y 110

EPL w/ Y3| Pax thicestey: S | | |Monday,‘May 2, 2008" £ | | |

Since the clavage (p.104) did not appear tfo ?o fo completion |
an oddihonal 20 ml of mMTENp was added to each | mL reachon
‘and incubated 3.5 h. at 30°cC. PR 7 7 K% LRCY S L IR e Ll
| | | | | bt (lo7°vIv Tns ,pH 8 ScomM added) |
The veachons were concentrated from H mL total (te less = | | | |
than 1000 wl . If they TEV cleavage went to complehon, this 2
would be (T note’ Milipore S00 ML So HwWCo flters used for conc.) i | !
Z.lo Mg Cys- Pax (38-551)FLAG In < 1000 mk .__(_z.kagmslmLD N i

| | B

|

3 EPL reachons were rmn simultaneously in  0.6S nhLis:;ap,&,ndowf i) |

tubcs incubated at rt ovemnignt: | | | |
| | | |
: - 4 . B . - - $ + + 3 + + = — ,-7,,7,!7;, e ' _4} - ‘n -
rxn a rb: (based on B4 kbda,520 Mg‘-""lb?: nmel) - Lrxale | o) || o) o3 I B vl W08
*520 Mg Cys-Pax-FL in 200umL (0.048 mM) 2520 Mg Cys-Pox: FL in 200mL.
- Boo wq Y3l thioester (Nophilized) | | | 300 A.f{ﬁ;+hﬁa.d..$_tc_w______} ey |
(Mopgiml |, 0,83 mMD | | | | | | (IS mgimi, 0.3l mM) | |
1o mM MESNA (IO mL of a ZMseln) 100 mM MESNA | |
| ‘ | I . | i I [ ; E
~Ho ~ . o _ | EEmsasei 3 1
= | lanhi-His & 19 al |
PRV ,. bt o F Gho b |
1?@ | lkf . ob from| Amersiham
Cys P ; L (BmLlin| 15 mLD ’
| for rows h—‘ ||
L O P S O 5
. ob from No}(aﬁer{{. ‘
€TEV i - (25mLin I3 r“mt:DJ‘ ,
| | | |+ forilane &6 | | |
. } MRS - T — v ‘ ' ‘ |‘ | |
f 5 MR WU P I ,.Qahﬂ..‘_ho't;*’w“-%i
| el Ll b ol b i deke® NBTL G2 |
in 1| lowg _ > oA} | | bl i | o sl
2 _ TEV |aHer addihomal 20ml wmTENVp | | O D 255 S 5% 5 S0 2 w1
3 " TEY  offer addihonal 20 mlL mTEVP L] IR 5% 1 5 T L
3 TEN ceavages concentrated to 2.6 m%ImL RS O o e ||
H EPL a'for 2 gels (I coomasic, | west) 20 ul protein + 20 wmlL 2 sD$
s| |EPL b S0 thal's 26 wg /dgel wi compete convevsion ||
g EfL |c , (wlout awouvnting for the extva H.8 Da)
ov. OM8 nmol / gel (fom 10 b of s | | | | |

| . By | ad | S =R ———
( For Western blots, the nitvocellulose was blocked | howr wl milk |r.‘! IEsY Ltoov, | | | L
k to this it was kept moist in TBS +o aveid overblocking) | | | | |

e — e W —




| 111

L Exypreskion | of |GST-IPTP-PEST. | [ 1 | |

PTP-PEST () wos expressed as a
GST fusion in Codon Plus RIL cells.
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