´ßbInduction
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0. Make overnight culture of desired strain in LB+ Kan and Chlor 
5 mL culture 3 herh
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0. Inoculate 20 ml LB-Kan + chloramphenicol with 200 µl overnight culture (per sample) 
2. Incubate at 37°C until OD600nm of 0.6-0.8 (0.4 is also fine for toxic proteins) 3h) 
 
 
0. Induction by IPTG of “induced sample”
3. Induce 3 cultures with 2 µL of 1M IPTG stock (0.1mM)
 
0. Incubate them at different temperatures:
4. 1x I for overnight at 16°C 
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0. Fractionate samples:
5. Spin down 10 min at 4000rpm , 4°C 
5. Remove supernatant
5. Resuspend pellet in 600 µl lysis buffer 
5. (store at -80°C)
5. 3x freeze-thaw cycle TE GEVOELIG ENZYME
5. Sonication 3x 5sec at 40% amplitude (5 sec intervals) terwijl op ijs.
5. --> naar epje
5. Spin for 10 min at 17000g op 4°C --> sn bijhouden
 
 
 
Lysis buffer (600*30=18.000  --> 20 mL)
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	Product
	Stock conc. (mM)
	Werk conc. (mM)
	 
	Volume: 
	20
	mL

	[image: Taak]  Tris-HCl (pH 8)
	1000
	100
	 
	 
	2,00
	 

	[image: Taak]  PMSF
	200
	0,1
	 
	 
	0,01
	 

	[image: Taak]  water
	 
	 
	 
	 
	17,99
	 

	 
	 
	 
	 
	 
	 
	 

	[image: Taak]  NaCl
	MM: 58,44 
	150
	 
	 
	0,18
	g

	[image: Taak]  lysozyme
	1mg/mL
	 
	 
	 
	0,02
	g


 


 
 
SDS-PAGE
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Volgorde gel :  
 
 
Epjes op ijs
0. 30 µL --> 15 µL staal en 15 µL demi 
0. 10 µL 4x sample buffer
MENGEN door op en neer pipetteren
0. Heel kort vortexen
0. 5 min op 95°C ondertussen licht shaken (450)
0. 1 min centrifugeren op 3000g 
0. Ondertussen ladder uithalen
0. HANDSCHOENEN
0. Gel in tank plaatsen
0. Kam voorzichtig verticaal omhoog eruit halen
0. Tank vullen met running buffer (50mL stock + 450 mL demi water) aan bovenzijde à loopt over naar het reservoir, vullen tot lijn
0. In de welletjes met spuit running buffer spuiten om gel restanten te verwijderen
0. 6 µL rainbow
0. Telkens 25 µL staal in wel pipetteren
0. Elektroforese starten
. Constant 250 V
. 30 min? --> ongeveer
 Translator:
Gel order:

Pipettes on ice
1. 30 µL --> 15 µL sample and 15 µL demi
2. 10 µL 4x sample buffer
MIX by pipetting up and down
3. Vortex very briefly
4. 5 min at 95°C, shaking lightly (450) in the meantime
5. Centrifuge for 1 min at 3000g
6. In the meantime, remove ladder
7. GLOVES
8. Place gel in tank
9. Carefully remove comb vertically upwards
10. Fill tank with running buffer (50mL stock + 450 mL demi water) at the top overflows into reservoir, fill to line
11. Inject running buffer into wells with syringe to remove gel residues
12. 6 µL rainbow
13. Pipette 25 µL sample into wells each time
16. Start electrophoresis
• Constant 250 V
• 30 min? --> approx.
-Western-
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Transfer (Bio-Rad turbo blot semi-dry transfer):
. If using pre-assembled transfer packs, place bottom stack on cassette base, then membrane (nitrocellulose), then gel, then top stack. Roll out air bubbles and close lid. Insert into turbo blot system. If using dry membrane soak in transfer buffer for 1 minute before assembly.
. Run standard programme (30 mins)
 
Blocking:
. insert into little box, and block with blocking buffer (around 20 mL) (3 % BSA in TBST --> 3 g in 100 mL gemaakt). Incubate on rocker for 1 hour at room temperature. (! Niet spoelen met water)
 
Primary antibody:
. Blocking buffer weggieten en dan nieuw zie hieronder
. Dilute primary antibody in blocking buffer (4 µL primary antibody in 20 mL blocking buffer in een falcon eerst, goed mengen), incubate at 4 C overnight on rocker.
1:5000 verdunning voor HISantibody
 Translation:
• If using pre-assembled transfer packs, place bottom stack on cassette base, then membrane (nitrocellulose), then gel, then top stack. Roll out air bubbles and close lid. Insert into turbo blot system. If using dry membrane soak in transfer buffer for 1 minute before assembly.
• Run standard program (30 mins)

Blocking:
• insert into little box, and block with blocking buffer (around 20 mL) (3% BSA in TBST --> 3 g in 100 mL made). Incubate on rocker for 1 hour at room temperature. (! Do not rinse with water)

Primary antibody:
• Pour away the blocking buffer and then replace it, see below
• Dilute primary antibody in blocking buffer (4 µL primary antibody in 20 mL blocking buffer in a falcon first, mix well), incubate at 4 C overnight on rocker.
1:5000 dilution for HISantibody
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Wash:
. Remove and keep primary antibody  in blocking buffer (freeze and it can be re-used many times)
. Wash membrane 5X 5 mins with TBST
 
Secondary antibody:
. Dilute secondary antibody (rabbit) in blocking buffer, and incubate with membrane 2 hours at room temperature on rocker.
1:50000 verdunning —> 0,4 uL in 20 mL blocking buffer
 
Wash:
. Wash membrane 5X 5 mins.
 
Visualize membrane:
. For HRP conjugated secondary antibody, follow instructions with ECL reagents (mix 1:1, pipette onto membrane and image)
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