Ribosome/subunits preparation of T. thermophillus 

1. Streak out T. thermophilus onto a TEM (ATCC Thermus Enhanced Medium) plate and incubate at 65 C.
2. Start a 10 ml TEM culture from a single colony and shake overnight at 65 C.
3. Dilute overnight culture 1:100 in 70 ml TEM and aerate at 65 C to mid-log to late-log phase.
4. Let cells cool to room temperature on bench. (for subunits) (For polysomes make sure you quick cool)
5. Pellet in centrifuge at 10,000 RPM for 10 mins (camberg lab).
6. Remove supernatant & resuspend pellet in 3 ml wash buffer without lysozyme: 

25 mM Hepes pH 7.6		1 ml 1M Hepes pH 7.6
0.6 mM MgCl2					24 uL 1M MgCl2
100 mM NH4Cl					0.8 ml 5M NH4Cl
20 % sucrose	 				8 g
H2O to 40 ml

7. Pellet in centrifuge at 10,000 rmp for 10 mins. (camberg lab)
8. Remove supernatant and resuspend in 300 l lysozyme solution (wash buffer plus 200 g/ml lysozyme).
9. Transfer to 1.5 ml Eppendorf tube and freeze-thaw five times in dry-ice and warm water.
10. Add, on ice, 0.8 ml detergent cocktail, made fresh. (again, low mg for subunits be sure to adjust for other uses)

25 mM Hepes pH 7.6		0.25 ml 1M Hepes pH 7.6
0.6 mM MgCl2					6 uL 1M MgCl2
100 mM NH4Cl					0.2 ml 5M NH4Cl
0.6% Brij 58					1 ml Brij 58 (6 %)
0.2% deoxycholate			20 mg deoxycholate
20 l							Worthington DNase I 1 mg/ml
									H2O to 10 ml

11. Incubate 30 minutes on ice.
12. Spin at max speed for 10 minutes. Transfer supernatant to 1.5 ml microfuge tube, take A260.
a. Dilute sample 1:100 in water and take A260.





Solutions to prepare 
1. Ribosome buffer (25mM Hepes pH 7.6, 0.6mM MgCl2, 100mM Nh4Cl) *** make sure at the end any dilutions are done in ribosome buffer and not wash buffer because of the sucrose***
· To a sterile 50mL conical tube, add 1 ml of 1M Hepes pH 7.6, 24µl 1M MgCl2, 800µl 5M NH4Cl.
· Q.s to 40mL

1. Wash buffer (25mM Hepes pH 7.6, 10mM MgCl2, 100mM Nh4Cl, 10% sucrose)
· Add 20% sucrose to the wash buffer.
