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SMZE 2M(flow cytometry)
: An essential tool for immunological studies

metry

: The measurement (-metry) of (cyto-) characteristics and properties
(flow)

n

\7/; ¢ Each type of immune cell differentially

_4

(7 expresses marker proteins
Al Oy
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------- 0 @,@fj CD3
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B DCc— A
AM AR\ FcgRII(CD32)

Zazara et al., 2022, Semin. Immunopathol.

... allows for the identification and characterization of immune cell subsets

within a heterogenous population...!
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Fluorescence
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How to prepare?

9. Multiple cells

Fluorescence
channel 1
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+ Digestion
Solution

Incubate 37C r——
% ‘ &
Pipette to mix
Digested mixture every 15mins
l Filter
—
Pellet ACK Lysis Wash =
+ Aspirate Pellet =
+Media T
Filtered cells Single cell

suspension

Drescher et al., 2021, biomedicines



30
=
Hl
el
1x
mjo
40
rot

M= F=H| - €Y (blood)

| White Blood Cells
Red Blood Cells Platelets (Leukocytes)

Cited from freepik, brgfx
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Cited from Personalized Epigenetics, 2015



SSC-A

Whole blood vs PBMC

Whole blood anaylsis PBMC isolation
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Whole blood preperation

Wait 5to 10 min &

o Centrifugation
Mix with >

\%4

Blood RBC lysis Cell pellet
buffer

Mitrogen E@on-w’ﬁ‘f"

U
Bioscience™ 1x RBE Lysis Buff®

(7DW 06-08 Eé%‘: -
/ carbonic
NH,Cl1 =

"HCO,

Drescher et al., 2021, biomedicines



PBMC preperation

]
Blood Centrifugation —r—Plasma
) =>»PBMCs
Density Gradient Medium \H_’_

(Density : 1.077 g/mL) [~ Density Gradient Medium
'\Granulocytes, Erythrocytes

Table 1. The specific densities and effective radii of common blood components.

Blood cell type Specific density(g/mL) Effective radius (um)
| IMonocyte ~ 1.067-1. 67'7['25]'1 6-7.5[23]
| Lymphocyte 1.073-1.077[22] I 3—6[23]

TBasophii  1.072-1.078[24] 4.5-5[23]

Neutrophil 1.08—-1.09[25] 6—7.5[23]

Eosinophil 1.09-1.1[25] 6—7.5[23]

RBC 1.098[26] 2.63 (oblate spheroid)

Moen et al., 2016, PLOS ONE



PBMC preparation — Real practice

Cell culture hood



Real practice — Whole Blood Lysis
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Real practice - PBMC isolation

Density gradient medium

(Lymphocyte separation medium, LSM)
4

Density = 1,077 -1.080 g/mi. @ 20°C
[ 15122009

]

"
Cat. LB 001-02 500 mi ﬁ
Lot LB01232202 Exp.06/'25

Store at 15 to 30°C :
For in vitro use only n i

v

®  Mix blood with PBS 1:1 *




Single cell
suspension
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FACS staining

Add mixture of
multiple antibodies
labeled with different
fluorescence

Single cell suspension
labeled with fluoresence



FACS staining

Add antibody mixture
to single cell suspension
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:. Multiple cells

Excitation Laser

M= 24 714

To computer >
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BV421 BV510 BV605 BV650 BV711
(421nm) (512nm) (602nm) (647nm) (711nm)

Molecule CDS8 CD4

Violet Laser Bv421 BV605 BV650 BV711
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M= 24 714
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Xiaoyan et al., 2019, BMC Nephrology
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Compensation

Bv421 BVv510 BV605 BV650 BVv711
Molecule CDs8 CD4
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Compensation

CD8 (BV605)

Filter 610/20

Violet Laser
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BV605 channel

CD4 (BV650) BV650 channel

Filter 660/20




Compensation
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