Protein Preparation

. . — Please Fill Out With as Much Detail and Submit with Sample
Crystallization Spreadsheet P

(1) Name: RimJ (2) Date: 5/23/04 to 5/28/04

Salmonella Typhimirium LT2 Genbank 11133421

(3) Organism: (4) Seq. ID:

PET28a N-terminal Cleavable His Tag Cleaved with Thrombin

(5) Construct: (6) Cleaved?:

(7) Buffer 10 mM Hepes pH 7.5, 100 mM Ammonium Sulfate, 1 mM EDTA, 1mM DTT
Components:

(8) Concentration 4mls @ 20 mg/ml (A280) (9) Concentration Amicon

& how was it calc? Method:

(10) Expression E. coli BL21DE3 (11) Expression ~ 3-8 mg/Liter
Host: Quality:

LB Media, Start at 37 degrees, 16 hour induction at 18 degrees with 1mM IPTG
(12) E . g g
xpression
Conditions:

Sonication, Ni-NTA, Dialysis, Thrombin Cleavage, Ni-NTA, Dialysis, Concentrate, Storage at -80, [

(13) Purification Froze by dipping 300ul aliquots in liquid nitrogen

Steps & Storage

(14) Protein Has Ammonium Sulfate, NaCl, DTT, Hepes, TEA, CoA, Glycerol
Seen What Chemicals
During Purification:

(15) Suggested CoA has a kd of 200-500 micromolar(’|
Substrates/Inhibitors AcCoA has a km of 150 nanomolar(]
& Binding Affinities:

(16) Added INFO (17) SDS or Native Protein Gel

Protein expressed and purified well. 10% glycerol was included
in sonication buffer to help initial solubility of protein. Could be |
left out in later steps. Some NaCl is required to keep protein in
solution at > 1mg/ml. Protein is more soluble at pH 7.0 than at ||
8.5. Other groups working on related proteins indicated that [
citrate helped stabilize their protein.
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