
37 °C 30 min

Dissect adipose tissue and 
collect it in collagenase 

solution
Cut adipose tissue with 

surgical scissors
Incubate with collagenase 

solution
Filter with a 200-µm mesh-

syringe and add DMEM-1%BSA
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Adipocytes

Pellet

Aspirate adipocytes and liquid 
layer. Wash the pellet with 

PBS-2% FBS

Centrifuge

* Centrifuge and 
remove supernatant

ACK 
lysing buffer

100mL

Incubate with  1mL of ACK 
lysing buffer and after add 

PBS-2% FBS

*Centrifuge and remove 
supernatant

**Centrifuge and remove 
supernatant

5 min5 min

bloking solution

Resuspend pellet in 200 µL of 
blocking solution and transfer 
cell suspension to a 5 mL tube

15 min

anti CD31-biotin 

Incubate with 200 µL of anti-
CD31 and anti-CD45 and after 

add PBS-2% FBS

anti CD45-biotin 

** Centrifuge and 
remove supernatant

15 min

anti biotin-
microbeads 

Resuspend with 100 µL of anti-
biotin microbeads and after 

add PBS-2% FBS

*** Centrifuge and 
remove supernatant

Deplete

**Centrifuge and remove 
supernatant

APCs 
Growth 
Medium

Resuspend pellet in 500 µL of 
growth medium

37 °C

Seed APCs in plate previously 
covered with 2.5% basement 

membrane matrix and 
incubate

Perform the negative 
magnetic separation of cells 

100 uL PBS-2% 
FBS

+ 350  uL 
PBS-2% FBS

100 uL 
PBS-2% FBS

1

2 3

Activate the pre-separation 
filter, pass the cell solution 

through the filter, finally wash 
the filter 

5 min 4 °C 400xg

5 min 4 °C 400xg

5 min 4 °C 400xg

5 min 4 °C 400xg


