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Production of rGST fusion proteins

· Start o/n culture in 10 ml 2xYT/LB-Glucose 2% (+Amp, + Chloramphenicol (cam), depending on bacterial strain used) with a single colony or rest of miniprep, alternatively start 5 ml culture early and let grow for 2-3 h until it gets “cloudy” (OD600 ~0,3), common LB medium also works fine in this protocol.
· Next morning/after 2-3 h, inoculate 100 ml prewarmed (37°C) 2xYT/LB (amp, cam) with 0,5-1 ml of overnight culture (or alternatively with 5 ml preculture)

· Grow to OD600> ~ 0,6 in shaker, and add to 0,1-1 mM fresh IPTG (this is for 100 ml: 23 mg=1 mM) (try starting with 0,3 mM, this is 30 µl 1 M IPTG per 100 ml culture)

· Grow shaking 2-3 h (pRSET derivates may start with 2 h)

· Harvest cells in GSA rotor 5000 rpm, 4°C, 20 min (or any other suitable rotor) (or at 2800 rpm in 50 ml falcon tubes in Sorvall benchtop centrifuge)

· Dissolve pellet (don’t worry when it’s small) in 3 ml PBS/Triton X100 1%, transfer in one single 50 ml tube, on ice

· Add lysozyme 0,1 mg/ml final (essential) and 20 µl PMSF 0,2 M (optional)

· Incubate rocking for 5 min at RT

· In our hands, the lysis of BL21 cells occurs nicely by freezing the assay over night at – 20°C. If lysis was incomplete: Freeze/thaw 5 cycles transferring in 5 ml-cryotubes, use liq. air and a warm water bath (~35°C), then return to 50 ml tube, alternatively sonicate three times at energy 40 for 1 min each (30 s intervall between, on ice).
· If there is still significant viscosity, passage the solution 10 times through a 21 gauge needle (use 5 ml syringe) to shear genomic DNA (doing this, do not produce a lot of foam)

· Dilute with 3 ml or more PBS/1% Triton X100

· Centrifuge 15 min at 4°C, 3500 rpm in the refrigerated Beckman centrifuge with swing-out rotor (or at 2800 in the Sorvall benchtop centrifuge)

· ---------------------- up to here the protocols for GST and His-tag fusions are equal, if you have His-tag fusions go to the protocol of His tag protein purification --------------------------------------------

· Take supernatant to 15 ml tube and add 100-200 µl prewashed (in PBS) Glutathion-sepharose (stuff from GE works fine) – if you suspect that your protein is insoluble, store the pellet at -20 until further analysis.
· Incubate rocketing at RT, 1 h.

· Wash once with 15 ml PBS-Triton 1%

· Wash 2-3 times with 15 ml PBS.

· Add to wet pellet 500-750 µl fresh elution buffer (0,1 M TrisCl pH 8, 0,12 M NaCl, 10 mM Glutathion [from 100 mM Glutathion stock]), transfer to Eppendorf tube

· Incubate 45 min rocketing at RT (normally, 90% of proteins are eluted after 5-10 min, if you like to check quickly if there is something)
· Recover supernatant by centrifugation (1 min, 12000 rpm in Eppendorf centrifuge), sometimes a second elution still recovers a significant portion of the proteins
· Measure protein with Bradford test and check purity by SDS-PAGE


