAPIEXE
#1 CCD #8#1l (Hammamatsu Orca) SEHERBHANER G, SENE—TRARALES, KEB—ITE2ERNE
SENNMATFEE (DIC) ,

R, °
10 EigER (bR ) EVHAERAT it EEHRMXIC=IREREE 36 SRR S D0 B B 907-909  #HAIFEIF: 4008108133
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4. WX HE HaloTag° A E A # T EFHAMIFIC. A B E 7R 7 5 E %X HaloTag®ECS (Extra Cellular
Surface; H{5S FFIH pl-integrin RN ERKXAM ) MAEAN HEK293 MMEHNE1E, EEZ2EI A HaloTag®
Alexa Fluor® 488 B EARIC A S B HTHEMS. CH D E/R7T %X HaloTag®™-EDG1 (GPCR ¥/k) B&ZEHK
U20S M ES, tEEZEIA Alexa Fluor® 660 BREMRCAMATBHITREME., FIENRCEBIYRREE 4.A
TEAMT, HREERERNE (AFC) XEETHAREE, X DIC/KNXEME (B D) thEWTIL, BER
=7t Olympus FV500 £ RE R {F RIS L HR A AR,

RS °
EBE|E (bR ) EMBEARGRAT bk EERHREXIE=IRAREE 36 SHIRRS 0 B E 907-909  HAZIFHIE: 4008108133
Promega (Beijing) Biotech Co., Ltd  E8i&: 010-58256268 WIHE: www.promega.com FARZIFMRFE: chinatechserv@promega.com
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4.B. &% (No-Wash) #ri2 (G3®&)

WA RERFHEESAWSEMN HaloTag® TMRDirect™ 5 R110Direct™ B EL#TEMBIRIE. WA RTHAFHricl
BEyIEMGEE ARG, ARICEY, MHEERART] AEIRRSHEIZRE., KEHSIEWE 5 Fix.

EE: RAAEIE HaloTag® TMR B2E (BRS G8251. G8252) ATIAR.

mRPRANTR

(BXBRRARER, BBREIB. 1)

« XX HaloTag® BIASHNMANE (SFMMRHRAM)

«  BE=ZIEH (chambered cover glass) s E ML FIRE

« ERTEFARRNT2EFRE (37°0)

© EBIERE (&) , 37°C

« EEEERLAEMN/ ABARNHEREEMENET (wide-field) RARME (BSALE 9.A HHME 2)
.« 37°C, CO, fmftEssE

1. FEEDEMAMREHT, SERTRIEAFES)E HaloTag® TMRDirect™ &f R110Direct™ BEERER (1: 200) , &
RN 5X THERE R,

2. MHEEMR: R 5X HaloTag® EE TEM&RER 1/5 ARV EEFEHERERES.
MPER: X EETEESRMAABERSRD, FZRELEREN 1X,
HB 2 FISAERA 100nM (RINHRLIRTRE) 8 HaloTag® TMRDirect™ 2§ R110Direct™ FE&,
3. RBHEMER (WBERKE) , HE37C, CO, HREFRETHEIR.
4. FERASHR (RES) NHBTEEAERRERARENEAE, IEEHAR (BTLREARN; BEBLE4ET) .
5. HBERKIREL, FHERER,

7530TA

B S5 @EEARRCTTERSNERILIESME. W5 4B R, A HaloTag® R110Direct™ B & Fi8 E &K
HaloTag® &H (E5=MEMNZEMFFIFLES ) B9 U20S A#H1THRIC. HaloTag® tRiCERE RS NSIR LA Bt
RSB TFrE AR MEIEZ. A £/R7 B R110Direct™ EEFRCHMBEI N EIR; B AXNEEF DIC BEUEHEMN.
E&7E Olympus FV500 £ RE&E SHE LEREL BRI R EER.

R, °
12 E&ER (IbR) EPHAERAT it EEHRMXIC=IREREE 36 SRR S D0 B B 907-909  #HAZIFEIF: 4008108133
Promega (Beijing) Biotech Co., Ltd  EBi&: 010-58256268 WIHE: www.promega.com AT chinatechserv@promega.com
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4.C. A Janelia Fluor® HaloTag® BE &L {THRIE, @%EARIE (15 PEHEIR)

5 25EAFH Janelia Fluor® 549 HaloTag® B2& 5§ Janelia Fluor® 646 HaloTag® Be & T E MRS, XEREDHK
ERATHETFREAREREMNENRESTEERRA (10) , KEXEEIEWE 6 k.

=R REOE
(BXBRERER, B2R%E 9B. 1)
+  XBXRIK HaloTag® A ERNARNBERZRK A
« ERTEFAARNTREFRE (37°0)
«  EERAEFRE, 37°C (T]ik)

« DMSO
« EBAEERCAEN/ PEERNAREEMBERNET (wide-field) RAEEME (FESNE 9.A THE 2)

«  37°C, CO, HpiEssE

1. ¥4 Janelia Fluor® 549 HaloTag® B2E E & F 37.8ul DMSO th, F4% Janelia Fluor® 646 HaloTag® BeE &S F 35.50
DMSO o, LtSBaHI15 200uM E&ER GRS ERER) . FENER DMSO #17E%, XREALEE
SRMXERENREN,

2. EEVEBIMAMMEE, SERATREAESIE HaloTag® BBEEBER (1: 200, BLRERN 1uM) , KARA 5X T
ERE&E.

3. {#H 5X HaloTag® B THEME & R 1/5 ARNMEEAREHFREERES, URCHR, 2t BuSIRINNS
ZFRICRE (200nM) ,

4. 71£37°C, CO, MEAFADHE 15 Nl EKEE,

5. EAFARNFIFEEARBRT2ERE, Ik FRSHARNTHELTHAEAEERTEERE, £H
TR AE U LEMRER.

6. BBEEMREL, HHRERK.

ERER (LR ) EMRAFERAT b ERHRBXIL=IRRE 36 SHEREZ 0 B E907-909  BURSZIFERIE: 4008108133
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A. Live  Live Control B. Live  Live Control

6. X FiX#% W HaloTag® B H A U20S 4 H# 1T iE MMARIC. $§FEA U20S A XIX HaloTag® (R BZENF
Fl) B9 U20S MpNLEE EIRIBRAREHIF A £, F A 200nM Janelia Fluor® 549 HaloTag® B2 5 Janelia Fluor® 646
HaloTag® BEEARIC 15 P, RBEEUTRAETHEHTRE: T Janelia Fluor® 549 HaloTag® Be &, F 561nm K189
WA (A) , TxdF Janelia Fluor® 646 HaloTag® B, A 637nm BiKHIELEA (B) . FE%IA HaloTag® M4 S,
PSSR FAEZ. FRER (BPEARXNR) RERERE. SENE—TRAREES. BITERHUZ
FER— ARG WENSESHEGR, BRARKRSZEM, AT NIS Elements FR4F] 40X plan fluor jfi2
#)$5H Nikon Eclipse Ti £ R & EMEHTEIERE.

ERER (LR EMRAFERAT b ERHRBXIL=IRRE 36 SHREKREZ 0 B E 907-909  EURSZIFEIE: 4008108133
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4.D. fkiiBER (Pulse-Chase) #Rig

5 REE AKX HaloTag® BEE A NMMBTHOPEERINCIREHES, NEEENREHARYEHER, KARSE
B FEF{EMT HaloTag® BEE X EMIEHTIRG . REMBIBNE 7 FiR.

= AP RENTH

(BXBARAMER, FENE9B. 1)

«  EBHEX HaloTag® AEANABNBEEERE A

- ERTERRARNTRIERE (37°0)

«  EEAEFE, 37°C (i)

« 1XPBS (pH7.5, BFiki%, oliE)

- WRAEERCAEAN/ PR RBREEMRERRT (wide-field) RAEBHME (BFSALE 9.A THHE 2)
.« 37°C, CO,‘HftEF5E

1. FEEVEMAMMERT, SEAMREFREGNSEPRCEERER (1: 200) . RB&KA X TEEER.

2. A 5X HaloTag® BEE TEMAERER 1/5 ARNIEEAEIES, MIRCHERE. BFBIUFHISRINNRELIRE
RERNERE (5uM TMR, 3.5uM Alexa Fluor® 660, 1uM diAcFAM, Oregon Green® 5 Alexa Fluor® 488, 10uM
FEZ=. 100nMTMRDirect™ & R110Direct™ A% 200nM Janelia Fluor® 549 & Janelia Fluor®646 HaloTag®) .

HE: URRAZHEELAEY, MA HaloTag® EAMNTEXRE, WNERAREEARSELHNER (Alexa
Fluor®488 g Alexa Fluor® 660 Bt ) SEXt=E (FREE) #ITHRIC,

3. EFEARERCER (TMR, Oregon Green®, diAcFAM. Coumarin A% Alexa Fluor® B2 ) , 57 37°C, CO,
MEBEFEPIHEE 156 D8,

EFERAREMRCEE (TMRDirect™ 1 R110Direct™ ) , 5% 37°C, CO, AMEAE NS IR,

EHEANE, BEFRCEE (Janelia Fluor® 549 HaloTag® B2 Janelia Fluor® 646 HaloTag® F2&t) , i57E 37°C,
CO, HBtEFREP/E 15 N,

4. WMREDARC/EHILENEITIEERIRIC, WAMEN#ITHSE S,

MEARBRIAAMHTERIRC, WNBEASERFHMBEAEERSEENERE, RETERRCHSHE
ENEM / HEHITER 5 TAABIREBESRETAEEMF IR,

5. FERMPRBMAZERERT, SERAFREAESNSEREERER (1: 1000) , HEFARW X EFFCEERERE
BRI NAREARE,

RS °
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4.D. BkiPiEER (Pulse-Chase) #Ric (4%)

6. EHFEAMRERICEE (TMR, Oregon Green®, diAcFAM, Coumarin LK AlexaFluor® B2&) , &% 37°C, CO,
MEIEFEDIFE 15 98,

EERAREMRICEE (TMRDirect™ #1 R110Direct™ fe&t) |, 157 37°C, CO, MiEAETHBE IR,

EFERAME, ®iktrichEE (Janelia Fluor® 549 HaloTag® BL&#] Janelia Fluor® 646 HaloTag® Btk ) , 157 37°C,
CO, AfEFATIES 15 N,

7. EEAESARSEMHNEEIRCER (TMR, Oregon Green®, diAcFAM 1 Coumarin B2&) , M Mz{ed A &4
(HEZ) FMUEFURERE (Z 1XPBS [pH7.5]) BEEHRARENEARE, SERS BRI, REERMER
SEFEER, HUEEEZR, REHITSES,

N FIEMISBEMERE (Alexa Flour® 488 3 660 FEE) , FASMHR (RES) MEMEEFESRAREN
BARERR, REBHITSE 10,

X FRERICEE (TMRDirect™ and R110Direct™) , #EAFAHR (FEL) NHBHERIEAEERERARA
BERE, REREHTIR 10,

XFRIE, @%IRICEE (JaneliaFluor® 549 ] Janelia Fluor® 646 HaloTag® Boit) , ER%HR (HES) 00
HIRERERRERARENERE, BTSSR 10,

8. RLEAREDNMEET 37°C, CO, MMEBAFDMNE 30 0, LUERRESHEER.
9. FEAFHRMETBEAEERUEEARE (ERAFSBHANERETREIKENGER) .
10. BBEEEMEL, HERERK.

R, °
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10518TA

7. RAR%RICIAM RIXMMBA HaloTag® T HMMAM#ETHPERIFICTEENREH AR, 5£&EMH HaloTag®
TMRDirect™ #¢ £ 47 12 B% 8% % 3X HaloTag® & H # U20S 48 j 20 /NBY, #A /5 & A HaloTag® R110Direct™ &2 & #R
iE 20 /N\BY, REEEHERESMEHRTMAR., HaloTag® BEAZ B/, EABREMABRZPIITHEMEER, TJUEE
TMRDirect™ & HARE T A FIXFT AR FIEARITIE 20 /NS AAFERNERM (A) , MARFENRE 20 /NEHAH
Fri Al B B it4% R110Direct™ 32E4RIE (B) . C AWNRLIBIEM DIC MEME., D AW NSOLBEENSME. L
IR 7 20pm,

RS °
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AE. {FiCiEEEHAR

7 REEAMEEERX HaloTag® BIEE RN 4HER., BT EABRKCERPEEM HaloTag® EAZEF MK
MEHLNE, FERNNREMRY, AEREXRPRITERITERGEE. SHMERAK, MASERFFR
RESHBEERRK. RMNBNERSREE (PFA) FABRERN, BACTEAEBANELNEQRREK, FEFGHALD
MM ERRERKEIMNTFL.

aIfEREISH (B Triton® X-100) MNEZHMAMBTELLE, RAEBEERF THERMAMAFNA, WFRRMYE
RLUBHFRE, MNEXNEMERIETEMLIE, TRRFEEMBEMESH, ARMELIENE 3. 8 7 9 Fir.

FHPRHOTH
(BXAREARER, BHERE9B. 1)
FrERRHYNETER (BEIRERKRI) .
4% ZEEE /0.2M EXE / 1X PBS (pH 7.5) , IIIHRE 37°C
1XPBS &4k (pH 7.5)
1X PBS + 0.1% Triton® X-100
BREEERAEMN / HEABNIHRERMNENET (wide-field) SHAEME (ESLE 9.A HHME 2)

1. MRFE, TIRFEFE 4AT (BRERIC) 3 4B T (RIFIFE) PRF R -3, H4.CH (BRE, £HERIC) PHTE 1-4
HE 4D T (BVPEBIERFIC) THESE 1-6, A HaloTag® B E T HIHITIRIC

2. FASAHRTUERN 4% SREE /0.2M EfE / 1X PBS (pH 7.5) S#igas, HEZEES 10 o4,
3. BRI 1X PBS + 0.1% Triton® X-100 B, HEZ=2MHE 10 2fb,

4. FERAFHRN 1XPBS BMAXSHNER, AREBEEMRELHBRER, T 4°CHEE, HINTE 4.F HER
R REEULFRES R,

R, °
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AF. ERAREMEAKLSE (ICC) A HaloTag® #1TE MMM

AEREENEREME PN HaloTag® A S E A B NRAHITH ICC BIEREMIER., WARDHRANESER
1R 253 HaloTag® EAMANRESRETE (9) . WRAEERER G EMMEELELEN, HEERRAMRLEN
Western blot LI th B REAEB IS REENSIHERERN HaloTag® IEEH. Itsh, A HaloTag® BiEE
BHARE2AMMRIRT HaloTag® R E K., BT XEIFCASER TR, BT AR EERM Anti-HaloTag® pAb (5
BRBRERAIFSNARALES) 3 HaloTag® A EHHETERRIC. KFMEUIRNE 8 7 9 Fix.

TR REOE
(BXBRAMER, BERFE 9.B. 1)

FEBARIINET=IR,
RIBE 4.E B PR S BEEMAE
i 53R FBE IR ZH (Ab)
PBS +2%[Mi& (kESZHMBREMEE) +0.01% Triton® X-100
PBS + 1% (KBS —HERNEE)
PBS + 0.1% &AM (olik, BAFFME)
RAEEERNEAEAN / HFERNORREEMREHRT (wide-field) RABHME (BFSAE 9.A THHE 2)

1. FEASAIR2%ME (RESZHARMIBE) +0.01% Triton® X-100 i 1X PBS, HETF=ETHE 1 /M6,

2. EAPBS+1%MiE (RESZHARNEE) Hi% 1:500 BWHERLLHE Anti-HaloTag® pAb BB ERLIRICRE
2ug/mi,

ERNARRERBEBR, AETEERTHE 1/0\H,

EZRFHT, EAPBS+1%MME (RESZHAERNEE) BRARRK, 8% 10 58,
RIFEFHNEN, €A PBS+1%MiE CRESZHMHEBNEE) BR .
AZHBaRBRERRHETERTHE 30 /Y,

EZRFHT, EAPBS+1%ME (RESZHARNEE) HRAKRRR, 8% 10 58,
8. H 1X PBS L& RK.

9. EBEEMRL, HHRKER. BEEMEET 1XPBS 5 PBS + 0.1%&RMAMH (4°C) .

o o A~ »w

N
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AF. (ERSKEMEBKE (ICC) HAM HaloTag® #iTEMIEM (42)

A. B.

4883TA

8. fEF TMR B & B 4R #1463# 17 £ E HaloTag® #7i8. M%E 4AFHFIAR, £ HaloTag® TMR B E4RIC A p65-
HaloTag® BAEH (3) FEFHA (p65 AARRESER) BITERN HeLa MM, AFUE 4.E FIMARNAIEHTEE,
FHRIBE 4.F HER, SERNEH B MEEH mAb #TRE, ASEEH Alexa Fluor® 488 BELHILLFEHI/NE 19G

(Molecular Probes) #1T#e&, EMEAEDITMEST TMR KHES (A) , T Alexa Fluor® 488 KHEE B RINEA
fafE (B) . CAMANIINEES DIC BRMEME, M D XABPRKABEENSME. EMRE Olympus FV500
REEME LEREFNIREFANESEXER.

ERER (ILR) EMRAFRAT ik EREHREKIE=IRRE 36 SRR S0 B E907-9009  KARSZHRFEIE: 4008108133
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7528TA

9. 95 A HaloTag® fig & #] Anti-HaloTag® pAb 3} 8 4 HaloTag® & ZEH# T4RIC. WE 4A TR, EH
HaloTag® TMR B E4RICH p65-HaloTag® A& 1Aia Bk HEK293 M (4MpEEs R0, p65 T EEFETHEED) |
RERE AE PR HTEE, HUE 4.F HEIRER Anti-HaloTag® pAb #1TREMBKFRN, FFAZH A Alexa
Fluor® 488 {BELENHER 1gG (Jackson ImmunoResearch) ., 54551 HaloTag® TMR BEMRIZHEXHNIEIEN (A) 3
TEEFEIE 545 2 Anti-HaloTag® pAb #RIZHEXHZ BN (B) , EBATRMIRCEIRASH, AHXKER (C) T
#iA HaloTag® & E A NPT S U (EEEARE) . BEBREXE Olympus FV500 £RESHE LEREEN
TR R A LLE SR R,
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4.G. &3 SDS-PAGE ##fE & HaloTag® RiAEH

TRARSEENET SDS-PAGE 4 HaloTag® N AiF =124 S ., MF HaloTag® FH#] HaloTag® Bo & 2 B 893L4 52 T]
=i, FEREPHKEERERTE, BIATE SDS-PAGE REE AR N EEN RS EHIHT
Tz (B0, ARERRIN) .

JEEER TS IR B B T Western blot 547 ({EFRRZLREN 1ug/ ml B Anti-HaloTag® mAb; BREHN 1: 1000; B
XBRESBHNAEKER, BERLESTH) .

EE: BAFE HaloTag® BEE BB I EINAE, BERAIEIE HaloTag® TMR. TMRDirect™ 5§ R110Direct™ Eg & F3
FAREARRENSEHEEE SDS-PAGE %3¢, T4 HaloTag® ZHEAMEENMMEINELEH, BIVNFE
& AlexaFluor® BYECE P E—fP, REMEIRWE 10 FirR.

ERFRANMR
(BXBRAKGER, E2N% 9B. %)

%X HaloTag® Bi&E MMM
1XPBS (pH7.5)
1X SDS #Hm&E iR
MNFSRELKE (95°C)
SDS-PAGE Fr& iR &R BIKE TR
P At

1. BERATRARPN—FMRINCHE: F4ATHE 4B HFNSE 1-3 (REFREINE) ; F4CHPHNSE 14
(R, RFARC) ; HE 4D T BRPEIRIRIC) PSR 1-6,

ER: WTERRREFCHRGCHARARENREED, ERHTIH 30 PHENERSR, XREANMER
FEEEHR/), AREEER FNEIBRERFCHREEARSES (SHEREMENE—E) .

2. F1XPBS (pH7.5) BSRENEARE, NBEER THIAR2EAEMERN—RBEERT.

3. A 1XSDS HBE MR (£ 100-150ul/cm® ARBEKEIR) Bl 1X PBS, NMEBMAAE,

4. WEMBRMBEY), HE 95°CHES 5 nH,

5. EERNENA D EHL 10u (5-10ug BFEH) #41T SDS-PAGE Xk, sHFRMETT —20°CLAMEEEER,
6. {EMASSLRMNITRK,

AR RMAIBURSESEMENERRENSOMMR (RESHEEMN / IHREPRPIREREH) . NF
HRX LR RUSOCRN TN, RAFEHTHAFNEETEREZRMINGIBHER, SERNENENERE
BRI BN,

7. PAiEE, EFENER (RRAEE. 4T EEHRSEREFEDTRAEZEFKT) , NaEEHEBEHERT
#ERR _FLUHTT Western blot 947,

R,
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12 3 45 6 7 8 9 10 1112

— s e asm— ~33kDa

4781TA

10. SDS-PAGE #1452 R REMM P HaloTag® BERICHIE . SREARFRMF. XRERH CHO-K1 X RAM (i
i 1-6) EANE HaloTag® B3R dH1THR BT AL OB (3kiE 7-12) , 7E 37°CE4 T H 5uM HaloTag® TMR B2 & 4RI
AEHBIEE (0.5, 1. 2. 5. 155 30 74P) , FHIRE 4 HHRFTLIE, SDS-PAGE /7, fEH HitachiFMBIO® 3¢
AR R G X ERBOEIT T 2,

RS °
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4.H. RXAEARSH
RERMEIRNE 1 .

A PiRMME
(BXBAREAMRER, BERNE9IB. )
&3%i1X HaloTag® Bt &S HEAMA A XX HaloTag® B & E H BIBAME XS B A A9 A FLAR

EATEAARNTEERE (37°0)

NEEE4AR: 1X PBS (pH 7.5) FI& 3mM EDTA 9 1X PBS (JEESAR) HESAMAR (BEENTRESE 2)
EATRARENRAARMN (EBEEERCHAMBLRE) (F9.ABHNE2)

37°C, CO, fHptEF=

1. (ERAMEEEIRCRIA HaloTag® ERMMAIE (£ 4AT, RERE, £4BH, BRITCHFE4CTH, RE. &%
#RiE) o

BINRANXE:
a. {FEAFMEREMICAEIA HaloTag® EHHMEI, MITEREES.
b. MEERIFCERIA HaloTag® ERMMM, LUTMERENREAERRANNEESHRIEASIENESEL,

2. WFEMEEES HaloTag® RIAEARKNGEMA: EHASHIRN 1X PBS MM, AEET 1XPBS
(& 3mM EDTA) iEE, 7 S7°CRUTERAEMIESBRES 5-15 0 (REIRRTHRAARER) , AW
ERRSHREENE.,

NFEBEMIEAFRXN HaloTag® EERNMEME: FRAARERBNARFUESHERANANERLET,
3. W&, BAUR. WHGHER 37 CERES R, FERER 0.5 F 1x10° 4 / ml,
4. BIYRVALAT BTN

R, °
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1. }H4RICHY HaloTag® ERFREAMAINHTHRAAMMS . WE 4.B HFriR, A HaloTag® R110Direct™ EE
EREFIX HaloTag® BH (5= MENMNZEMFIIEE) B U20S AEHTIRE, FESMBEHNME (FRE 1%.
10% B 100%) SRIRICABIRIT. EHA T MoFlo® {X 883 HaloTag® BEH R EMMHTHRIMBEAN, BREREY
20,000 MAfE. R1 £F R1M104RCHAME, R2 KRLMEE (BBARIEIRIS) , RIABRIFMCHAR., S, K
LA EERN R110Direct™ WMNABENES MMETESME, FREBIMCHERS RIRCHEBAIN T,

ERER (LR ) EMRAFERAT b ERHREXILZIRRE 36 SIHREKEZ il B 907-909

Promega (Beijing) Biotech Co., Ltd

BiE: 010-58256268

WIHE: www.promega.com

BARZFFEIE: 4008108133
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5. {8 HaloTag® 85 EHA#TEELM (Western Blotting)

TRAREENEHENS (Western Blotting) £ 47t {# 8 Anti-HaloTag® B TeEHiE (BRS G9211) 24t @A .
NFrEEMEEFENSE, BIVER Anti-HaloTag® pAb (B &S G9281) , KEMHIBE 12 k.

APREE
FIX HaloTag® B & B BIBZLEN 4R
EEHNEIYIRBRE DR (5180, Mammalian Lysis Buffer, B&= G9381)
SDS-PAGE BRFMERIZITIRE
HER AT 4 RE S, PVDF JEFEH LB E S
TBST (& 0.1% Tween® i 1X TBS)
2 5% BSA By TBST

BAFEEMEMrNLESBENTV/NR 196 ZHnREMEMNGNEY (F120, Hi/hE 1gG (H + L) AP BB, B
5= S3721) F] Western Blue® Stabilized Substrate for Alkaline Phosphatase, B3RS S3841 )

2R e A
1. ERMERNEERBE P REMERIX HaloTag® S EHANHILNM A,
BIEBNXIE: AKX HaloTag® BIM (REZR) .
2. 7£ SDS-PAGE LEfTREY, HREEFBRMUNSZEERBEMRALERIEN PDVF R L,
3. BRINHERAARESN PVDF EE TS 5% BSA K TBST o, ZRHA 1 /NNH 4 CHAZE, RENEHMIRS.
4. FAE TBST thLA 1: 1,000 LLBIFFEH Anti-HaloTag® mAb SBRERHAE PR, HEZR TEMRS 1 /06,
5. F TBST ##—HaR. 2R TRR 3R, BIR 150 CERENEMES) .
6. FEREFBEEFRE (H110, NF AP BEAHUVNE 19G, A 1: 7,500 BRE) B9H/N\R IgG BB _#1 (£ TBST
) BRIEHRR, HEZERTEMIRS 30 58,
7. fEF TBST BB _HBKR. ZRTHEF 3R, BR 1508 (ERNNEMIKRS) .
8. EAEEMNEY (FIN, AP JEY) 8N HaloTag® EHEH .

R, °
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kDa M 1 2
220+

i — EZH2-HaloTag®
158_ " fusion protein

80+

60+
50+

10517TA

12. {§H Anti-HaloTag® 8 5[4k (mAb) 3 EZH2-HaloTag® (HT) Ri&SH (~120kDa) #4TENEEM , ENiE
FERER, XKE HEK293T 4R MEYH HaloTag® RIS EHMNEBRNAGHRUEHBRITE. WHFE5HHR, A
TETF AP N ZHRMEYETRERBS M, K8 2 ARERITE,

............................................................................................................................................................................................................................................................................... °
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6. WG ) Building Blocks 4 ¥ HaloTag® B2 &t

TR AR E NER HaloTag® Ligand Building Blocks 4% HaloTag® BeE 2 —MER ., £ S RNANRENEAR
BIENE 13 Fom.

6.A. REBERICHBEAAR (52 (6-ACEE) - Z8E |- ZIREK)
TEHAPREME

IR BT AR B IR S

W (ZZi. —SREZKRS)

DMF (—EEEEER)

HPLC St iR & & i AR A1 F

1. [AT DMF il 1 HENTEABTRERSERAPMA 1.5 E 3 HE (02) 5 (04) B, REMAR (Z28.
_BREZRSE) .

2. FEERTHEHERN 8-16 /N,
3. MRIEMBMANFEN, BUFEE HPLC SR emEHTHEL,

6.B. £ HaloTag® BB B i#TEH4RIC
mHPRAOME

AFERNENER

7K, 0.1M MES (pH 4.7-6.0) 3§ 0.1M B4ER$W (pH 7.3)

DMSO & DMF

EDC (1-Z& -3- (3- ZHEFERE) - REHERE)

Sephadex® G-25 (AT BB EANRERITIENE)
1. BEEHHNEBRL 10mg/ml B3REBSF K. 0.1IM MES (pH 4.7-6.0) = 0.1M BEESW (pH 7.3) o,
{&F 5mg/ml DMSO & DMF %l%& HaloTag® Amine (02 & 04) RLEESK.
El—1% HaloTag® BEEM&ER (BEREELHEHN101E) , HEEEZDR (5581 dMANER) PHE.
¥t HaloTag® BEEBEKERFNEZERBRD,; RELEARENA 5 mg/m HES,

5 BUETEH10EZE/RNEDC (1-Z2& -3- (3- _BESERE) w_TERHEE) LL0.1 E 0.5M KBRER
MAZEBRES, EFEE TR 2 /MY,

6. f{EF Sephadex® G-25 (BTFFMEEPIR) BT RRIT BN BANEENER.

A LD
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6.C. {1 HaloTag® 1R I Bt I f BE B B it T AR ARIC
ERAPRHMR

FFBE8I B BHuR

0.1M BEBRS. 0.15M S (pH 7.2) [pH 7.0 E 7.6 #9T]{EA |

DMSO & DMF

Sephadex® G-25 ( BT BBFUARERT IR E) SERT 0.1M BEER. 0.15M S4k$h. 10mM EDTA (pH 7.2)

BB 7%

1. BHARLL 1-5 mg/ml BBREDSTF 0.1M B5ERS9. 0.15M Skéh (pH 7.2) o,
2. f#H 5mg/ml DMSO = DMF 4I%& HaloTag® Succinimidyl Ester (02 or 04) Ligand (%£) #&&K.
3. EEEA 1mg/ml HFAEKRMA 10-40ul HaloTag® BEEEE R, HF=RRM 30 54,

AR 2 BERUERRRYE, UBREMTEEDRIC—IR, RSH—RIVFRICH REFRA 20 FEE,
BEREEENTRARERS, mChEREMES, i, SERCUESMITEASBISHE - RUZBNEEER,

4. {EFA Sephadex® G -25 i@ 3BT IR @I XS 0.1M BEEASK. 0.15M S4LH#. 10mM EDTA (pH 7.2) #1T&EM,
S BECHIR,

6.D. 45 Alexa Fluor® 488 HaloTag® ER B B BFREIH X
1. BE%M Life Technologies $£78 5mg Alexa Fluor® 488 NHS & (7.8x10° mol) ,
2. B—NNEBHHEHEMAZEEE/NET, REBERBHAE 0.5m DMF (#FFHFiE LUAERRSRKS) &,
3. FEHEHET, MASEIENEERE (2.3x10°mol) , AEBMA—E_BREZR (I8) .
AR BREEFEAMESRANE DMF S8R T, ZBRE -7T8°CRY TRENRELRE.
HERANESRF SE, VTR 1.5 £ 3 HEHNRE,
4. HH 12/, HEBASFE HPLC (C12 8 C18) (/K84 0.1% TFA, BHBAZE) T8N,

5. —BMERNRRE, A 1M KBEBRRMESY), FHEAHEE HPLC &iZ4 (Varian Microsorb 60-8 C18;
250 x 21.4 mm) , EAESHE 4 dHFE HPLC T8RRI L SYETak,

RS °
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7. R RAMAREBN PN EOREXTHER AR PREANELD

Fi HaloTag® TMRDirect™ B2 &3} HaloTag® B4 & H #1732 EARIC N SN E B R IXFM A 8 RBM 7 — M HE BER
5%, LT ARG ER T HaloTag® TMRDirect™ B (555, / 585:,) , IRE2E R HaloTag® Mammalian Protein
Detection and Purification Z% (BRES G6795) —i2i24t, INEEE, oJi2# it HaloTag® R110Direct™ E& (502,
1527¢,) BRIEE,

MEFEA X FEILJG HaloTag® FRIZME LS E, B2 HaloTag® Mammalian Protein Detection and Purification
Systems B9 88 TM348, Rk : www.promega.com/protocols

= AP RENTH
(BXRRAMER, BENE9B. 1)
+ & HaloTag® Bt&E A NERY
« DMSO G 1XPBS (pH7.5) , TJik
+  4X SDS HBmEWK
« INFRRELKE (70°C)
« SDS-PAGE Fr &g &M EXE DK
« SOEREN

1. 7£ DMSO 1§ HaloTag® TMRDirect™ EEEHfiE&&R (100uM) FREFME, IRk 50uM TER (B]F —20°C, BERAEF) ;
HEEA 1XPBS HIEMER, BERUMHE.

2. 4% 10pl & HaloTag® RIAEANEMYRNSENRE SIS (fraction) 5 19ul HaloTag® BB AME P RUAR 14l
50uM HaloTag® TMRDirect™ EEEA,

EER. BXRUTHES 15 08,

AN 10pl 4X SDS HRE MK (£ 9.B¥) , FHF 70°CTHMK 3 e,
¥ 10ul H@RINE SDS BREBLRRER L,

AN EREERH N R RERITES.

AR ARG USSR, BELLTIRIRIMENNEREE, ARTHMER, TTREBEELIETRRL]
RENEER R, SCRRARIEMNEREETIT,

o o A~ w

|=i

fmt
i
e
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8. IRC K ERBYILS T EORIAKFE
UTAREREN KRBT ERFED N EAENIRCIRAIER.

8.A. EXHHFE thEIX HaloTag® MIAEH
SHPRESNMR
(BXARAMER, B2NE9B. H)

O

Promega

+ %X HaloTag® & EHNEA N XBHFTE KRX B% ( Single Step (KRX) Competent Cells [ B RS L3002])

- BEENERNLB

- HER

+ L-BFE—KEY (BRS L5701 5 L5702)

© HEEKERME (25°CH 37°C)
R REREAFHRKHITE KRX BT EH,

1. B—1MEBEME 2mlI LB (BEENER) B, HE 7T CRGETIRIER.
R WTFSHER, EIEFEDMA 0.4% BERE,

2. RBI®IEFMIZ 1: 100 BEILAIHRE 2ml BaiESERET,

ERER (LR ) EMRAFERAT b ERHRBXIL=IRRE 36 SHEREZ 0 B E907-909  BURSZIFERIE: 4008108133
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8.B. IriC KA R R B S IR E A RIEKE
BEAR ESEEY 0.D. $HER EREE B FETiaE
&
B2HA: 0.15%FEFE + 0.2% R=HE Agoo =1-1.2 25°C 24 I\
BH: 0.05% 5% +0.05% R =8 Aggo = 0.6-0.8 25°C 16-18 /\B

= AP RENAR

50mM HEPES (pH 7.5)

10X Fast Break™ Cell Lysis Reagent (B®= V8571, V8572 & V8573)
RQ1 RNase-Free DNase (B®S M6101)

4X SDS HmE iR

—70°CEIR KA

o]7£ 14000 x g, 4°CRETHELONBEOM

INFARBL KIS (70°C)

SDS-PAGE FTHIREMBIXEF R

SN

1. B 1.5mIEZEFWEL, BEESEF 0.5ml 50mM HEPES (pH 7.5) &, £ —70°C T )&k 20 7,
2. ERETEUMLAN, AFMA 0.5ml 2B K (1X FastBreak™ Cell Lysis Reagent+ 2mg/ml 3 & E§ + 0.02 &
{i RQ1 RNase-Free DNase) %% 30 77 (HBBAREBTIER) .
3. RE0.5mIEHBMA TN, FHiE 1mIERMBYITE 4°C, 14,000xg FHTE L 30 D8P HIE oA MEREY
4. {EF HaloTag® S ELE IR ZRMIA al A MR B TIRC . SEEBBAR 50pM TR (MTHAR) . E8F
B 20 94,
A5 &R
ZURY) (Lysate) 20ul
BLE (Ligand) (50uM) 1ul
1X 50mM HEPES (pH 7.5) Aul
B 30pl
5. SO 10ul 4X SDS HF&E PR, F 70°CTIHES 2 28,
6. BY 10-20pl ¥ 5 F SDS-PAGE 247,
7. BHEBEEEABIGHTRN, AEER Coomassie® blue (ZDHTEE) HTRE,
AR RREERURES YR, BITTRIEMENNSEREE. #THEH, TREEEETEREZEAENE
ERHER, IRERENERESIT,
T TSR e
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8.C. fRic KT R R A TR S
RERMEIRNE 13 iR,

THAPRENME

FIX HaloTag® RIS EANAHHEERY ($58AT)
MEEKEARE (25°0)

oJ7E 2,000 x g RETEOME O

1X PBS

BEEERA

0.1%BARE

RAEEEREAAMBEENEREEME (FIATHE2)

O

Promega

7 LB thi% 1:10 (UL AR BRI RIEFARY, 750 HaloTag® TMRDirect™ B & s} HaloTag® TMR BEEERLIRE RN
1uM (3§ TMRDirect™ #47 1: 100 %8, =X TMR##4T 1: 5,000 HH) , AFE 25°CERHETARE 1 /0B (R
TRS) , NMTNAEFITIRC.

AERT, BEERBREDIUR 0.1%8KR (2000 B, 8ALHHKA) 1/M\0Y, SIEFRESEKA.
ATHRFRREENER, BRRTALSR a—e, EH 1XPBS %% 3 X,

a.
b.

C.

Q

o

=

EFHERARCHAPTE, BENMNEZERAPREBAR, REZEMABR., KENURER. 1:

™

™

F 2,000xg RETRIERAM 5 7555,

E2F 1ml 1XPBS i,

S 30 7 (RFES) .

F 2,000xg FRH TR 5 58,

%% 1XPBS,

HITRR, ESREEBARESRT 200ul 1XPBS b, REHEHITHES,

#47 SDS-PAGE 734, tJ#REREE 8.B TR S RINEMME . HBHERR LA ITIRICE,

it

M1 10 NBRBREHRTHIR. EAGRET, NEEFR 2 E 3/, MUEMARKE.

%

EARKEMEL, FHRERK.
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10516TA

13. %3 KB #F & o R iA 09 HaloTag® # T B MAARIZ. W% 8.C HAR, 1§k HaloTag® B & 5 F 6 K 5 4T 1
HaloTag® TMR BREARIC, REEALREEMEETRG., KERGEREBRN TMR FMEESHRENREES.
A BROESBEMRGE, B RROEIHL/DIC BME, EIKFE Olympus FV500 R & BHME LEREENBNA
AR, HHIRA 20um,
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9. —RRER. BiINHRERE
9.A. _ﬂﬁﬁl%\
EENMRGBERERER A
BE WERIBR A
HaloTag® Alexa Fluor® 660 % Janelia Fluor® = smeih 5 e e
646 HaloTag® B2 Cy®5 iR 4 (~640nm AR / 700nm &5HKK)
HaloTag® TMR. Janelia Fluor® 549 HaloTag® L s s 1 e
TMRDirect™ TRITC B A4 (555nm &R / 580nm KK K)
HaloTag® Alexa Fluor®488. Oregon Green® I _— EROOEEN e
R110Direct™ EE FITC I3t A4 (488nm A IKIK / 520nm RE5HKIK)
HaloTag® Coumarin & DAPI/AMCA JEH 4R (345nm UK RIS / 445nm KEHEE)

o EaISE

EHFNRCEMT, HaloTag® BEEFRENXINARER (BIFERRETF U20S, CHO, HEK293, HelLa., SW48
MAZEME) HWRERETENINSERTSZEER. b, %% 200nM Janelia Fluor® 549 ] Janelia Fluor®
646 HaloTag® B2E5 U20S 1 HEK293 SR ME /G, Eid CellTiter-Glo® Assay #&ill T XWMEENSH, £RX
W22 F B SEM L IR ENIE R, EEREEMERES U20S 1 CHO MM E 24 /NBY/E, CellTiter-Glo® Assay 16l
ZREREREVESMH (AL, Direct BEMINRERN 10X EFRE) . )

SR

AR BRI N 0I5 2 R F A EIRLL .

BER, HRESSTRAEZRMEX:

1. HaloTag® B A EHMNFRIXKE

2. MEEBANABER, AARESEENTERE—MENRIZINMARIRE
3. RAHAMEFEERMBEM

Elt, T2 NNEERRRENERNE#TRE. IREEAEINEIXEXRBHIEF MR, BRINBINERE
BELRERM / ERERITE, ARAERXHEEZ (ERESERAETAK) BoSEURE, 3E, FuBEIHASR
BEEEEMMFAFA 0.1-1.0% Triton® X-100 FHTHEALIE (F 4.EY) RFE—HRBRRBHRIEERMIK.
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diAcFAM EEE I F IR

diACFAM FrEBMX AR EHFEHEEEXRNAEMETNEREG—ERRY, ERE—EXAREHAEFTNAENN
MR (BN E A ERIIRE [fluorescence recovery after photobleaching, FRAP]) d, AR EMMNEEGTFH,

5 diAcFAM #8tt, HaloTag® Oregon Green® #1 R110Direct™ BEE ¥ B RHBEEESHNREY ., M FEEXALHT
EENFERAFZERENSHAENETARNRGNBREMNS, REYRIANIA,

EEMEEFEDER HaloTag® B &

P& HaloTag® R T HIEEMEEAREPHTHER., B2, BREWYFLENE HaloTag® diAcFAM #1 Oregon Green®
REMATAED, BAZZEEIFINEEE/KE, X2 EERSE HaloTag® diAcCFAM F1 Oregon Green® BZ
BEHUANREESARESEMNOCRENTEY, —BEHANAR, XERERSWEN, HESHEEMTEIARNE
E—#, SENRESRESED EMBALEH LN EFREXBIEN S XMNABPER.,

REEGAREEMHNEETEANNINFEXBEAMIHUIHANREEIENTABNKS, ERHEERANGFE—T
E£58, —M#%Ki%, HaloTag® diAcFAM 1 Oregon Green® BEEMHIH EXEEEFHMEE, MARRZXEEMI0EEHE
HEROBEBEEEEZER., EEREANEMEEFHERNKNMARTAEEDINFHIERIBERIAE. B, 2R
FERMBERSHOAMEFRNDRMEENNBEKRETE, ERMBENGFESEMBNNERNR/IME, HoJ4sHE
FMBERRESEENEESN, HMREAEES.

EHRERR

AEEMIBIB M Alexa Fluor® 488 Fl Alexa Fluor® 660 BEEIIAEE 30 MRS E, RAREESHNERERSHE
AR, EEPERSEERED, HaloTag® TMR &1 Coumarin BEERA S NEM S, B, Bl EHE 4.A
PE A6 FPNLR, MASKINEERL.

R, °
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9.B. ZiMRMBRAMN
4% ZREPE /0.2M

JEFE MX PBS (pH 7.5)
BRERARIN GRS,

LB ERE& (1X)

1% M BB E H R
0.5% S5
0.5% B R B

1X PBS £E13% (pH 7.5)

137mM S
2.68mM S
1.47mM KH,PO,
8.1mM Na,HPO,

BiE: 010-58256268

WIHE: www.promega.com

4X SDS ¥ mENR
0.24M Tris
2% SDS
50.4% Hil
0.4M DTT
3mM R IE

ERZHRBEE pH 7 6.8,

1X SDS H#MmE K

O

Promega

ERTIBKFHIR 10 4 L3S 4X SDS HRmE P RIHITHRE.

Tris &R (TBS)
20mM  Tris-HCI (pH 7.5)

150mM S4L A

EBE|E (bR ) EMBEARGRAT bk EERHREXIE=IRAREE 36 SHIRRS 0 B E 907-909  HAZIFHIE: 4008108133
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9.C. REMME
MELBINEBELREIIL, BREAEESER (IER) EMRABRADHZLMBEHET., KEXERR: www.

promega.com, EBFHBFE: chinatechserv@promega.com

i) 2 FREMSERZIY
BRRMEAE, MUBRRFHHERSRENTAFEN DNA,
ZRfEA HaloTag® EAMBNEHIRFEROMER, N CHpEERM

HTRAEER.

MEZBRFRERRRKHRIT WEFAHANDEE, TESNFDHTRETBEEITE (HIM TnT® T7 1
RBHRERTIERS, BRS L1170) , AE#EHTIRE. SDS-PAGE X SRR
TSN,

FEETHERREHAAEE, TRERBHFM/ HEMIBETH.

W7 PBS hRMBAN, NNEREAKE, RBIRED, KMNEOEOHIK,
FHT 4CTHITRRE.

AEHATARCHT, NS AR ERIE, ABREEBNEARINALEE.

RAABER, AEMRICARGERY, BERBARETREEREPUR
EHR CO, REM 37°CHRHET.

ARSI R, RIS E.

HaloTag® BEEL M 77 F —20°C (F¥%. W) MU T, ¥ HaloTag® e E A%
B/MR, R RERR,

{E RN HaloTag® BEEFH I BN EARCARSD; BiRr £ ZEER,
BERNEIAT,

BREFAREHAERTREG. BSRE A TNE 2,
FERCOMYRINRE (F1, HREEMBENENEINER, PMT EBRMXE) .
EMERNEF ERTRERE (FINMBEFRE) HITERR,
EEBANCEBAEPHTHERME.

FRICH R AR B R 2 I

FEMBRE (fl50, BEEOLIR, BEPMT Basi A REEMENE) .
IEINERETIE), A/ SRR ERERRER Triton® X-100 SfEAEM XS,
ERAEMEFNREERE, RA—L HaloTag® BRETTSHHEAMRELS.

QLEBAMEERER, DR ERMAMRMGMN TRE, /SR EREERRE (A,
BEE R RSP LA Direct™ BEEMRXTZEMARRERICT RPHEE
KBOLBER) .

4 &= ERATEEARERTRABENRIEC. RENKGLSR, BRUEKABRET
MR E R 37°C,TBC02 el

IEANEFP B E IR, DAEMRIEIEN RN
ERSRUSR. TEEARRREATHERR.

RIS ES B ERNAES

ERRPFESARRLES

BE P FESRRERLES

MPSE TS ERERARIZ A ERSERNNERER . 787 DNADIRERNEE,
R, °
38  LEEE (IR ) EMEAGRAT b EERHRBXIE=IRERE 36 SIIKRS D0 B EE907-909  HARSIHFHIE: 4008108133
Promega (Beijing) Biotech Co., Ltd  EBi&: 010-58256268 WIHE: www.promega.com AT chinatechserv@promega.com

CTM260
2022 #l1%



O

Promega
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Hith &% 3k
MFRIXTF HaloTag® HAMMGNESER, EihiE:
www.promega.com/resources/technologies/halotag
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10. X m
SRR
P A BRS &
Functional Reporter
T . S
HaloTag® Biotin Ligand 30pl G8282 HNM N Ao~ O
d NH 0 Reactive Linker
Functional Reporter Spacer
HaloTag® PEG-Biotin Ligand 30ul G8591 ) U S
g g H HNWN ° ° ° \/\é(H Reactive Linker
[¢]
HaloTag® Purification and Pull-Down &%t
P m g BRS
HaloTag® Mammalian Pull-Down and Labeling System 24 reactions G6500
HaloTag® Complete Pull-Down System 1 each G6509
HaloTag® Mammalian Pull-Down System 24 reactions G6504
HaloTag® Mammalian Protein Detection and Purification System 1 each G6795
HaloTag® Mammalian Protein Purification System 1 each G6790
HaloTag® Protein Purification System 1 each G6280
HaloTag® Protein Purification System Sample Pack 1 each G6270
HaloCHIP™ System 20 reactions G9410
HaloTag® Purification and Pull-Down iz
m HAg BRS
1.25ml G1912
2.5ml G1913
HaloLink™ Resin
10ml G1914
25ml G1915
HaloLink™ Magnetic Beads 40 reactions G931
LT T T T T T T T T T T P P PP PP PP PP PP PPN o
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A

| HA BRS
pHTN HaloTag® CMV-neo Vector 20ug G7721
pHTC HaloTag® CMV-neo Vector 20ug G771
Flexi® & &

| A% BRS
pFN28A HaloTag® CMV-neo Flexi® Vector 20ug G8441
pFC27K HaloTag® CMV-neo Flexi® Vector 20ug G8431

BADEHEEM Flexi® HARUH EEER, RT7E www.promega.com 3% % X 5217 “halotag flexi vectors” , & T
A HaloTag® Flexi® #4X, MTIKREUER T HaloTag® HAMWAAEXFM TENEXER, A www.promega.com/
resources/technologies/halotag/

"N ABEERE

AR IBRIEIRGEEAT (1B1ThR 3/22) SLATRE#ETT BEL:
1. XREFEm: BRSHP6TT1,

2. F10 MRS PRUEIE,

3. B r REAFEBPNFIER,

4. BT AR,

R, °
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®BY USE OF THIS PRODUCT, RESEARCHER AGREES TO BE BOUND BY THE TERMS OF THIS LIMITED USE STATEMENT. If the research
willing to

accept the conditions of this limited use statement, and the product is unused, Promega will accept return of the unused product and provide the
researcher with a full refund.

Researcher may use this product for research use only; no transfer or commercial use of this product is allowed. Commercial use means any and all
uses of this product by a party in exchange for consideration, including, but not limited to (1) use in further product manufacture; (2) use in provision of
services, information or data; and (3) resale of the product or its derivatives, whether or not such product or derivatives are resold for use in research.

With respect to any uses outside this label license, including any commercial, diagnostic, therapeutic or prophylactic uses, please contact Promega for

er is not

supply and licensing information. PROMEGA MAKES NO REPRESENTATIONS OR WARRANTIES OF ANY KIND, EITHER EXPRESSED OR IMPLIED,

INCLUDING

FOR MERCHANTABILITY OR FITNESS FOR A PARTICULAR PURPOSE WITH REGARDS TO THE PRODUCT. The terms of this label license
governed

under the laws of the State of Wisconsin, USA.

®y.S. Pat. Nos. 7,867,726, 8,168,405 and 8,257,939 and other patents and patents pending.

©)Licensed under U.S. Pat. Nos. 9,933,417, 10,018,624 and 10,161,932 from Howard Hughes Medical Institute.

“The fluorescent dye (the “Dye”) of this product (the “Product’) is provided under an agreement between Molecular Probes, Inc., and Promega
Corporation, and the manufacture, use, sale or import of this Product is subject to: (i) one or more of US Patents and pending US applications and
corresponding international equivalents owned by Molecular Probes, Inc. (a wholly owned subsidiary of Invitrogen Corporation); and (ii) one or more of
US Patents and pending US applications and corresponding international equivalents owned by Promega Corporation. The purchase of this Product
conveys to the buyer the non-transferable right to use the purchased amount of the Product in research conducted by the buyer (whether the buyer is
an academic or for-profit entity). The use of this Product for providing medical or diagnostic results or services, including without limitation testing,
analysis, or screening, or for providing clinical information or clinical analysis in return for compensation on a per-test basis, is expressly excluded. The
buyer cannot sell or otherwise transfer (a) this Product, (b) its components or (c) materials made using this Product or its components to a third party
or otherwise use this Product or its components or materials made using this Product or its components for Commercial Purposes. Commercial
Purposes means any activity by a party for consideration and may include but is not limited to: (1) use of the Product or its components in manufacturin
(2) use of the Product or its components to provide a service, information, or data; (3) use of the Product or its components for therapeutic,

diagnostic or prophylactic purposes; or (4) resale of the Product or its components, whether or not such Product or its components are resold for use in
research. For information on purchasing a license to the Dye for purposes other than as set forth above, contact Molecular Probes, Inc., Business
Development, 29851 Willow Creek Road, Eugene, OR 97402-9132. Tel: (541) 465-8300. Fax: (541) 335-0504. For information on purchasing a license
this Product for purposes other than as set forth above, contact Promega Corporation.

©BY USE OF THIS PRODUCT, RESEARCHER AGREES TO BE BOUND BY THE TERMS OF THIS LIMITED USE LABEL LICENSE. If research
willing to

accept the terms of this label license, and the product is unused, Promega will accept return of the unused product and provide researcher with a full

refund.

shall be

9;

to

er is not

Researcher may use this product for research use only and may modify or link Promega HaloTag® ligand building blocks to Promega or customer-supplied

moieties. No transfer or commercial use of this product is allowed. Commercial use means any and all uses of this product or derivatives by a party in
exchange for consideration, including, but not limited to (1) use in further product manufacture; (2) use in provision of services, information or data; and
(3) resale of the product or its derivatives, whether or not such product or derivatives are resold for use in research. With respect to any uses outside th

label license, including any commercial, diagnostic, therapeutic or prophylactic uses, please contact Promega for supply and licensing information.

is

PROMEGA MAKES NO REPRESENTATIONS OR WARRANTIES OF ANY KIND, EITHER EXPRESSED OR IMPLIED, INCLUDING FOR MERCHANTABILITY

OR

FITNESS FOR A PARTICULAR PURPOSE WITH REGARDS TO THE PRODUCT. The terms of this label license shall be governed under the laws of the State

of
Wisconsin, USA.
Patent Pending.

“Certain applications of this product may require licenses from others.
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™BY USE OF THIS PRODUCT, RESEARCHER AGREES TO BE BOUND BY THE TERMS OF THIS LIMITED USE STATEMENT. If the researcher is not

willing to

accept the conditions of this limited use statement, and the product is unused, Promega will accept return of the unused product and provide the
researcher with a full refund. Researchers may use this product for research use only, no commercial use is allowed. Researchers shall have no right to
modify or otherwise create variations of the nucleotide sequence of the HaloTag® gene. Researchers may however clone heterologous DNA sequences
at either or both ends of said HaloTag® gene so as to create fused gene sequences provided that the coding sequence of the resulting HaloTag® gene
has no more than four (4) deoxynucleotides missing at the affected terminus when compared to the intact HaloTag® gene sequence. In addition,
researchers must do one of the following in conjunction with use of the product: (1) use Promega HaloTag® ligands, which can be modified or linked to
Promega or customer-supplied moieties, or (2) contact Promega to obtain a license if Promega HaloTag® ligands are not to be used. Researchers may
transfer derivatives to others for research use provided that at the time of transfer a copy of this label license is given to the recipients and recipients
agree to be bound by the terms of this label license. With respect to any uses outside this label license, including any diagnostic, therapeutic or
prophylactic uses, please contact Promega for supply and licensing information. PROMEGA MAKES NO REPRESENTATIONS OR WARRANTIES OF ANY

KIND, EITHER EXPRESSED OR IMPLIED, INCLUDING FOR MERCHANTABILITY OR FITNESS FOR A PARTICULAR PURPOSE WITH REGARDS TO THE

PRODUCT.

The terms of this agreement shall be governed under the laws of the State of Wisconsin, USA.

© 2004-2022 Promega Corporation. All Rights Reserved.

Flexi and HaloTag are registered trademarks of Promega Corporation. HaloCHIP, R110Direct and TMRDirect are trademarks of Promega Corporation.
Alexa Fluor and Oregon Green are registered trademarks of Molecular Probes, Inc. Coomassie is a registered trademark of Imperical Chemical
Industries, Ltd. Cy and Sephadex are registered trademarks of GE Healthcare Biosciences. FMBIO is a registered trademark of Hitachi Software Engineering
Company, Ltd. Janelia Fluor is a registered trademark of Howard Hughes Medical Institute. MoFlo is a registered trademark of Dako Denmark A/S.
Triton is a registered trademark of Union Carbide Chemicals & Plastics Technology Corporation. Tween is a registered trademark of ICI Americas, Inc.
Products may be covered by pending or issued patents or may have certain limitations. Please visit our Web site for more information.

All prices and specifications are subject to change without prior notice.

Product claims are subject to change.Please contact Promega Technical Services or access the Promega online catalog for the most up-to-date

information on Promega products.
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