B3k 8 3a%

sk R HES
— F IR A
— TR W VA e
— RS A AT 5 A
— P Y R
— APV 5T VAE R

R A i

W Pe IR TR
§ﬁﬁ%§LWW% i
0k AR TR — § — = R s
- ﬁb By LS
— AR 5T 1A ~ PRAE
— VAT g
— TR R 5 A




AL

fmPe 5 Vg

 See if phagocytes (granulocyte and
monocyte) can phagocytose pathogenic
bacteriae, 1e E. coli.

» Bacteria markers: fluorescein.
» Leukocyte markers: PI.

2 x 106 pl whole incubate pracisely for
bleod at 0°C 10 min. at 37,0°C

+20pl fMLP
at 0°C
+20pl bacteria
at 0°C ¢
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Gated granulocytes

98% positive cells
Mean fluorescence in channel 1154
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Gate on granulocytes Green fluorescence (FITC)

FACScan - FACS Calibur

20° light scatter
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Fluo-3
Caledn

| Alexa 488

27+ 167 light scatter

“Size”, refractive
index
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Bacteria storage 1s important.

Effector cell viability 1s important.
Discrimination of internal/external bugs

— Quenching by icy cold acidic trypan blue soln.
— PBS Washing twice.

— FACSLyse and one more PBS washing.

Helpful with DNA staining of leukocytes.

Ineubation Tieme (min) 3t 37°C




| 0°C Contrel

] Incaubirtion 18 min 37C

¢ Contral

Incaubation 10 min 37°C
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Phagocytic Vacuole
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NK mPz & *k 4

» See if NK cells can launch a cytotoxic
attack to target tumor cells, 1€ K562 cells.

* NK markers: CD16 and/or 56
 Viability markers: PI

NK mPz & »& 4

Isclation of monenuclaar cealls Mix effector cells (100 pl) and target cells
from whola blood by density (100 pl) at defined E: T ratios
gradient centrifugation. Control tube

+50 pl of
- DNA STAINING
Before After . SOLUTION at
centrifugation = Test tube 0°C, 10 min
e with IL-2 incubation
] Incubate for
2 h at 37°C




25%
|

x |
Target and effectorcells 7 i ‘ '
£ . e




NK 4m P& & Fk 4

Discrimination of target and |° ‘

effector cells

Fluorescence |

27+ 167 light scatter

“Size”, refractive
index

FACScan - FACS Calibur

20° light scatter

“Grranularity™
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TOTO-1
TO-PRO-1
Fluo-3
Caledn

Alexa 488




Effector and target
mixture

(E:T ratio=50:1)
24,4 % dead target

i 103 g3

Fluorescence 3

Effector and target mixture
(E:T ratio=50:1) with added IL-2
41,6 % dead target cells

Fluorescence 3
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Incubation Time (min}

E : T Ratio
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Can pre-labled K562 cells and stored for
later use.

Viability of both effector and target cells is
important.

E/T ratio needs adjustment.

Presumption: all dead cells are killed by NK
cells (Cytometry 12:717-722).

11



