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Protocol
Cat. No. CS1001

Human CD3+ T Cell Isolation Kit (Negative Selection) 

Introduction

The Human CD3+ T Cell Isolation Kit (Negative Selection) is used for the isolation of CD3+ T cells from human 

peripheral blood mononuclear cells (PBMCs) by negative selection. The isolation principle of this kit is to label 

unwanted cells with the biotin-labeled monoclonal antibody mix, and then add streptavidin-labeled magnetic 

beads to remove unwanted cells. Isolated cells are high-purity CD3+ T cells. 

This kit is easy to use and does not require a separation column, which only requires a magnetic separator to 

isolate cells in as little as 15 min. And the purity of the sorted cells can reach more than 95%. At the same time, 

the obtained cells are not labeled with antibodies and magnetic beads, so they will not be abnormally activated 

and will not affect downstream experiments.

Components and Storage
                           Size 50 Assays (for 5×108 

cells)
100 Assays (for 109 

cells)
Storage 

Components

Biotin-Antibody Mix 100 μL 200 μL 4°C

Streptavidin Beads 1 mL 2 mL 4°C

Shipping: Blue ice                           Shelf life: 1 year

Protocol

1. Preparation of sorting buffer: The sorting buffer is PBS containing 2 mM EDTA and 2% fetal bovine serum 

(FBS), where 2% fetal bovine serum (FBS) can be replaced with 0.5% BSA. Sorting buffers need to be 

sterilized by 0.22 μm filter.

2. Preparation of human PBMCs: Use Ficoll density gradient centrifugation to obtain PBMCs from human 

peripheral blood, then wash PBMCs with PBS and centrifuge. Resuspend PBMCs in the sorting buffer and 

adjust the cell density to 1×108 cells/mL. 

3. Antibody incubation: Transfer 100 μL of cell suspension (1×107 cells) to a sterile tube, then add 2 μL of 

Biotin-Antibody Mix to the tube. Mix well and incubate at 4°C for 10 min. 

*Note: Please add the cell suspension directly to the bottom of the tube, not along the wall of the tube. Depending on the magnet 

used, centrifuge tubes can also be used for sorting. If more cells need to be sorted, scale up the volume of the Biotin-Antibody Mix. 

4. Magnetic bead washing: Resuspend Streptavidin Beads by vortexing and shaking. Take an appropriate 
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Protocol
Cat. No. CS1001

Humannnnnnnnn CCCCCCCCCCCCCCCCCCCCDDDDDDDDDDDDD333333333333++++++++++++ TTTTTTTTTTTTT Cell Isolation Kit (Negative Seellllllllleeeeeeeeeeeeecccccccccccccccccttttttttttttiiiiiiiiiioooooooooooonnnnnnnnnnnnnnn))))))))))) 

Introductiiiiioooooooooonnnnnnnnnnnnn

The Human CD3++ T Cell Isolation Kit (Negative Selection) is used for the isolation of CD3+ T cells from human 

peripheral blood mononuclear cells (PBMCs) by negative selection. The isolation principle of this kit is to label 

unwanted cells with the biotin-labeled monoclonal antibody mix, and then add streptavidin-labeled magnetic 

beads to remove unwanted cells. Isolated cells are high-purity CD3+ T cells. 

This kit is easy to use and does not require a separation column, which only requires a magnetic separator to 

isolate cells in as little as 15 mimmimimimimimimmmmm n.n.n.n.n.n.n.nn.n AAAAAAAnd the purity of the sorted cells can reach more than 95%.%.%.%.%.%.%.%.%.%%. AAAAAAAAAAAAt t t ttttt t tt thttt e same time,

the obtained cells are nnnnnnnnnnotototototototototottttotttt llllllllaabababababaaabababababababaaababeleleleleleleleleleleelee edededeedededededededde  with antibodies and magnetic beads, so they will noooooooooooot t t t t ttt t t t bebebebebebebebebebebeebebebebebe aaaaaaaaaaabnbnbnbnbnbnbnnbnbnbnbnbnbnormally activated 

and will not affect dodododododododododododd wnwnwnwnwnwnwnwnwnwnwnwnww ststststststststststststs rerererrerererererrerrr am experiments.

Components and Storage
                           Size 50 Assays (for 5×108

cells)
100 Assays (for 109

cells)
Storage 

Components

Biotin-Antibody Mix 100 μL 200 μL 4°C

Streptavidin Beads 1 mL 2 mL 4°C

Shipping: Blue ice                          Shelf life: 1 year

Protocolllllll

1. Preparation fofffofoffofofofoffofffofo  sorting buffer: The sorting buffer is PBS containing 2 mM EDTA and 2% fetal bovine serum 

(FBS), where 2% fetal bovine serum (FBS) can be replaced with 0.5% BSA. Sorting buffers need to be

sterilized by 0.22 μm filter.

2. Preparation of human PBMCs: Use Ficoll density gradient centrifugation to obtain PBPBPBPBPBPBPBPBPBPBPBBPBMCMMMMMMMMM s from human 

peripheral blood, then waaaaaaaaaaashshshshshshshshshshss PPPPBPBPBPPBPPBP MCs with PBS and centrifuge. Resuspend PBMCMCMCMCMCMCMCMCMCMCCCs ss ssss ss inininininininininin ttttttttttttheheheheheheheheheheheheehe sorting buffer and 

adjust the cell densisisisisiiisisiitytytytytytyytytytytyty ttttttttttto ooo ooooooo 1×1×1×1×1×1×1×1×1×1×1××1×10101010101010101010101011 8 cells/mL.

3. Antibody incncncncncncncncnccnccncnccncnccububububububububububububububububuu atatatatatataatatatataaaaaa ioioioioioioioioioioioon:nn:nnn:nnnnn  Transfer 100 μL of cell suspension (1×107 cells)))))))))))) tttttttttttttttttttooooooooo oooooooo a sterile tube, then add 2 μL of 

Biotin-Antiboooooooooooooooodydydydydydydydydydydydydydydydyd  Mix to the tube. Mix well and incubate at 4°C for 10 min. 

*Note: Please add the cell suspension directly to the bottom of the tube, not along the wall of the tube. Depending on the magnet 

used, centrifuge tubes can also be used for sorting. If more cells need to be sorted, scale up the volume of the Biotin-Antibody Mix. 

4. Magnetic bead washing: Resuspend Streptavidin Beads by vortexing and shaking. TakeTT an appropriate
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amount of Streptavidin Beads to a 1.5 mL centrifuge tube, and add the sorting buffer to a total volume of 1 mL. 

Centrifuge at 10,000 g for 1 min and discard the supernatant. Add 1 mL of sorting buffer to resuspend the 

beads, centrifuge at 10,000 g for 1 min, and discard the supernatant. Resuspend the beads with the same 

volume of sorting buffer as the original. If taking 20 μL of Streptavidin Beads, add 20 μL of sorting buffer.

5. After incubation, add 20 μL of washed Streptavidin Beads to the tube. Mix well and incubate at 4°C for 10 min.

*Note: If more cells need to be sorted, scale up the volume of Streptavidin Beads. If sorting less than 1×107 cells, make up the cell 

suspension to 100 μL and add 2 μL of Biotin-Antibody Mix and 20 μL of washed Streptavidin Beads. 

6. Add 2.5 mL of sorting buffer to the tube and mix gently. Do not shake vigorously or mix upside down. 

7. Place the tube in a magnet for 5 min.

8. Gently pour the cell suspension into a sterile tube, and do not disengage the flow tube from the magnet during 

the pouring process. This cell suspension is the isolated human CD3+ T cells. Centrifuge at 300 g for 5 min 

and discard the supernatant. 

9. Wash and resuspend cells with a suitable buffer or medium for subsequent experiments.

Note

1. Do not freeze both Biotin-Antibody Mix and Streptavidin Beads.

2. Streptavidin Beads should be avoided from drying during use and storage, and should not be placed in a 

magnetic field for a long time to avoid clumping of the beads and reduce the activity of the beads. 

3. Try to use low-adsorption pipette tips and tubes to avoid loss due to adsorption.

4. This kit does not provide the magnet. You can purchase QuickSort Magnet (Cat. No. CS1010). 

5. For your safety and health, please wear lab coats and gloves during the experiment.

6. For research use only. Not to be used in clinical diagnostic or clinical trials.
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amount of Streptavidin Beads to a 1.5 mL centrifuge tube, and add the sorting buffer to a total volume of 1 mL.

Centrifuge at 10,000 g for 1 min and discard the supernatant. Add 1 mL of sorting buffer to resuspend the 

beads, centrifuge at 10,000 g for 1 min, and discard the supernatant. Resuspend the beads with the same 

volume of sorting buffer as the original. If taking 20 μL of Streptavidin Beads, add 20 μL of sorting buffer.

5. After incubation, add 20 μμμμμμμμμμμL L LL LLL LLL ofofofofoofofoofofof wwwwwwwwwwwwwasasasasasasasasasasasssashed Streptavidin Beads to the tube. Mix well and innnnnnnncuucucucucucucucucuucuc bababababababababababaabab teteteteteteteteteteteete aaaaaaaaaaaat 4°C for 10 min.

*Note: If more cells needddddddddddd ttttttttttto oo o o o oo o ooo bebebebebebebebebebbebebee ssssssssssssssorororororororororororororororo tetetetettetetetttet d, scale up the volume of Streptavidin Beads. If sorting leleleleeleeleeeelelessssssssssssssssssssssssss tttttttttttthahaahahahahahahahahahahannnn nn n nn n nn nn 1×1×1×1×1×1×1×11×1××1×1 107 cells, make up the cell 

suspension to 100 μμμμμμμμμμμμμμL L L L LLLLL LL LL ananananananananannanananaana d d d dddd dd d dddddd adadadadadaaadadadadadadadaadd 2 μL of Biotin-Antibody Mix and 20 μL of washed Streptavvvvvvvvvvvvvidididididididididididiiddininininininininnnnnnnn BBBBBBBBBBBBBBBBBBBBBBBBBBBeaeaeaeaeaeaeaeaeaeaeaeaeaeaeeaee ddsddddddddddd . 

6. Add 2.5 mL of sorting buffer to the tube and mix gently. Do not shake vigorously or mix upside down.

7. Place the tube in a magnet for 5 min.

8. Gently pour the cell suspension into a sterile tube, and do not disengage the flow tube from the magnet during 

the pouring process. This cell suspension is the isolated human CD3+ T cells. Centrifuge at 300 g for 5 min

and discard the supernatant.t.t..t.tt.t.t  

9. Wash and resuspendndndndndndndndndndd cececececeeeececeeceeeellllllllllllllllllllllllll s sss s s s s ssss wiwiwiwiwwiwiwiwiwiwwiiw thttttttttt  a suitable buffer or medium for subsequent experimmmmmmmmmmmmeneneneneneneeneneneennnnnnnntsssssstststsstststsststsss.......

Note

1. Do not freeze both Biotin-Antibody Mix and Streptavidin Beads.

2. Streptavidin Beads should be avoided from drying during use and storage, and should not be placed in a 

magnetic field for a long time to avoid clumping of the beads and reduce the activity of the beads. 

3. Try to use low-adsorption pipette tips and tubes to avoid loss due to adsorption.

4. This kit does not prooooooooovivvvvvvvvvv deeeeeeeeeeededededededdedd thththththththththhhthheeeeeeeeeeeee mammmmmmmmmmm gnet. You can purchase QuickSort Magnet (Catatatatattatatatatatat. ......... NoNoNoNoNoNoNoNoNoNNo......... CCCCCSCSCSCSCSCSCSCSCCCSCSCCCCSCSCCS1010). 

5. For your safefefefefefefeefefeefeefefetytyytytytytytytytytytytytytyyy ananananananananananannddddddddddd hehehehehehhehehehehehhh alth, please wear lab coats and gloves during theeeeeeeeeee exexexexexexexexexexexexexexexexexxe pepepepepepepepepeeeepeeeppeepeepeeeppepppp ririririririrriririririr memmmmmm nt.

6. For researchhhhhhhhhhh use only. Not to be used in clinical diagnostic or clinical trials.


