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AdoptCell® -NK Kit (For research use only)

<Representative data>

<MATERIALS PROVIDED >

AdoptCell® -NK-F 2 R.T.
AdoptCell®-NK-M 120 mL 4°C
AdoptCell®-NK-S 1 vial 4°C
AdoptCell®-NK-B 12 mL R.T.

< MATERIALS & SUPPLIES REQUIRED >

Required:

+Human peripheral blood or Human peripheral blood mononuclear cells

(PBMCs)
Normal human AB-serum (KOHJIN BIO; 12181301)
+Ficoll-Paque™
+Phosphate buffered saline (PBS) (-)
+CD3* cell-depletion kit

(Dynabeads™ CD3, Invitrogen; 11151D)

% Please contact us if you use other products.
- Centrifuge tubes (15 mL, 50 mL conical tubes)
+ Centrifuge
+CO, incubator
+Medical refrigerator (4 °C)
+Microscope
+Pipettes and pipette tips

Optional:
+OptiPrep™

<REAGENT PREPARATION>

1. Add 1 vial of AdoptCell®-NK-S to 120 mL of AdoptCell®-NK-M.
(Store at 4°C)

2. Preparation before use : Add 5% normal human AB serum to the
medium prepared in step 1 (henceforth referred to as final medium).

<METHODS >

>Day0
% If you have PBMCs, start from step 2.

1. Isolate PBMCs from peripheral blood using Ficoll-Paque™ or
OptiPrep™,

X Please refer to OptiPrep™ Application Sheet C05.

2. Deplete CD3* cells from PBMCs. (According to the protocol of
Dynabeads™ CD3, catalog no. 11151D)

3. Adjust the density of CD3* depleted PBMCs to 5 x 105 cells/mL
using 12.0 to 15.6 mL of the final medium per an AdoptCell® -NK-F

4. Incubate at 37 °C and 5% CO, humidified incubator.

>Day9

5. Add the final medium to each flask to a final volume of 50 mL.

(If you start with 12 mL, add 38 mL of the final medium.)

>Dayl4

6.  Harvest the cultured cells into the centrifuge tube by gently pipetting
for several times.

7. Optional: When the cells are adhered, add 5 mL of AdoptCell®-NK-B
per an AdoptCell® -NK-F and wait for 3 to 5 minutes at room
temperature.

8.  Optional: Tap the side of flask and pipette gently, and collect the cell
suspension into the tube from step 6.

Note : Do not treat with AdoptCell®-NK-B for 5 minutes or more,
and do not pipette vigorously.

9. Wash the AdoptCell® -NK-F with PBS and collect suspension into the
tube from step 6.

10. Centrifuge at 500 g for 5 minutes at room temperature. Remove

AdoptCell®-NK-B by replacing with a solution, such as PBS and use
for any assays.
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1 Anti-CD3, CD56, CD16 marker Isotype control
Elow cytometric assay
PerCP/Cy5.5 anti-human CD3 antibody (BioLegend, 300430)
PE/Cy7 anti-human CD16 antibody (BioLegend, 302016)
Alexa Fluor®700 anti-human CD56 antibody (BioLegend, 318316)
PerCP/Cy5.5 Mouse IgG1, klIsotype Ctrl antibody (BioLegend, 400150)
PE/Cy7 Mouse IgG1, kIsotype Ctrl antibody (BioLegend, 400126)
Alexa Flour®700 Mouse IgG1, xIsotype Ctrl antibody (BioLegend, 400144)
Analyzed using LSRFortessa (BD) with FlowJo Ver.10.4 software
Cytolytic Assay X
% Lysis
0% 20% 40% 60% 80% 100%
K562
Raji E:T ratio=1:1
37°C,2h
Mean +S.E.
Lu99 n=3, each
HCT116

Target cells: PKH26 (SIGMA, PHK26GL-1KT)
Death cells: 7-AAD
Analyzed using LSRFortessa (BD) with FlowJo Ver.10.4 software

%Lysis= [(% of target cell lysis - % of spontaneous cell death) / (% of maximum lysis - % of
spontaneous cell death)] x100
spontaneous cell death : incubation of target cells in the cell alone
maximum lysis : treatment of target cells with 10% formalin

<FREQUENTLY ASKED QUESTIONS>

Q1.
AL

Q2.
. Although the stability of AdoptCell® NK has been confirmed in

Why do cultured cells contain a large number of T cells?

Take care that the CD3* cell proportion is less than 1% at the start of
culture.

If you use apheresis blood, we also recommend to remove CD34 *
cells.

Why do viability and activity appear to be low in vivo?

human blood, it has not be confirmed in mice, including NOG mice.
Therefore, please try intraperitoneal administration.
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I #cD3, CD56, CD16ilk Isotype control
P BRI ug/mL
PerCP/Cy5.5 anti-human CD3 Antibody (BioLegend, 300430)
PE/Cy7 anti-human CD16 Antibody (BioLegend, 302016)
Alexa Fluor®700 anti-human CD56 Antibody (BioLegend, 318316)
PerCP/Cy5.5 Mouse 1gG1, kIsotype Ctrl Antibody (BioLegend, 400150)
PE/Cy7 Mouse 1gG1, «Isotype Ctrl Antibody (BioLegend, 400126)
Alexa Flour®700 Mouse IgG1, klsotype Ctrl Antibody (BioLegend, 400144)
f# I B%#% : LSRFortessa (BD)
it : Flowdo Ver.10.4
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