[ Bacterial culture samples of induced E. coli cells containing inclusion bodies ]

v

Centrifuge 5000xg, 5 min, 4°C

\Z \4
i Insoluble fraction
Soluble fractlon 50 mM TrisHCI pH 8.1

\l/ Resuspend pellet in lysis buffer <{ 100 mM NaCl
imM EDTA

[ Froze -80°C/Thawe l

v
. 100 L PMSF 100 mM
@ Add {Lysozyme 1 mg/mL
2h incubation
37°C
[ T KT l Add { 100 uL Triton X-100 (0.5% Triton X-100)

1h incubation

Noculate A0 pLon B agar .
gntihfotics P & [ Sonication ] 4-10 cycles of 10 min, 40% amplitude

@ [ Viable cell count ]%\l,

[ Detergent washing l Add {5 ul NP-40

Incubate 24 h, 37°C
Cell counting (CFU/mL) 1h incubation
4°C
15 uL DNase 1 mg/mL
[ DNAse treatment l Add{15 uL Mgso, 1M
\l/ 45 min incubation
37°C
[ Centrifuge l 15000xg, 15 min, 4°C

\4 A4
Supernantant IBs pellet
\V/

[ Detergent washing
\4
[ Centrifuge l 15000xg, 15 min, 4°C

v

Resuspend pellet in 1 mL
lysis buffer +0.5% Triton X-100




