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Abstract

Mouse brain tissue contains a variety of nerve cells, and the brain tissue is very fragile. How to

dissociate the mouse brain tissue and successfully perform flow cytometry sorting to obtain high-activity and high-

purity cell samples is of great significance for subsequent research on the pathogenesis of brain related diseases. In

this paper, the whole process from sample pretreatment to flow cytometry sorting is described in detail, which pro-

vides technical references for subsequent single-cell sequencing and other related experiments.
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Table 1 The major reagents

EvilEAR N ] i)
Name of reagent Company Product code
Papain Sigma P4762
DNase I Sigma DN25
DMEM Gibco 11965-092
10x PBS Sangon Biotech E607016
Cell staining buffer Biolegend 420201
DAPI Beyotime C1002
Percoll GE 17-0891-02
HBSS Hyclone SH30031.02
RBC lysis buffer (10%) Biolegend 420301




270

- ARG T AR AR LR -

W, AR 5 A ANED 5 240 . B ALK
£ 5 mLIFRES QA B ) Pug BT pl 2~3 mm’
PI/NER, BTk B, AT RS, SR MEAR
IIAN2 mLyEAIR, 5T 45 55 1 A0 B (Mltenyi 2 \]) A,
B T4 H S H A #E (Miltenyi A 7] ), K 37C-M-
LIDK- 127, 427 551408930 xg, HAk15 min/5 1%
1EVH AL, PTULYE AR O ARV, FE M SRR e 4 i
FRELL R . YAk S AR B R T 40 pmdiE i
JE, B o 1 mLyES 285 R R i T, B iE .

R L B A B, BT KPR TR O AL
W, 4 °C. 450 xg&0»5 min, 712 EiE. TIA2 mL
HBSSH 41l TTE, 4 °C. 450 xgB.[»5 min, F2<
g BU1S mLE O, A4 mL 30% Percolli
W, EEMMITIE, 4 °C. 600 xg 0215 min, 7] W, _E
JRIEEEOREHA L, T Z 2 MyiE, AR
B EE AR A Y. FNS mL PBSHE &

(A) -
50 000 —
3 40000 .
2 1
S 30000+ 1
g | |
'g 20 000 = .
z |i2|
10 000 —
0 T T
N Vv
& &
'QQ' N
&
(B)

100 um

A F AR B AR AR R, B A3 YOS s
J.

PUVE, 4 °Cy 450 xgB&05 min. I 1x ZL4H 241
2 mL, = IEAEH 10 min, JIA2 mL PBSZ 12417,
4°C, 450 g L»5 min, 325 L3, MA200 uL PBS
R, RA)EHL10 uL, JIN10 uL AO/PIHEL, TR
5] Ja N0 AR BOR 1) /N EE N, AN B0 48 v E A
CountstariB ARG N, AT R Gkl 4 &1 0015 21 20
T P AR R A

1.33 AX@miesik  RAEAFE T BT 4
ST, TR R S RN 2. AT
P& 15 2 HR 3 14 08 B 8 B /5 (10 Genomics) )
TG PR TR SR I D B R ) AR T i v S i ) i
e HIETE . IR AR DAPL, i 2K 2R
1 ng/mL, DAPIFAH VGG HE, 1 A i =05 i i 4k
o A M ESHE R FTIFAXER AR FRUE, ¥6 L
JoH 1x PBSHIA BB AN - AT TFHLER ST, 5
BVCCT AR T S, R 1T A A ) R 8 3R (drop

70

65

JT T
!

Activity of total cells /%

554

50 T T

100 pm

I8 B P EEAREZEROR, *P<0.05. B: AO/PIR RN Jr, St RARIE AL, 2 AR AL

A: the number of live cells and the activity of the total cells, values are expressed as ¥+s of three independent experiments, *P<0.05. B: characteristic
images after staining with AO/PI, green represents live cells, and red represents dead cells.
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Fig.1 The number of live cells, cell viability and morphology after enzyme digestion of the two formulas
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The percentage of cells in the FSC-SSC plot before sorting was 58.9%, and the percentage of live cells (DAPI') was 92.2% (A), and the percentage of
cells after sorting was 94.9%, and the percentage of live cells (DAPI") was 96.3% (B).
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Fig.2 Comparison of cell activity before and after flow cytometry sorting
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A: cell morphology before flow sorting, the left picture is the bright field, the right picture is the photo after staining by AO/PI, green represents live

cells, and red represents dead cells; B: cell morphology after flow sorting, the left picture is the bright field, the right picture is the photo after staining

by AO/PI, green represents live cells, and red represents dead cells; C: cell activity ratio before and after sorting calculated by fluorescence counter, the

percentage of live cells before sorting is 72.92%, and the percentage of live cells after sorting is 93.45%. Values are expressed as X¥+s of three indepen-

dent experiments, *P<0.05.
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Fig.3 Cell morphology and cell activity ratio before and after flow sorting detected by fluorescence counter
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