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ELAG eluhon buffev lﬁxjcerol nWos concentrated to Ao wl .

550 M4 in qo00 mL | _ ?

inc. at 3‘1“C For | i-l_.‘a'.l"r-.
(366 bl cut protein)

TEV c,lea\/agc 550 Mrj of GsST-ENLYFQC-fox (28-551) -FLAG  in t‘-l mL 6(:

\

10O mL 1Ox mMTEVp. buffer E

2Z aml.  mTEN P !

1To the ?':Bta.uﬁ of cut protcm in | I mL oF SO mM Thns (and EDTA and Drﬂ

was odded |lemnbL wWater to dilute!l the Ths buH—cnna fo 2s mM | ol pH| 8l1.|

.5 mL (243 .Mg") of the total |2 mlL sSolni WAS concentrated te Hoaal
n a 50 MWCo CCY\M(\A%CAI Rlter (Millipore).

10 ML was removed (tube A) and combined with 10 ML of 25 mM Trs-HCI, |
150 MM NaCl,pH 8.1. |The ‘remaminas 30 mL Was added to 250 mL of
ophilized pY-SBn. 30 mL of |0OmMM 'MES 150 mM NaCl, pH b.l was | .
odded (resulhng in a PH 2% 6.l to &S by pH paper.) The solubon appeaved ;
mostly dissolved, but was a bit cloudy. For ¥xn b and € , 20 mL was |
hansferved fo G new eppendorf. For d 20 remaned in the ovijinql tube, | | |
Thiols weve added as listed below and the rxns weve incubated at vt for 24 A.
To each tube was added 20 ul of SDS reducing butfer and the samples |
were boiled S min. 20 ml weve loaded flane for Goomasie and western bloT-

cmt GST- Pax-FL
abon p{'od wct

& MTEVP

W S T |
In 1 benchmark protein laddev {e ud
2 rxn A (contvol) CNs Rax:-FLAG at pH 8.1 (no pcphde {-huocs‘icr ov Hmolﬂ |
3| B C1s Pax-Fl wl thicester ond C(attev "2 dilubhon) S0 mM MES, PHr L1 |
a bt cloudy (v. slightly | but mosﬂ\[ dissolved) 20 uL i
H rxn C: 20 mL prot/thicester w| 100 mM ME S NA (z mL fom |M -
MESNA in the above MES buffev) and 0.27° viv thiephenol . clear| at +-24
5  rind (In ongnal thicester containe) W] 0.27¢ viv thiophenel ond 20mL prot/pep.
(0.8 mL of a ‘lzo diluhon of thiophenol) a bit cloudy at t:24 h.
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NCL - small.tesi \isaﬁons_. (H8 h. rxn byre in Yavieus conditens)

TEY icleava%e fo give 240 wpg of Cys-Pax(38:557D-FLAG. The
protéin wWas concentrated to HO.uL (emglul) at pH 8.1 using
the \HI“lPOYC 50 kKDa MWcCOo cehhnf'uﬂal Alters .

e Ho.ml of concentrated profem soln. weve added to 2s0 ayg of
h’oph.hzcd Ac-HHHHHH-Pax (2-26)- SBn in a |5 -mL eppendorvf. The
material appearcd to be fully disscived.

lo .ML! oF ﬁ;c C~15-Pax-.Fllfh}oesicr.W¢ns rcmovod and combined |

Wl 10mL of 25 mM Tns, 150 mM NacCl, pH 8.1Lrxn A). To this
Was added 29 v]v thiophencl (0.8 mL of a ‘2o diluhon.)

To the rcmammg SOML o(-' profein/+hnoe51cv- Was added 100 mM |
MES, I1ISO mM NaC), pH G.1. 20 ML was remeved (rxr) B and
odded to an eppendorf ,wl 27 viv thiophenel. Rxn C wWas

sel up similar to B, but also had the addithien of a 100 MM
fnal concentmhon of MESNA .

To 20 mL vemaining in the oviginal thicester eppendovf was added
viv. of thiophenel (HmL of a '20 diluhon.) After 24 and
HB hours, rxrnn A (2 and C weve compledely clear, while B
ang P u some prccnp;fa‘hon.,

Jri*_ | benchmark protein laddey ’

2 before concentrahon , |
3 rxp A, 42480 | |
M rxn B L +=YB N (shshflsj cloud\f)
'S mn C, t+48h

Ll el xn D,t*48h (.shﬂhﬂ\l cloud\P

Gr|r Theve Is no profcm hcvelpevhapti
‘explémm the absence of precnpn‘fa‘hon

N rxn A
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