TAPa Purification Protocol (Small Scale)

Rubio et al, Plant J. 2005 & #

Material: #J 0.4g seedlings/sample
RRERERTT O OSTLSMNIAEEILTT X TACTITH

FLok (RIKZEFEFEH) T seedlings 90 D57,

400ul @ cold protein extraction buffer Z/Mx T, X HIZT D D57,

L.5ml = v <2,

15,000rpm, 4°C. 10min =L,

sup #Hr LW\ v RUNZET,

15,000rpm, 4°C. 5min =[x,

sup & 0.22um O 7 4 L Z —|ZH@ LT, FrLno vy XAZBT,

BY o T ILOPRE 2 HIE LT, total protein & [ UIZ9 5,

cold protein extraction buffer T volume % 1ml |[ZFH#d 5, 20ul # = >

he—/L (total extract) & L TL - THEL,

10, 200ul ® IgG beads (IgG sepharose 6 Fast Flow; GE healthcare) % ¥ 7
JVIZINZ T, rotary shaker C2h, 4CA > Fa2X— K75,

11, 1,000rpm, 4°C. 2min &L LT, EEZRET 2, RF20ul =2 hr—
)L (total extract after IgG beads) & L T& > T,

12, 1ml @ cold 1SB # /2 T, ETICEIEE D,

13, 1,000rpm. 4°C. 2min .0 LT, EiEEZBRET D,

14, 1SB T wash & S H1Z 2 [E{T 9,

15, 1ml @ cold 2SB #/ix T, L FIZEEED,

16, 1,000rpm. 4°C. 2min /0L T, EiEEZBRET D,

17, 1ml @ cold 2SB & 20ul @ 3C protease (Prescission protease; GE
healthcare) # /i 2 C. rotary shaker T 2h, 4CA > F aX— KT 5,

18, 1,000rpm. 4°C. 2min =L LT, EE% 510ml =2 —7(15ml 7 7 /L=
THRUIICHD,

19, beads % 1ml @ cold 1SB TH4&# L C. 1,000rpm. 4°C. 2min i#.0>9 5,

FiE%E 18 THEOZEEEEDES, 100ul = hr—/L (sup after 3C
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protease) & L THL->THL,

20, 5ml Econocolumns (BioRad)® FiZ = w 7 #HL Y i} 5, 200ul Ni-NTA
resin (QIAGEN)% 1 7 A2 AL T His beads 7 7 A2+ 5 (7
¥y HET D), Cold room T 5ml @ cold 1SB T resin 5, 20-23 Dk
{EH Resin 13856 720X 51T,

21, BT LY TNa2T 774 LT ay 7 TREZHEI LRR S5-I D &
19, Flow through ZH-> CTk<,

22, flowthrough # & 52 2[EH 7 AZi@T, &% flowthrough =2 hr—
L& LT 100ul Bt> Tk<  (flowthrough fraction after Ni-NTA)

23, 5ml cold His beads washing solution =% 7 AZ7 7714 LT, 7 2%k
5 (Gt 3 |, #nFho flowthrough #=2 Fr—/ & LTH- THEL

(washing solution),

24, 2ml cold His beads elution solution 2 %77 A7 774 LT, WidHxE 3
JTCHMEIL2N D, ol D& F U RIEEENT S,

25, o7k ar ha—/ b (total extract & total extract after IgG beads LA
gh) ZIRHEL T, —#% SDS-PSGE L CF = v 79 %, Anti-myc antibody
TUTZ AL TED,

Buffer

Protein Extraction Buffer
50mM Tris-HCL, pH 7 to 8 (depending on your protein)
150mM NaCl
0.1% NP-40
1mM PMSF
1x Complete EDTA-free (Roche)

First Step Buffer (1SB)
50mM Tris-HCL, pH 7 to 8 (depending on your protein)
150mM NaCl
0.1% NP-40

Second Step Buffer (2SB)



50mM Tris-HCL, pH 7 to 8 (depending on your protein)
150mM NaCl

0.1% NP-40

1mM DTT

His Beads Washing Buffer
50mM Tris-HCL, pH 7 to 8 (depending on your protein)
150 to 500 mM NaCl (depending on the desired protein purity)
0.1% NP-40
10% Glycerol

His Beads Elution Buffer
50mM Tris-HCL, pH 7 to 8 (depending on your protein)
150mM NaCl
0.1% NP-40
10% Glycerol
0.1M Imidazol

Reference:
Rubio V et al (2005) An alternative tandem affinity purification atrategy
applied to Arabidopsis protein complex isolation. Plant J. 41, 767-78.



