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AMMS® anti-Human CD3/CD28 Monoclonal antibody Coupled Magnetic Beads

Catalog Number: TL-601

Product name

Generic names AMMS®CD3/CD28 beads

English names AMMS®Anti-human CD3/CD28 antibody coupled magnetic beads

Scope of application

AMMS® CD3/CD28 beads are suitable for isolation, activation and amplification of human T cells. Suitable for
CAR-T and other T cell culture applications.

Product information

Consistence 2×108 beads / ml

Content 1ml

Endotoxin < 2 EU/ml

Scope of application T lymphocyte

Reactive species human

Storage Temperature 2-8℃

Validity period 24 months

Mechanism of action

AMMS® CD3/CD28 beads provide a simple method for activating and amplifying regulatory T cells without the need
for antigen presenting cells and antigens. By coupling anti-CD3 and anti-CD28 antibodies on magnetic beads, the
primary and co-stimulatory signals needed to regulate T cell activation and amplification are provided.

Directions for use

1. AMMS® CD3/CD28 magnetic beads cleaning:
1.1 Re-suspend the magnetic beads in the centrifugal tube (vortex for more than 30 seconds, or reverse mixing for
5 minutes.
1.2 Transfer the magnetic beads of a certain volume into the centrifugal tube.
1.3 Add equal volume of PBS buffer containing 1% HSA, or at least 1mL volume, for re-suspension.
1.4 Place the centrifugal tube on the magnetic rack (special for magnetic beads) for 1min, then discard the
supernatant.
1.5 Transfer the centrifugal tube from the magnetic rack (special for magnetic beads), and re-suspend the magnetic
beads (the initial volume of the second step) with the same volume of PBS buffer containing 1%HSA.
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2. Isolation and amplification of CD3+ T cells:
Note: As monocytes can rapidly phagocytose magnetic beads at 37℃, the absolute number of magnetic beads
that can be contacted by T cells is reduced, thus reducing the ability of activation and amplification of T cells.

2.1. Determine the proportion of CD3+T cells in the sample by flow cytometry or other methods.
2.2. For Ficoll isolated PBMC, the cells were gently suspended in PBS buffer containing 1%HSA, and the cell
density was adjusted to 2 - 5×107 /mL. It should be noted that the total number of cells should not exceed 2×108.
2.3. Mix magnetic beads and cells in a ratio of 3:1.

Note: If the cells to be activated are pure T cells, adjust the beads to cell ratio to 1:1.
2.4. The samples were placed on a shaker and incubated at 4 - 25℃ for 30min. The optimal incubation temperature
should be optimized within the range of 4 - 25℃ for each test.
2.5. The mixture of magnetic beads and cells was diluted with serum-free medium or PBS buffer containing
1%HSA to ensure the separation volume of magnetic frame (special for magnetic beads). At the same time, put the
centrifugal tube on the magnetic rack (special for magnetic beads) for 1-2min.
2.6. Discard the supernatant and use antibody-CD3 staining antibody for flow detection to calculate the screening
efficiency.
2.7. The mixture of magnetic beads and cells was re-suspended in a complete medium containing 1000 IU/mL IL-2,
and the cell density was adjusted to 0.5 - 1×106 / mL.
2.8. Place the cell suspension in a 6-well plate, ensure that each well has 2.5 - 5×106 cells, and the culture volume
of each well is 5 mL, then place the 6-well plate to Culture at 37℃ in 5%CO2 for 7 days.

Note: The volume of each well can be adjusted according to the situation, but it is important that the depth of
the volume should not exceed 1.2cm, otherwise the cell expansion and viability will be affected due to
insufficient cell ventilation.

3. Cell count and amplification of culture system:
Note: Cell counts should be performed daily for the first 3 days of culture. The purity, phenotype, and
activation status of T cells were also tracked by flow cytometry (e.g., 3,5,8 days of culture and the last day of
culture). At the same time, the supernatant was collected and cultured to further detect the activation state of T
cells for cytokine secretion.

3.1. Blow the cell suspension in each well gently at regular intervals to separate the magnetic beads from the
cells. The blowing process ensures that any visible beads and cell mixture are dispersed.
3.2. Take 50μL sample and mix it with 50μL Trypan blue (do not remove magnetic beads before counting).
3.3. Statistics of cell viability and number were performed under the microscope.
3.4. When CD3+ T > 1×106 cells /mL, T cells containing IL-2 were added into the complete medium to dilute the
cells, and the cell density was adjusted to about 0.5×105 cells /mL.
3.5. During the last days of culture (9-14 days), cell counts were performed and magnetic beads were removed with
magnets or magnetic racks.
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