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Anti-DYKDDDDK Magnetic Beads

FEiak:

PR FE AR FEEIER AEHKE (V/V, 1/5)
HAK21011-250 ul Anti-DYKDDDDK Magnetic Beads 20% REEK B 250 ulL
HAK21011-1 mL Anti-DYKDDDDK Magnetic Beads 20% REEK B 1 mL
HAK21011-5 mL Anti-DYKDDDDK Magnetic Beads 20% LRk ETR 5 mL
HAK21011-25 mL Anti—-DYKDDDDK Magnetic Beads 20% LRk ETR 25 mL
FEmiR:

Anti-DYKDDDDK 4 #f¥k >R U5 T Anti-DYKDDDDK [A2-A4] AR B s fEdiik, 5 EAEN 30-150 1 m (35 AR BERERRILAN (R .
[A2-A4] PR BE IR Flag 2 ik/7 %1 (DYKDDDDK) FAIRE& 81 . [A2-A4] ATHRE S P bt 225 5 W 2L 3P0 R4 B B2 P e 1) PR 2 R
B N i Flag @& 8 H . C i Flag Bla A

Anti-DYKDDDDK 2 2k w] FI T FH X S Ut Ve AR P A DRI 3R Flag ARic MR G 8 o AT DA Rl R B S 300 Pk v 8011
B, LT EOBRE, DRI e . )0 R Pk s B 2 FUAR (0 2 AR

FE i ERE:
FEim i Anti-DYKDDDDK 4oy HEERARAEAE PBS, pHT7. 4 W IOBG &I, L 20%00 B e R it .

SiaRey: A 1ol ZEREER T 45520, 6mg Flag MG HEA, MWAE A C MG Flag #7585, 40 T84 T0KDa 1A
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E: AEFHBANRRR. BARERESHINHBREW .
WRR A HER. O, 96 FLIR.

RAFF A
Anti-DYKDDDDK G iR UG vk . AR 2-8°'C M ifife, FIARERAF 2 o TEZ)-20CIRAE, VOURTEZIOR AN T 10 b 453
SR ERGE R o

HERE TN 55T
AP R T RHEER U, MG Tl AR I2 W slifgT .

UK R A SRR HIAE pH6-8, NaCl B KC1 #KFE20. 15M ] 3RS 583 () S 06 30 R o
FEARERFTEE L (10,000-20, 000xg, 15min) A REZRFRT-HUE AR 45 A W40 SRR Rk . UnAB 3R 15 580 47 A SE IR AR,
B AR 3 0.45 pm B 0. 22 Mm JESE T E,
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Z. M Anti-DYKDDDDK % BEERIHAT S BEPTE (IP)
UERR PR T4l /b & Flag Ri&EA.
PAR J5E A BAAN S R UTUE (IP) SSLIR7R Bl e % T2 AN 1P SUSE, MR B AL B AR i B TS BT 75 R AR AR . 0T TP e, 4
WA (1x1076 ZHAE B 500 u L ZAEAD 8 10-200L REER B 7K.
VERG: 2R AR S AR TP 5 Flag @b dE e (FHEEXTIRD o B MNRASEAFKRA = A (BIEXED.
L. AR SIS B Bk . 0% Anti-DYKDDDDK Sl B2 ) ST R B & S AR (R 1, IABIEIE
e . DR BUR, @ TR RS R AR K A AR 3
2. F B O TRONIE 24 (R 70 A2 vh AR R . Wt O B AP 2
3. FH 10 FEREER B VF AR TBS TEVEREEE =Ko IR BRI/ Bl B P it G HE Bk £ 5%
R WT2A PR, —RIEUEFTA R RER . Welk)E, A REERER BT AE TBS th,  JEARYE I IR e i B 537 7 IO Bk
B IRONIE A IR ) 58 v CLSCSERERR MR 9T 5% TBS.
4. ¥ BOORL Kb FE 47 (1t 4 B 2R A0S In B e o Bk e A 0 4 P R A R B e T e b Flag b B T RIE K
AR RE R E R AR AR A BD o TR R, K 500ul TBS R4 ML 50 ng/ML Flag &M (T200ng) W
INBGe L REER o T BITERT I, 04N 500uL FIRARZEME, A& E AR
5. R IR) (AR FAIRRIR A0 BB A IR 1/ D TS S AakcE, W& PIRIEKE 4 CHER R,
6. 4 B0 TR I 24 (R 70 22 b DA R Bk . RIS TRAR Sk CHERZAE A AR IRk B Tl WSk B2 2000 WRSkoRAEADD B B
W EREBERCRIERIRERD
7. F 10 A RER SV AR TBS THBERIER =K.
8. Wi
MR 5 B I 2R, T RLIESEAI AR 3 Fhoy ik — AT B .
8. 1 MRMEDE M
ATFFERARARNEE, OB PG Bk el I B R SR AT (A NE T, TR SR TR
8. 1. 1 AR BRYEVEHI (0. IM HEBR, 0. 2M KEER, pH2.7), WA (IM Tris-HC1, pHI. 0) .
8. 1. 2 F 10ul FIATAEREIE, N 100u]l BRYEGEMR, WRAEE TlieiREa E, =RME 5 58
T WENEAEEL 15 58
8. 1.3 WA WG, BT L) BHBRERIEE, ¥ EEREIMNE.0E Y, Iz 10ul R, #A.
8. 1.4 N T HAFERMBE NI, TELDIES. 1.2 M8, 1.3, FRKAMFEIREG G
8. L5 Wit P R HMEAET 4CHA, BiE-201CH-80C KR,
e D BRIEVEIERA R, BT REK T SDS-PAGE _EREGE MR M i .
2) T H R A 022 53 T RE X BR MR VR IV IR VR B AT — e IRE R, A SR e B e (K R b A, T e BR PR BRI pH 72
2.5-3. 1 ZIAJHEAT — € IR, AH SRR ANV pH B BB B AT — S R .
8.2 SDS-PAGE L-A¥Z2 Ml e s
AT N, 43BN CIFE A& & SDS-PAGE HiJkEK Western Blot 6l
8.2.1 5X SDS-PAGE A&l (322K P0015L) H 1XPBS #ikeZE 1X EP [,
8. 2.2 4F 10ul JRAAREERAAREER, IO 50ul 1X SDS-PAGE LBEZEHI, 95°C Nk 10 434,
8.2.3 BT WL Loy HERR IS, MU EIE BEAT SDS-PAGE FEkEK Western Blot #aill.
8.3 3X Flag sa4+¥liik
AIFFRARARNEE, Vel s, BRI A ORRRE A AR E Y, T R S A .

8.3.1 3X Flag Z kUL AIECH]: HBUE & 3X Flag Z KA M T 1XTBS+1%Triton+0. 1%SDS #, fHiH LKAy 300 u g/ml.
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8. 3.2 %F 10ul JRIAHLERAAAR, NN 100ul 3X Flag 2 Ik¥E/HiHE (300 u g/ml), VEA) G B ThediR e b, FiELMHE 30-60 74k,
B4 CHEE 12 /NiF o TR EBRIBRR, AR A TRl 2 B

8.3.3 WA G, BTWR Lo BSERIERE, B LERBEIEO0E . EERCARER Flag bR E A,

8.3. 4 Yelif Flag A2 A E T 4°C f5H, i35 -20°C 5-80° C KIPLRAF .

W A0 Flag @A & A1EA SDS-PAGE FEMh IKIPEME 2 S8 Anti-DYKDDDDK BARRIAIR . REERASRER UG, DRARE S 2 b i 11
SDS 24 A2-A4 ARk . A L SRR R A o

AR U5 12502 /N AN R it (K 532 AN 284 52585 55 1)«

ST EAiib s, HCRRRRE 250 uL BEERETFW (2950 ML ZEREER) o T 96 FLARMIAER, BiRELAEA 10 nL
AHRGER . WAERF AT AREERE S BB S R R 7 B 0 S o N
=. Flag & F ALK

4k Flag b, HAERATFH FHER DL 96 FLIR AT Rtk . o TR AR R (AR B, 2 U0 F A b 387 s K
i CY/RelVS Ve BN ER TS

{81} Anti-DYKDDDDK 4 R 44, Flag fili& & A 42 77 2

Anti-DYKDDDDK 42 BBk A A7 1E 20% 877 b o {3 FH A ATARSE Al fb ik RO/NE B B B WA, I Pk . ~F
HrE IR kAT . REGHAE TR B R (B3 0E D

WSRARLEREERAE TBS (50 mM Tris-HC1. 150 mM NaCl. pH 7.4) Syl & BECKEF IR (024 /), BIAIREBRZ il
FEINPTER (Fl4n 0.05% ProClin 300) .

L R AR S AT FS B Bk . PR Anti-DYKDDDDK S ik /& 3 SISV HUIRAS . BUEIE IR B (LR D .

2. B HEER L RS B E KN B L . T 5 RS REER BT IA A TBS (50 mM Tris—HCI. 150 mM NaCl. pH 7.4) #Hi&EFkRF
iRk, FROM RS . B RO B NG 2 R ) B8 ARG RR . B OF B3R AE S L/ TBS TR 54 -

3. FRURVRAN 10 R RERREIF AR TBS (50 M Tris HC1, 150 mM NaCl, pH 7.4) BEESRFEHTRIER, /MRS . KHEOLERA
&Y R AR DA R . BUE I EIARRE SRR, EAE TR 2 K.

LEER FHEAFRRIY (SRS 5PEENIESR CER 3 MEA L/, FINERIES IR Flag @i aE A,
TR AR N IR A1 AT

5. G5 ARG, K B O ONE MR R SR R R . BRI

6. I TBS JHVERITR LA ZBRAERE LS B I T Rk S 20 REREERBVZ AR TBS, L&D 3 K.

VERG: Peikod B AT DU I R - TAE 280nm AL BOBAE R M . 4k SR B RIER, BB M REERIR S BRI S TR (TBS) &%
2 AR OB 2 5:<0. 05,

7. Flag @il & 48 (A ] LUB IS pH (72808 5 3X Flag 2 k5% 4 WL ER L 3E 5t K.

7.1 EMC pH 24 T AT H &R B -

FH 10 £ BEBREIZ AR 0. IM HE R, 0. 2M KSR, pH 2. 7D IIVERLBIM A BIREER T, RN E 5 2080, VeSS0 Flag
REA A, IR R IE B P AN (#2488 100ul BRI 100L 1M Tris-HC1, pH 9.0 MyspAIR) , & i R EEid
15 43 e et J5 R R T Bk S -4 22 A 1k pH fEL.

7.2 18t 5 3X Flag Z K754 Bkt

i 5 (LR BRI 3X Flag £k (300 mg/mL) ) 1X TBS + 1% Triton X-100 + 0. 1% SDS & Te i, Pefbiss

1) Flag A& .
8. VE T HiEk
AR G S BN R BR, 70 3 AR ARARI (O IM AR, 0. 2M KSR, pH 2. 7) [RIVRMBRIE Velisk . Bk R S7 B
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& TBS W EL P AT, EFNR AL Tk pH fE.
9. fEAEIETR

TEVRHETR IS, B B0 OIS M R A SRR, IR BRI, BEERTTLAE Y 20% (¥ 80 MUk A7 7E PBS, 0. 05%
ProClean 300, pH7.4 ., MGRIBRMEAEAE 2-8°C, WEAMITRT .

. &RBER
Flag fusion protein Flag fusion protein
Input (N-terminal) Input (C-terminal)
1 2 3 4 1" 20 3 4
—-- - ooe
Different Magnetic ‘ Different Magnetic ‘
Beads batches Beads batches
Immunoprecipitation

Anti-DYKDDDDK [A2-A4] Magnetic Beads: Cat.No. HAK21011: Purification of Two Different FLAG-tagged fusion protein from
HeLa transfected with Flag-fusion protein expression vector. 10ul Anti-FLAG [A2-A4] Magnetic Beads was used for IP per lane.
Lane 1, 2, 3, 4: Hela transfected with Flag-fusion protein expression vector containing an N-terminal Flag tag, whole cell lysate

Lane 17, 2°, 3°, 4’: Hela transfected with Flag-fusion protein expression vector containing an C-terminal Flag tag, whole cell lysate
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Immunoprecipitation

Lane 1,2,3,4,5: Input, Su L, 10rL, 158 L,20 uL Anti-DYKDDDDK [A2-A4] Magnetic Beads suspension were add to the same

volume of the Hela lysate transfected with Flag-fusion protein expression vector containing an N-terminal Flag tag, whole cell lysate.
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