DEFND Protocol on GBM Tissue
1. Prepare reagents:
· LIS solution (100 mM lithium diiodosalicylate (Sigma: D3635) in H2O)
· 100 mM DTT
· Nuclei Isolation Buffer (NIB)
· 500 µL Tris (1M) pH 7.0
· 100 µL NaCl (5M)
· 150 µL MgCl2 (1M)
· 500 µL 10% Igepal
· 48.75 mL H2O
· Pefabloc (1 mg/mL) in H2O
· Nuclei Wash Buffer Stock
· 49.35 mL H2O
· 500 µL Tris (1M pH 7.0)
· 150 µL MgCl2 (1M)
· Nuclei Wash w/RNAse inhib
· 10 mL Nuclei Wash Stock
· 20 µL SUPERasin
· DEFND Buffer (200 µL)
· 50 µL Pefabloc (1 mg/mL)
· 25 µL SUPERasin
· 125 µL LIS solution (100mM)
· 800 µL NIB
· 10x Nuclei Buffer
· 5 µL 10x Genomics 20x nuclei buffer
· 1 µL DTT (100mM)
· 2.5 µL SUPERasin
· 91.5 µL H2O
2. Pre cool a centrifuge to 4 °C
3. Fill homogenizer with 1 mL DEFND Buffer. Place homogenizer on ice.
4. Place tissue in solution
5. Dounce 5x with tight (A) and 5x with loose (B) homogenizers
6. Incubate 5 minutes
7. Add 10 mL of Nuclei Wash w/RNAse inhib
8. Put 5 – 10 35 µm filters on ice
9. Filter homogenized product through 35 µm filters
10. Combine filtrate and spin down 300 g for 5 min at 4 °C
11. Carefully remove supernatant
12. Resuspend in 10 – 100 µL of 10x Nuclei Buffer, pipette mix at least 20x
13. Take 5 µL of nuclei and mix with 5 µL of SYBR 2x. Deposit the 10 µL into a Countess slide and count nuclei
14. Calculate the appropriate cell number and follow the 10x Genomics Multiome (10x Genomics #1000285, #1000230, #1000215) protocol


DEFND Protocol on Adherent Cultured Cells
1. Prepare reagents:
· LIS solution (100 mM lithium diiodosalicylate (Sigma: D3635) in H2O)
· 100 mM DTT
· NIB
· 500 µL Tris (1M) pH 7.0
· 100 µL NaCl (5M)
· 150 µL MgCl2 (1M)
· 500 µL 10% Igepal
· 48.75 mL H2O
· Pefabloc (1 mg/mL) in H2O
· Nuclei Wash Buffer Stock
· 49.35 mL H2O
· 500 µL Tris (1M pH 7.0)
· 150 µL MgCl2 (1M)
· Nuclei Wash w/RNAse inhib
· 10 mL Nuclei Wash Stock
· 20 µL SUPERasin
· DEFND Buffer (200 µL)
· 10 µL Pefabloc (1 mg/mL)
· 25 µL LIS solution (100mM)
· 5 µL SUPERasin
· 160 µL NIB
· 10x Nuclei Buffer
· 5 µL 10x Genomics 20x nuclei buffer
· 1 µL DTT (100mM)
· 2.5 µL SUPERasin
· 91.5 µL H2O

2. Pre cool a centrifuge to 4 ºC
3. Rinse cells with 10 mL PBS
4. Suspend cells by adding 3 mL TrypLE or enough to cover the cell containing dish
5. Place dish in incubator for 5 minutes or until cells are no longer adherent
6. Add 10 mL PBS
7. Spin cells down (300 g for 5 min)
8. Remove supernatant
9. Add 200 µL DEFND Buffer, mix, place tube on ice for 5 minutes
10. Add 10 mL Nuclei Wash w/RNAse inhib
11. Spin nuclei down (300 g for 5 min)
12. Resuspend in 10 – 100 µL of 10x Nuclei Buffer, pipette mix at least 20x
13. Take 5 µL of nuclei and mix with 5 µL of SYBR 2x. Deposit the 10 µL into a Countess slide and count nuclei
14. Calculate the appropriate cell number and follow the 10x Genomics Multiome (10x Genomics #1000285, #1000230, #1000215) protocol


LAND (gDNA Only) Protocol with Adherent Cells
1. Prepare reagents:
· LIS solution (100 mM lithium diiodosalicylate (Sigma: D3635) in H2O)
· 100 mM DTT
· [bookmark: _GoBack]Nuclei Isolation Buffer (NIB)
· 500 µL Tris (1M) pH 7.0
· 100 µL NaCl (5M)
· 150 µL MgCl2 (1M)
· 500 µL 10% Igepal
· 48.75 mL H2O
· Pefabloc (1 mg/mL) in H2O
· Nuclei Wash Stock
· 49.35 mL H2O
· 500 µL Tris (1M pH 7.0)
· 150 µL MgCl2 (1M)
· LAND Buffer (1 mL)
· 10 µL Pefabloc (1 mg/mL)
· 25 µL LIS solution (100mM)
· 160 µL NIB
· 10x Nuclei Buffer
· 5 µL 10x Genomics 20x nuclei buffer
· 1 µL DTT (100mM)
· 94 µL H2O
2. Pre cool centrifuge to 4 °C
3. Rinse cells with 10 mL PBS
4. Suspend cells by adding 3 mL TrypLE or enough to cover the cell containing dish
5. Place dish in incubator for 5 minutes or until cells are no longer adherent
6. Add 10 mL PBS
7. Spin cells down (300 g for 5 min)
8. Remove supernatant
9. Add 200 µL LAND solution, mix, place tube on ice for 5 minutes
10. Add 10 mL Nuclei Wash 
11. Spin nuclei down (300 g for 5 min)
12. Resuspend in 10 – 100 µL of 10x Nuclei Buffer, pipette mix at least 20x
13. Take 5 µL of nuclei and mix with 5 µL of SYBR 2x. Deposit the 10 µL into a Countess slide and count nuclei
14. Calculate the appropriate cell number and follow the 10x Single Cell ATAC (10x Genomics #1000176, #1000162, and #1000212) protocol

