|y

0
L

GST/FLAG _purification | mTE\Lc;leavacje _and Jﬂg__m_tcﬁi_pcpﬂdﬁ_’___

A pc.llc{ fom a VO L fermentahen was +hawcd ltjscd ond
pur\hcdf on on _anti-GST, then an anh- FLAG column as
described previously.

Biorad asépa of factons H-12 of pwc Profcm (S
(1 mL Fvar;hans were stored wl # 107% sterile giycerol lal -20°C
immediately after elution from the anh- FLAG celumn. )

fr. i He ke (€.l should Saj /uj
52 331 by
.1 A59 Mk | 1L} 1. os mg of
7 | 200lmp | __pure protein (uncut)
8 107 mk
9| -

|
Fraction 5% (330 ::? of GST- ENLY FQ-Cys-Pax (38: 55T -FLAG profein)
Was concentrated in two SOkDa-cut off spin columns and
redussolve:rl in Gl uL of sterile watev
MTEVpP clkavage'- ¥ 300 ug protein Cin Glo mul water)

) ! 70 wmbl 10X mTEVP buffer

| (3.5 mL mTEVp (108 units) | |

The rcaculznfs Were added to a sterile 116 mL eppendor'(-' icl:cd to .
mix, then| incubated at 37°C for IS hours. el |

The prod ct mixture was exchanaed inte PBSV buf(-;ef w-l l'o mH
imidizole| by conccnhmhncj in_a 50-KDa spin column (this
wWas  cuthn ng it close size-wise now that the GST taq ‘has been |
removed T next hime will use a 25 k-Da cut off) and then il
.redu'ssolvinca into 6O L of the [deSired solvent | | | | L | |
T [ ! g | |
. Tmpp'm3 of the MTEVP (wi has. a. Hnse. fasﬁ wla NthTA Spin column|
The Col,urhn Was equzllbrca'fe b1 addlha OO L PBS buFFe\r' +‘neh , 3
CenhﬂFutjms with the cop open for twe minutes at z.,cco rpm¢

The Ctjs-thxCSB-‘f)SD-FLAG / mTEVp_ solution | nNOs Aadde,d to ﬂ-.e: u
column, Then centifuged at 2K rpm for 2 min. The flow =
i’hrouah (which should contain the protein (Cys-Pax-FLD bul not
the Hise-i%agﬁed mTEVP) was collected in a Sterile eppendorf.

.Ano+hcr2030 ML oF PBS wl IO mM mmdxwte wWos a.clde,cl Cehh’lﬁ»\ﬂcd, and:
_collected. | The mTEVP fEmained e¢n the column.
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Tl ds[ g bl [ [ 2 [aful klule
mouse anti-FLAG 1° ab mouse anti- hexahisti Ijnle ° ab
(b in. 15 mL TBST | (5l in 15 mL TBSTD
Sl ey IS 1By . ol
nl i| _{_lO_.ML!. L|‘:ﬁu1[5]_..la ﬁj ‘er) Soln before mTE p addiho
1 127 holul (k ] /liAL | Ji Ffer) of tr _.:7&/ NTEN
eS| |,V‘ cleovaae product mixture, t= 1.5 houls.
= ;a?rllo&L (plus 10 buffer) immediately after His col meLﬁm
A7 through and wash)- before next concentration
| [d,| s | - lasl &0
— 5. 0L (plus |0 butfer) of| Flow. thiroug the last ¢ KDa
TIRAER kcu ~off_concentation (to make sure the 59 kDa protein wasn't a,ﬂrg
| e 3 ul (wl B al buffer) ligation product i
A fLIﬁ_lQ_AAﬂ_C_Ni;lO AL Her h‘J1 on pro uct
Lithad %_.F | !_J__
b | L
b & oanti-bhexahishdine 1° @b | | |
. Br 30°%, of hgahon product (plus 25 mL Frer )
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