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Anti-DYKDDDDK Magnetic Beads

FEinas.
PR F= AR PR M (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
PR
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TERR R o
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HUCK B 2RI HIAE pH6-8, NaCl BK KC1 ¥ J%20. 15M ] SR A7 M S Ak R
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Z. M Anti-DYKDDDDK % EEkIHAT S BEPTIE (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 E L I0 TR, A LLEBR LA 3 Fhy ik —REAT e .
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 SiA Flag @A & A1EA SDS-PAGE FEMh IKIPEME 2 S8 Anti-DYKDDDDK BARRHAIR . REERASRER UG, DRARE S 2 b i (1)
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FEFR . TR B AT AR AL b B0 1 = M P 0 SR 0 A 2R A8 L e 7
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{8 1 Anti-DYKDDDDK % f% iiEk2lifk Flag mar 8 (A 37

Anti-DYKDDDDK %2 Rk it f7-7E 20%8 79 o A8 AT AT ARHE Al fh Ak RO/ NE PR LA, FEA P iisk . Vi
FEEIR N T, REUBA TR E R E (B3 HE D

WRARLEREERTE TBS (50 mM Tris-HC1. 150 mM NaCl. pH 7.4) &Ml S RABKR ] O24 /N, FAIREER i
IRINPTEF (4 0.05% ProClin 300D o
L R AR AE AT FS B Bk . 08 Anti-DYKDDDDK Sl Bk /23 ST (MBI U o« BUH G IR BLEE R (R D .

2. M ER R B A E RN B O R . FH 5 R REER RV AR TBS (50 mM Tris-HC1. 150 mM NaCl. pH 7.4) Hiei7 K-V
BhBR, FEOMRA o BB OB BONIE 2 (KR 1 e b ISR R Bk . B JF 2 SR AP 2R/ TBS IR G0

3. FRRENIN 10 {5 REEREIFWAAR® TBS (50 mM Tris HC1, 150 mM NaCl, pH 7.4) HEENTVHRIER, FTHRA. BEOLEBNE
IR SR AR WA BR . BUH E B S ARG R M, RISV 2 IR

4 EER TR EAFIRRY (S UPERHE) SPHGNEER CEB3) WEL L/, R EBRIEA UK Flag BiakA. B
£ BLTE BERE IR S AT

5. 4 ARG, K B O ONE MR R SR R R . BRI

6. I TBS JEVERITR LA ZBRAERE LS B I AT Bk S 20 5 RESK BV AR TBS, &R 3 K.

VERR: Yoot AT DLUECH IR IS AE 280nm Ab MG SR IE I . ARER PR RITR, BB M BB H BB S YRR (TBS) &=
Z ATV A 22 5:<0. 05,

7. Flag fl& 8 (AT LUB IR pH (E 72808 5 3X Flag 2 k5% 4 AL ER L 3E5t K.

7.1 TEAK pH 2644 T H R RR B -

FI 10 A5 BEBR B AA R (0. IM HERR, 0. KRR, pH2.7) MYEBBINARIRIER T, RIEME 5 08, WHREAM Flag
AR, IR R IE & P AR (F258 100ul BRI 100L 1M Tris-HC1, pH 9.0 A , &M MAZRT 15
Gl WS SRS ik T4 % bk pH A
7.2 18135 3X Flag Z K64 BEL:

5 EREER BTN S AT 3X Flag Zk (300 kg/mL) [ 1X TBS + 1% Triton X-100 + 0. 1% SDS ¥ SE4vEMi, VeMiss &
) Flag & M.

8. VLK
FECEE S S B T RS, J7E R 3 AR O IMHERR, 0. 2WASEIRR, pH 2.7) MIBEMHGEVEMEER . WERRIN L RIFE
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TBS P H T, EENRHE AL Tk pH fE.
9. fELEMIER

T EHEER G 4 B8O A TRONIE M G B SR REER , T BRI BRI LME 20% ARSI GEFETE PBS, 0. 05% ProClean
300, pH7.4 . NHEBRAEFAE 2-8°C, MEGMIERT B,

. &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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