i E A AE Y 2424 9] Chinese Journal of Cell Biology 2023, 45(4): 680-687 DOI: 10.11844/cjcb.2023.04.0013

HFMR

“I\NER BB R ABE AR A EIFIE A ERE R
M AN ZEREHIE N SRR

"#EE" MAL FREGFER BT FHE T4t #F HE

(WL RFEFRASLHARF G, bl 310058)

HE  wTAKK@IAREA T F AR & AL AR AR 3 e 5, % AT
KREBHFHAZAH KRBT T H ZNIREK, LT 9D RIRIEE oo BR KR 4 &7 ik AL AKX
L AAT M B LA R, F R RO RBRRARI AT, B mle B R AR &7 =(F3h
BB, AsEE). AX@ISETE. MR F TR, M B2 AR & 5ire. AKX
RBARAE . BB AT(TH E an e ARG 2 BF)F § AN dmaf B, I B S R AR B 77 ik SR 3t Rty
FAUAT T IR0, MR ET FRHFHRINZ, A0 RFET AXNBRARLE SBRHE Foft i F
HEZ IR, RFAF AT EGAXBEAREL, I T A5 D 5L 5, Am H3ERE
SAVEEFA T AR 7).
KR UM TR, B SR R, Sea B

Establishment and Preliminary Study of Comprehensive Experiment of
“Different Preparation Methods and Flow Cytometry Detection of Mouse
Spleen Single Cell Suspension”

HUANG Yingying*, XING Yueting, Sawuti Ayixibu, YANG Dan, LI Yanwei, WANG Jiajia, GUO Chun, ZHOU Nan
(Core Facilities, School of Medicine Zhejiang University, Hangzhou 310058, China)

Abstract Due to the complexity of sample preparation, instrument manipulation and data analysis in-
volved in FCM (flow cytometry) applications, beneficial explorations on the content and form of FCM experimental
teaching were conducted. Accordingly, a comprehensive experiment of “different preparation methods and FCM
detection of mouse spleen single cell suspension” has been established. The new method can not only include sam-
pling of mouse primary tissue, different preparation methods of single-cell suspension (manual dissociation, auto-
matic dissociation), flow cytometer counting, microscopic observation, etc., but also cover many knowledge points,
such as color matching and labeling of antibodies in FCM, operation of flow cytometer, data analysis (cluster of
T lymphocyte subsets), etc. The influences of different dissociation methods on the experimental results were dis-

cussed. It greatly improves the effectiveness and quality of experimental teaching, gives full play to the important
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supporting role of FCM in teaching and scientific research in colleges and universities. Based on these lessons, stu-

dents can learn the complete technology chain of FCM, which enhances their scientific research ability and creativity.

The comprehensive experiment would provide impetus for the cultivation of compound scientific research talents.
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Fig.1 Workflow as a schematic description
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Fig.2 Comparison study of cell numbers under different dissociation conditions
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A: the sample obtained by manual dissociation, and observed at 0 h after loading; B: the sample obtained by automatic dissociation, and observed at 0 h

after loading; C: the sample obtained by manual dissociation, and observed at 0.5 h after loading; D: the sample obtained by automatic dissociation, and

observed at 0.5 h after loading.
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Fig.3 Morphological observation of cells after different dissociation methods
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Fig.4 Comparison study of cell survival rate under different dissociation conditions
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Table 1 The panel for flow cytometry

REW RNE IR Mg IOIN V2§ KRG SelE T

Markers ~ Reactive species Fluorochrome Purpose Excitation max /nm Emission max /nm Clone No.

FVD Mouse BV421/Pa’cific Blue  Live/dead 404 446 —
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—RKE.
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A: the sample obtained by manual dissociation; B: the sample obtained by automatic dissociation. Aggregate gates were used to exclude cell and/or dye

aggregates prior to identification of lymphocytes. Following identification of singlets, viable cells were differentiated from nonviable cells. Afterward,

TCRB'CD4" and TCRB'CD8" T cell subsets were identified.
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Fig.5 Analysis strategy of T lymphocytes subsets in mouse primary spleen
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Fig.6 Comparison study of the ratio of CD4", CD8" T cells under different dissociation conditions
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