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. Ligah’on nit+h varying thicester concentrahons (.IOO‘BOOMaf Ho b rxn.)

TEV cleava e’
?3‘!8 Mo GST ENLYFQC-Pax (38-557)  FLAG in 60O a4l
70 mL of 500 MM Tris:HCI, pH 8.0
o ML mTEVP
- the above reagents weve chmipined in. la 1S mi: eppendorf tube,
flicked to mix, then incubated at &7°C for H'2 hours. The profem
wsoluhorl was then concentrated to SO ml.
3ah0n 1"0 AcHHHHHHDDLDALLADLE STTSHISKRPYFLSEETPYSNPTG: CosBh*
-1 H se,pamfc aliquots  of a thiocester stock soln. were Iyophilized In .65 mL
eppendorf tubes. They Confained 100,200,400, and Boo.mj of thicestev

<= 10wl of the 50.uL protein soluhen (5mglmlDd Were removcd for ge!
onalysis (this was combined wl 10 ML water and 20 mL Zx SDs reducing
gel :}odma buffer.) The following H reactions were set up and then
incubated for 17 bhours at 27°C: (No precip. formed in Ba-Bc)

|

Ba 1 o.Mk profe;in. (50#33 , 10 L (loo mM Trs, PH B0 , LoO MM NaCl) soln. pH 8
100 MM MESNA, |00 ug thioester (5mqiml, | mM)
Bb | 10l protein CS‘OM@. louml Thns soin.

100 mM MESNA, 200 ug thioester (lomgimL, 2 mM)

| P T S

Bc.,‘

IOI.ML protein soln. CSOMfP 10 ML Tns soln.
. ‘Al O mM MESNA | '-Ioo/ua thicester (2O mgqlmL, H MM
Bd ' {0 uL protein sein. | 10l s

;'°¢ rr?M MESNA, SOOMﬁ thicester . The thicester in rxn. Bd never |
‘%lw“ Frecipriation Was Visible also aftev |7 hours.

¥ uncleaved fall I'esn% '

¢ ligahon product
® Cys-Pax(38 5STIFL




