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Preparation of Samples and GentleMACS

Do GentleMACS only for assigned samples for Hannah/Single cell 
[bookmark: _GoBack](Lung lobe 1-2), Lung granulomas (~10). 
Process all other samples LNs, other grans, lung lobes, spleen and liver the normal way. 

Steps 1-14 for gentle macs sample. 

1. Prepare Enzyme Mix 
· Use 5-7 mls each for lung lobes
· Use 3 mls for lung granulomas
· Use the table as a guide to prepare enzyme mix[image: ]
*The enzymes are in 5065 -20C (above fridge)
*There are 2 boxes: one with larger aliquots (10+2) samples and one box with smaller aliquots (1 sample). You can take couple of smaller aliquots to LS.

2. Add Enzyme Mix to the tube appropriately.
3. Transfer tissues (lung lobes/lung granulomas) in to the enzyme mix
a. Cut lung lobe tissues in to smaller pieces if they are not already cut.
b. Make sure you don’t contaminate the cap of the C tube
4. Tightly close the C tube. Make sure the cap does not leak. It there is a leak- transfer it to a new tube. 
5. Attach the C tube upside down on to the sleeve of the gentleMACS dissociator. It attaches to the Trough.  
6. Attach the Heaters 
7. Once the tube is placed, that slot (position) on the screen will turn from “free” to “selected
8. Once the position is “selected”, use to scroll button (touch screen) to find the program you want to run.
a. The program needs to be highlighted and selected (tick on the small square box).
9. Select program (These programs are on the favorites folder)

For Lung granulomas: HPG_T_37C (~31 min)

For Lung lobes: HPG_LungTissue_large (45min)

10. Press OK and Start.
11. If the rotor gets stuck (because of tissue jamming it), a red light will blink on the slot of the tube with an error message.
a. Press the screen slot with the error message
i. A pop up window opens up with options of “retry”; “Abort” and “Cancel”. Don’t do anything with this (yet)
b.  Remove the heater (press both sides in and pull it up- DO NOT Rotate); remove the C tube (be careful- it is hard to get it out but do not rotate to remove as this will open the tube).
c. Look at the C tube. You can do one of 2 things below (or both):
i. Just wiggle/ shake the tube, invert up and down, this will bring down any tiny pieces of tissue that is stuck on the rotor. Do this if you cannot see any visible piece stuck in the blades.  Or do the following:
ii. Open the C tube, use forceps or pipette tip to take the stuck tissue out and put it in to the tube. Replace the cap. Close tightly.
d. Replace the tube in the slot, replace the heater
e. Hit “Retry”
12. When the program is done, a purple light will blink. Press the position slot on the screen- press OK. Carefully remove the heater and then the tube.
13. Apply the suspension using a pipette to a cell strainer over a 50 cc conical.
14. Wash/Rinse tube and cell strainer with 0.5ml of RPMI. Keep the 50ml conical in ice.
15. Note total volume of the homogenate (please measure it- no guesstimate). Record it.
16. Aliquot
a. 2 tubes with 250ul and freeze it- All the samples (-80°C)
b. Aliquot for CFU**
c. 200ul in lysis solution (RLT+BME) (Hannah will provide these) (-80°C)
d. Spin down the rest of the suspension
17.  Store supernatant in 2 aliquots. (-80°C)
18. For Lung lobes do RBC lysis. And wash it with PBS. Other samples continue with next step.
19. Re suspend in 500µl of RPMI with 10%FBS. Keep in on Ice
20. Count*
21. Hand over samples to Hannah/Kush
22. ** Don’t forget to plate for CFU
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10+2 samples | Per gran Per ml
RPMI 45 mls 3mls 1mls
EnzH 2700 ul 180ul 60 ul
Enz R 1350 ul 90ul 30 ul
Enz A 337.5ul 22.5ul 7.5ul
Total volume 49.3mls 3.39mls 1.09 ml
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