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Before use, thoroughly read these instruction.

Description

When T-cell and NK-cell recognized target cells, content of the lytic
granules are secreted by degranulation. As a result of degradation, CD107
present in the membrane of cytotoxic granules expose onto the cell surface. It
follows that the detection of CD107 exposed on the cell surface lead to
indirect evaluation of secretion of the Iytic granule contents such as perforin,
granzymes and granulysin, which enables rapid assessment of cell-mediated
cytotoxicity and detection of antigen specific cytotoxic T-cells.

The method “CD107a mobilization assay” is utilized for its detection. In this
method, the cells are cultured in the presence of CD107a monoclonal
antibody after antigen stimulation, which enables sensitive detection of
CD107a.

IMMUNOCYTO CD107a Detection Kit is a reagent for detection of CD107a
exposed on the cell surface after antigen stimulation by CD107a mobilization
assay.

Intended Use

IMMUNOCYTO CD107a Detection Kit is intended for the detection of
CD107a in research samples.
For research use only. Not for use in in vitro diagnostic procedure for
clinical diagnosis.

Product Components
Each kit contains:
The following reagents are sufficient for 50 assays.

Materials Quantity
FITC labeled anti-human CD107a monoclonal antibody 240 pL x 1 vial
FITC labeled mouse IgG1 isotype control 240 pL x 1 vial
Monensin 500 pL x 1 vial
Cell suspension solution 25 mL x 2 bottles

Precautions

1. This kit is for research use only. Not recommended or intended for
diagnosis of human disease. Not for use in diagnostic procedure.

2. FITC labeled anti-human CD107a monoclonal antibody and FITC labeled

isotype control mouse IgG1 contain 0.09% sodium azide as a preservative.

Sodium azide has been reported to form potentially explosive lead or

copper azide in plumbing. To prevent forming of these compounds, flush

drains thoroughly after disposing of solutions containing sodium azide.

Monensin contains 70% EtOH. EtOH is flammable.

Cell suspension solution contains formaldehyde as fixative. Formaldehyde

is harmful, toxic, allergenic and a suspected carcinogen. Avoid inhalation,

contact with eyes, skin and clothing.
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Expiration

Please see the label of this kit.

Storage Conditions

All kit components must be stored at 2-8°C.

Materials required but not supplied

® Phosphate Buffered Saline (PBS)

® 5 mL test tubes

® Centrifuge

® Aspirator

® Pipettes and disposable pipette tips

® 96-well round microplate

® Medium (RPMI 1640 supplemented with 5-10% serum and 50 IU/mL IL-2)
® T-cell Stimulants (T-cell receptor epitope peptides, OKT3, efc.)

® Flow cytometer

Protocol

1.

2.

3.

Cells are resuspended to final concentration of 2X108 cells/mL in the
medium (RPMI 1640 supplemented with 5-10% serum and 50 IU/mL
IL-2).

Add the 150 uL of cell suspensions to each 4 wells of 96-well round
microplate.

Add Stimulant, FITC labeled CD107a monoclonal antibody and FITC
labeled mouse IgG1 isotype control to each well as the table described
below. Monensin prevent reduction of fluorescence of FITC labeled
monoclonal antibody which is internalized into an acidic endosormal or
lysozomal compartment by neutralization of the pH within endosomes and
lysosomes. However CD107a can be detected sufficiently without
monensin.

Cell suspension| Monensin Stimulant Medium | CD107a-FITC| IgG1-FITC

well 1

150 pL

(2 pL)

50 pL

2 uL

well 2

150 pL

(2 pL

50 pL

2 pL

well 3

150 pl

50 ul

2 uL

well 4

150 pl

)
(2 L)
(2 pL)

50 pL

2L

* Stimulant; T-cell receptor epitope peptide (0.04-4 pug/mL)
OKT3 (4 ng/mL)

4. Mix gently by pipetting and Incubate for 1-5 hours in a 5% CO; incubator

at 37°C.

efc.

Stimulant should be diluted with Medium.
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5. Transfer all cells to test tubes and add 2 mL of PBS (2% FCS and 0.1

NaN3) to each tube.

Centrifuge 400 X g for 5 minutes and Decant supernatant

Add 100 pL of PBS (2% FCS and 0.1% NaN3) to each tube after tapping.

If you want to multi-stain the cells with cell surface marker, add the

surface marker in this step. For example, add 10 uL of PC5 labeled CD8

and 10 ulL of PE labeled MHC tetramer.

9. Mix gently and Incubate all tubes for 15 minutes at room temperature in
the dark.

10. Add 2 mL of PBS (2% FCS and 0.1% NaNs) to each tube.

11. Centrifuge 400 X g for 5 minutes and decant supernatant.

12. Add 200-500 pL of Cell suspension solution to each tube after tapping,
and mix gently.

13. Analysis by flow cytometry.
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Figure Detection of CD107a exposed on the cell surface after antigen stimulation

HLA-A*2402 restncted CI'L line was stimulated by epitope peptide QYDPVAALF (0.01
pg/mL) n the presence of FIT C-labeled CD107a monoclonal antibody and cultured for 5

hours at 37°C. A fter culture, the cells were stained with CD8-PCS5 and HLA -A*2402

CMV pp65 tetramer-PE
Upper column and second column; Not stimulated

Third column and bottom column; Stimulated with pp65 epitope peptide
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CODE No. 4844 50 tests

Materials Quantity
FITC labeled anti-human CD107a monoclonal antibody 240 puL x 1 vial
(FITC #&i#bit h CD107a € / 7 v —F /LK)

FITC labeled isotype control mouse IgG1 240 pL x 1 vial
(FITC ¥~ A 1gGl 7 A VY XA 72 ha—)L)
Monensin (R T Y) 500 pL x 1 vial
Cell suspension solution (i & S #%) 25 mL x 2 bottles
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TAIHEAL T ary ba— & FiRICIEWVRIM L £ 9, Monensin X= 2
RY—=LRT AV —LND pH T 52 &I2X D, CD107a 43D
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Cell suspension| Monensin | Stimulant Medium | CD107a-FITC| IgG1-FITC
well 1 150 pL (2 pL) 50 pL 2l
well 2 150 pL (2 pL) 50 puL 2L
well 3 150 pL (2 puL) 50 uL 2uL
well 4 150 pL (2 L) 50 uL 2uL
I 1- ; THlZ AR h—7<X7F K (0.04-4 pg/mL)
OKT3 (4 pg/mL) Al
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5. ARERERIE Z T ENIUERISHDOF 2 —71ZB L, 2 mL @ PBS (2%
FCS, 0.1% NaN3;) 1z £7,

6. 400X g TS5y LL, EEEWRSILET,

7. MifE% 100 uL @ PBS (2% FCS, 0.1% NaN3) (28 S & E 9,

8. MifuRm I 2HUATHEATIGEIT. ZORT v FITBWTE
PR ZE N Z 9, 1 Z1F CD8-PC5, MHC Tetramer-PE % 10 pL Jil % .
BRI, B, SR T 15 KOs ST E T,

9. 2mL @ PBS (2% FCS, 0.1% NaN3;) #ZNENDF 2 — 72z F7,

10.400 X g TS5 L, EEZWSILET,

11. g% £ <1E < L7214, Cell suspension solution GHif@R#¥#&i) % 200-500
uL Iz £97,

12. 7a—H% A b A MY —IZ TR LET,
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CD8-PCs HLA-A*2402 CMV pp65 tetramer-PE

Figure Detection of CD107a exposed on the cell surface after antigen stimulation
HLA-A*2402 restncted CI'L line was stimulated by epitope peptide QYDPVAALF (0.01
pg/mL) in the presence of FIT C-labeled CD107a monoclonal antibody and cultured for 5
hours at 37°C. A fter culture, the cells were stained with CD8-PC5 and HLA -A*2402
CMV pp65 tetramer-PE

Upper column and second column; Not stinmlated

Third column and bottom colunm; Stimulated with pp65 epitope peptide
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