Flag Purification Protocol (Middle scale)

Material: #J 2.5g seedlings/sample
RRRERTT VOS5 TLSMNIAEREILT I TACTITO

1, FLok (RIAEREFEEEH) Tseedlings 30 D57,

2, Tml ® cold extraction buffer Z/1 2 T, & 529V 257, Buffer 73072

ZHbIE, EHIC12ml Nz TH R,

15ml 7 7 v =2 BT,

10,000rpm, 4°C. 10min =L,

sup T LW 7 7L a BT,

10,000rpm, 4°C. 15min =L,

sup % 0.8um O 7 4 VX —IZBL T, HILWZ 7 La By (RA=ET

179), 50ul Z = ha— L (total extract) & L TL > TH<,

8, HKV T IVDIEELZRE L T, total protein Z[E U235 (volume D\
7L LA U volume (272 % K 9 1T cold extraction buffer THiH)

9, 100-125ul @ glycine buffer TR L 7= Flag beads (Anti-FLAG M2
affinity gel freezer-safe; Sigma) % % > 7 /LIZH1 %2 T, rotary shaker C 3h,
4CA »F 2= 5,

11, 500g,4°C, 1 sec i[> L C, L{EZFRET 5, LI 50ul & =2 kv —/L (total
extract after Flag beads) & LT, - THEL,

12, 5ml ® cold washing buffer # /1% T, L FIZREIEES,

13, 500g, 4°C, lsecim LT, LiGZERET D,

14, 5ml @ cold washing buffer Z /12 T, ETIZEIEE S, rotary shaker
T 10min, 4CA FaX— 35,

15, 500g, 4°C., 1lsecim LT, RiGZERET D,

16, 14-15 ® wash & & 512 2 [Al#E D K,

17, 1ml @ cold washing buffer C beads % 1.5ml = v~ 23, 24ul (final
100ug/ml) ®» 3xFlag peptides (bmg/ml stock) (Sigma)# /il 2 T. rotary
shaker TO/N, 4CTA v FaX— T35 (AEH),

18, 1,000rpm. 4°C. 5min = /L[ L T, beads ZEUHRWE S IZHEHEE LN S k
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HEHLOWT X UCBT,

19, beads {2 200ul @ cold washing buffer # /12 T, ETFIZ&EEES, 18 &
FEARICE L LT, EiEZE 18 CEDZ EEFEEADLED WY T,

20, WY TV E2T® o TRML T SDS (b5, = hr—/L (total
extract & total extract after Flag beads) (ZIEM LW T, FOEE
10ug/lane < HWMZ7 5 X 912 SDSHLT 5, BT ro—Har tr
— % SDS-PSGE LCF = v 7%, Anti-flag antibody (Anti-FLAG M2
antibody; Sigma) TV = A X > TX %,

Flag beads D RijALEE
*flag beads % glycine buffer H(Z 20min L. E#E < & beads 23
% 72< 72 % (beads (2 bind LTV 5 flag HLikAKIET %) DT,
RN EET B,
}EMEITEIR T E b2,

1, Tv~Z 200-250ul (A% & £ 720 beads @ volume) @ flag beads
(Anti-FLAG M2 affinity gel freezer-safe; Sigma) %2 (¥ 7V

ME).

1ml @ glycine buffer Z /1% T, L TFICEEED,

1,000rpm, 4°C. Smin=E0 LT, EEEZBRET S,

1ml @ glycine buffer Z /1% T, L TFICEEED,

1,000rpm, 4°C., Smin=EL LT, EEEZBRET S,

1ml 1xPBS # iz T, ETFIZEIEY D,

, 1,000rpm, 4°C. 3min=.0LL T, EEEBRET D,

6-7 % S bz 2[RV R LT pH ZHFPEICRE T, 1IxPBS (28 L TRITIE,

1ML BWIT 4 CTRIFTE 5,

9, 1ml @ Extraction buffer Z /12 T, EFIZEE<EE 5 (Washing buffer (T

BT D),

10, 1,000rpm, 4°C. Smin =L LT, EEZKRET S,

11, 9-10 DER/EZ FREEME D KT,

12, B — X L %8 Washing buffer 21z T, K ETHSL L TEL,
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Buffer

Extraction Buffer (20ml for 2 samples)
50mM Tris-HCL, pH 7 to 8 (depending on your protein)
150-500mM NaCl (depending on the desired protein purity)
0.1% NP-40
10% Glycerol
1x Complete (Roche)
(1 tablet for 50ml, 1 tablet of Complete mini for 10ml)

Washing buffer (60ml for 2 samples)
50mM Tris-HCL, pH 7 to 8 (depending on your protein)

150-500mM NaCl (depending on the desired protein purity)
0.1% NP-40
10% Glycerol

Glycine buffer (6ml for 2 samples )
100mM glycine-HCI, pH3.5

1xPBS (6ml for 2 samples )



