Spleen layered dissociation				5/9/18

Protease Mix (make 2 tubes)
7.5 mg/mL Coll. A (75 µL of 100 mg/mL) Sigma, 10103578001
7.5 mg/mL Coll. Type 4 (75 µL of 100 mg/mL) – Worthington, CLS-4
100 µg/mL soybean trypsin inhibitor Sigma, 10109886001
125 U DNAse (5 µL) (Applichem, A3778)
5 mM CaCl2 (5 µL of 1 M CaCl2)
740 µL DPBS	(no Ca, Mg)

Protocol
1. Chop tissue coarsely (~30 secs) using razor blade, on ice.
2. Add ~12 mg chopped tissue to 1 mL enzyme mix.
3. Incubate tube on ice. Triturate 10X every 2 mins and shake every min.
4. Monitor digestion using slide/scope.
5. After ~10 mins of digestion, let tissue chunks settle for 1 min on ice & remove 80% of supernatant with released cells & filter using 30 µM filter on 50 mL conical, on ice. Rinse filter w/5 mL PBS/0.04% BSA. Save filter and 50 mL conical for next steps.
6. Add additional 1 mL enzyme mix to tissue chunks. 
7. Continue to triturate 10x every 2 minutes and shake every minute while incubating on ice, for 10 additional minutes. 
8. Remove entire volume and apply to the same 30 µM filter on 50 mL conical. Rinse filter w/5 mL PBS/0.04% BSA. 
9. Transfer flow-through to 15 mL conical. Spin 650 g for five minutes at 4 C. Remove supernatant (down to ~100 µL). 
10. Perform RBC lysis: add 1 mL RBC lysis buffer to cells and triturate 10X. Let sit 3 minutes on ice. Add 13 mL PBS/BSA 0.04%
11. Spin 650 g for 5 mins at 4 C. Remove supernatant and re-suspend in 1 mL PBS/BSA 0.04%.
12. [bookmark: _GoBack]Examine using hemocytometer w/trypan blue and adjust cell concentration to 1000 cells/µL for 10X Chromium or 100 cells/µL for DropSeq.
