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Digestion buffer:
Neuro complete media
Collagenase type3

1.5 mg/ml

Dnase 1.5 ul/ml

Incubation time
40 min

Matrigel coating

( gel: neuron complete media = 2:1)
1 mouse/ 1 well in 24 well plates
Every 3-4 days media change
Culture for 14 days

Centrifuge
1800 rpm, 5 min

0.25% trypsin 5 ml
Incubation time 5 min

Washing buffer: DW 1L + HBSS 13 + HEPES 10ml +PS 5ml

Neuron complete media: Neuro basal media 500ml + B27 500ul + glutamate 500ul + PS
500ul

Digestion buffer (3t7}F2]3): neuron complete media 10ml+ Dnase 15mg + Dnase 15ul

Seeding 1A]7F A Matrigel & " #] plating (neuron complete media: matrigel = 2:1)
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3. Washing buffer & wash % centrifuge 1800rpm, 5min

4. Digestion buffer o] &&& Y1 WEZE ZE 3 40min 37% incubate
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5. PBSE 50ml 7FA] A|-$-11,Centrifuge 1800rpm, 5min %

0.25% Trypsine bml ¥ il 5%3F water bathel incubate

6. PBSE 50ml 7}#] A%, 7% strainer = &t}

7. Centrifuge 1800rpm, bmin

centrifuge

% neuron complete media = 3FH ©] washingd}al

8. Neuro complete media®= cell culture
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Effect of Neural Conditioned Medium on Macrophage Phenotype

Supernatants were collected  Add supernatant 15%
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Neuron culture Neuron culture media change
for 7 days for 1day
(Neuron complete media) (Opti MEM media)
Component:
L-alanine

L-Arginine hydrochloride
L-Asparagine-H,0
L-Cysteine
L-Histidine hydrochloride-H,0
L-Tyrosine
Calcium chloride
Ferric Nitrate
Sodium Phosphate monobasic
Zinc Sulfate
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to BMDMs culture

serum reduced media Opti-MEM 200
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A3of, Cell & westernblot ¥ RT-PCR
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Mouse enteric neuronal cell development (Day 8)

Culture enteric neuron cells from13-week-old mouse for 8 days

20191203 seeding -> 20191211 (8 days)
Matrigel coating, enzyme (collagenase type 3 1.5mg/ml, DNase | 1.5mg/ml)
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Culture enteric neuron cells from 6 month old mouse for 8 days

20200109 seeding -> 20200122 (8 days)
Matrigel coating, enzyme (collagenase type 3 1.5 mg/ml, Dnase 1.5 ul)
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Effect of Neural Conditioned Medium on Macrophage Phenotype

+M-CSF (8 days) +Neuron sup
@ —— > Cell density observation
bone marrow cells 72h

Macrophages




