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Tuesday, October 18 2004

The |i-mL 8ST- punfied protein soluton in TBS wWas incubated
With| I.H mL of FLAG- affinity resin (used |» previousiy) wl HO mL
of protease ([nhibifor cocktail at rt for 1.5 hours (Hien stered in
fndge For | hour while at a meefing.)

The resin wWas hltered, Wwashed with 80 mL TBS, and then eluted
with | | to 1.2 mL aliquots of 0. M gicine,pH 35 collected into
40 mL of 500 mM Tns HCI, pH B.0. The concentraton of protein [sample
was deterimined using fhe Biorad protein assay. All frachons weve
stored a1 | HPC!

nednesday. Oct. 19, 204
cleavage (2 rxns mwn cuwentiy)

Fraction 3 (GOOMﬂ in LI ML) | nas spht info 2 povh'o‘n.s of

aooéuﬁ GST: ENLYFQC -Pax (38- 55T FLAG in 55 wmL eluhon buffer/Tns,
The fOIIowms rxn woas incubaied at 37°C for H hours:

|2 300 Mg prefein in SSO L

O ML of 500 mM Trs HCI, pH 80O

15 sk mTEYp

{
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sl gl _ , ' 1° iS5 mLllomL TBST anh - FLAG ob|
FL@\G elution | (i Biorad quantifcation) |
FLAG ell 2 (ko -""‘3/ ML
FLAG lel.. 3 ( OO ma/mL) .

FLAG el 4 (00 malmL ; 1.1 mL)
FLAG el. S (180 M3/mL I T
FLAG el C ,

TEN cleavage Al 11: H h

TEV cleavagc B,t: H I

used in ligahon reachons.
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EPL: | pY3I | | ___Wednesday, 0Oct. 19,2004

200 mq of CNs(Pax38-557): FLAG (from TEVP oleavaac A on p 6S)
in = oo L of MTEVp cleavage mixture wWas concentrated to
6O AL us:hg o 50-kba MWCO Ce:nfriﬁa%cql.ﬁl‘rcr.

10 mL Were removed for gel analysis. The remaini 50 mL were |
odded to 250 amly of Iyophilized AcHise-Pax(2-36, p¥31)-SBn
and aliquo’rs were removed and veacted as follows:

AL: 20 mbL of protein/thicesier , 1O wml of SO0 mM Tns, 2co mM |
NaCl, pH 8.0, 2 mL of |M MESNA. (No precip. after 24 h)

AlL: 1omL protein/thioester selh., 10 mL. of 200 mM MES | 200 mM
NaCl, pH 6.1, 2 sl of | M MESNA (100 mM final concentration)
(A finy amount of precipitation after 24 h))

-

AL : 10 ML protein/thicester, 10 mL of 200 mM MES, 300 MM  Nacl, pH 6.
0.8 ML of "Y20 dil. of thiophenel (0.2 (some precip. after 24 h.)
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* - o has | ¥ 1°ab anfi-Hise | I°ab rabbit anfi pI3I- Pax
In | benchmark ladder (5 mLin l0mL TBSTY | (15 wiL in 10 mL TBST)

2 10wl Cys-Pax(2@:557) FLAG |

3. rkn A t:24 h | | sl gl bl A ‘ _ | ,

4 rxn AT, +224h , supernatant only (a hiny amnt of pellet got fakenh up also)

s t:241h, '12 of pellet resuspended | g |

¢ rxn A, T=24h., superhatant only iy | _ |

X vt=24h,'2 of pellet resuspended |

(In each reachon = 2.5 m‘j’m" thioestey. - 0.5 mM ) | . Lash
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