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Materials for 1 swab (with overages):
· 2.5 mL of DMEM + 10 mM DTT (made fresh)
· 3.5 mL of Accutase 
· 6 mL RPMI
· 8 mL quenching media containing RPMI + 10% FBS + 4 mM EDTA
· 2 mL RPMI + 10% FBS
· 15 mL conical labeled Tube B containing 5 mL RPMI
· 1.5 mL tube labeled Tube B, empty
· 1.5 mL tube labeled Tube C, with 1 mL RPMI + 10 mM DTT
· 1.5 mL tube labeled Tube D, with 1 mL Accutase
· 50 mL conical
· 70 µm strainer that fits 50 mL conical
· 1.5 mL tube labeled Tube E
· Forceps and scissors
· Thermomixer set to 37ºC, agitating at 300 rpm
· 10 µL trypan
· NI hemocytometer
· 96 well plate for counting
· RLT + 1% BME
· Cryovials for population lysates


Samples have been collected using a nasal swab and frozen using a slow-cooling device in 90% FBS + 10% DMSO in a 1.7 mL cryovial in -80ºC, stored in LN2.


1. Rapidly thaw cryovial in hands or thermal block set to 37ºC.
2. Tube A (the cryovial):
a. Remove swab from cryovial using forceps, trim swab handle using scissors if necessary
b. Place swab in Tube B 15 mL conical, dip briefly to rinse swab
c. Move swab from Tube B 15 mL conical to Tube C (continue below Tube C)  
d. Transfer liquid in Tube A to Tube B 15 mL conical
e. Using ~ 1 mL RPMI from Tube B 15 mL conical, wash Tube A, collect washing in Tube B 15 mL conical
f. Discard Tube A
3. Tube B:
a. Centrifuge 15 mL conical Tube B at 400g for 5 minutes at 4ºC
b. Remove supernatant with serological
c. Resuspend pellet in 1 mL DMEM + 10 mM DTT
d. Transfer suspended cells to the 1.5 mL Tube B 
e. Place Tube B 1.5 mL ependorf on thermomixer (37ºC, 300 rpm)
f. Incubate for 15 minutes
g. Centrifuge at 400g for 5 minutes at 4ºC
h. Remove supernatant with P1000 pipette
i. Resuspend pellet in 1 mL Accutase
j. Place Tube B 1.5 mL ependorf on thermomixer (37ºC, 300 rpm)
k. Incubate for 30 minutes
4. Tube C:
a. Place Tube C on thermomixer (37ºC, 300 rpm)
b. Incubate for 15 minutes
c. Place swab in Tube D (continue below Tube D)
d. Centrifuge remaining liquid at 400g for 5 minutes at 4ºC
e. Remove supernatant with P1000 pipette
f. Resuspend pellet in 1 mL Accutase
g. Place Tube C on thermomixer (37ºC, 300 rpm)
h. Incubate for 30 minutes
5. Tube D:
a. Place Tube D on thermomixer (37ºC, 300 rpm)
b. Incubate for 30 minutes
6. After Tube B, Tube C, and Tube D have finished their 30 minute incubation:
i. Note: in practice, we wait until all tubes have finished and synched up, and leave tubes on incubation for longer than 30 minutes (maximum 50 minutes)
a. Place 70 µm filter in 50 mL conical
b. Wet filter with 3 mL quenching buffer (RPMI + 10% FBS + 4 mM EDTA)
c. Pipette contents of Tube B, Tube C, and Tube D onto filter (do not discard original tubes)
d. Use 1 mL of fresh quenching buffer to wash each Tube B, Tube C, and Tube D. Agitate the swab in Tube D in the quenching buffer to ensure full rinse
e. Add quenching buffer from washes to filter
f. Wash filter with additional 2 mL quenching buffer
g. Discard filter, cap 50 mL conical
h. Centrifuge 50 mL conical at 400g for 10 minutes at 4ºC
i. Remove supernatant with serological
j. Transfer cells in residual volume (often ~500 µL) to Tube E (1.5 mL tube)
k. Wash 50 mL conical with 500 µL RPMI + 10% FBS, transfer washing to Tube E
l. Centrifuge Tube E at 400g for 5 minutes at 4ºC
m. Remove supernatant with P1000 pipette
n. Resuspend pellet in 200 µL RPMI + 10% FBS
7. Count cells from Tube E
a. In 96 well plate, add 10 µL trypan
b. Add 10 µL cells from Tube E to well containing trypan
c. Pipette to mix cells in trypan, transfer 10 µL to hemocytometer port
d. Count viable cells across 4 quadrants
e. Record total cell number and cell concentration
f. Take photo of cells at 20x


Load 20,000 viable cells on Seq-Well array 
	* or total volume of Tube E if total cell count is lower than 20,000 


Population lysates:
1. Label cryovials and add 100 µL RLT + 1% BME to each tube
2. Add 20,000 viable cells to each population lysate 
3. Snap freeze on dry ice for at least 10 minutes
4. Transfer to -80ºC
