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TransStem® Serum-Free, Xeno-Free Human
Mesenchymal Stromal Cell Medium (GMP Grade)

Please read the manual carefully before use
Cat. No. MM101
Version No. Version 3.0
Storage: Each component can be stored for one year at the recommended temperature.
Description
TransStem® Serum-Free, Xeno-Free Human Mesenchymal Stromal Cell Medium (GMP Grade) is a GMP-grade, serum-free,
and xeno-free complete medium. It is suitable for the isolation, expansion, and recovery of human mesenchymal stromal cells
(hMSCs) derived from various sources, including human pluripotent stem cells, umbilical cord, bone marrow, and adipose. This
product has good stability, enabling stable passages of hMSCs to 15 generations. The hMSCs cultured with this product have
high ability to differentiate into osteogenic, cartilage, and adipocyte lineages, as well as strong immune regulation ability.
Kit Contents

Component MM101-01 Storage

TransStem® Serum-Free, Xeno-Free Human Mesenchymal

Stromal Cell Basal Medium 500 ml 2-8°C

at -18°C or below, protected from
TransStem® Serum-Free, Xeno-Free Human Mesenchymal

25 ml light, avoid repeated freeze-thaw
Stromal Cell Supplement cycles
Procedures
Self-prepared
Product Name Catalog
PBS(1x%) TransGen, Cat. FG701-01
Recombinant Trypsin-EDTA Solution (1x) TransGen, Cat. FG302-01
TransStem® Stem Cell Cryopreservation Medium—Protein Free TransGen, Cat. MC103-01

1. Preparation of complete medium

Thaw the Human Mesenchymal Stromal Cell Supplement at 2-8°C and add it to the basal medium at a final concentration of
5%. Mix thoroughly. Store at 2-8°C for up to two weeks.

2. Isolation of human mesenchymal stem cells (taking umbilical cord mesenchymal stem cell isolation as an example)

(1) Wash the umbilical cord with PBS until the washing solution is free of blood. Remove the umbilical vein intima and
arteries; the remaining whitish tissue is Wharton's jelly.

(2) Mince Wharton's jelly into small fragments using surgical scissors. Inoculate the fragments into a culture flask or dish,
ensuring even distribution. Add an appropriate amount of complete culture medium equilibrated to room temperature until the
fragments are just covered. Incubate in a 37°C, 5% CO: incubator.

(3) After 2-3 days of culture, slowly add an appropriate amount of complete medium (equilibrated to room temperature) to the
culture flask or dish, taking care not to dislodge the tissue fragments. The medium should just cover the fragments.

(4) After 6-9 days of culture, cells migrating from the edges of the tissue explants can be observed, which are umbilical cord
mesenchymal stem cells.

(5) Change the medium every other day. When the confluence of the migrated umbilical cord mesenchymal stem cells reaches
80%-90%, passage the cell.
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3. Expansion and passaging of human mesenchymal stem cells

(1) Observe under the microscope, and passage the cells when the confluence reaches 80%-90%.

(2) Remove the spent culture medium. Wash once with 1xPBS. Add 500 pl-1 ml of pre-warmed Recombinant Trypsin-EDTA
Solution(1x) to each well of the 6-well plate. Digest at 37°C for 1-3 minutes, and wait until the cells are completely detached.

(3) Add 2 ml of complete medium equilibrated to room temperature and pipet gently to form a single-cell suspension.

(4) Centrifuge at 300xg for 5 minutes, and discard the supernatant. Add an appropriate amount of complete medium equilibrated to
room temperature to resuspend the cells, and count the cells. It is recommended to inoculate the cells at a density of 0.5-2x10*
cells/cm?.

(5) Incubate in a CO, incubator and change the medium after 24 hours. Change the medium every other day.

4. Cryopreservation of human mesenchymal stem cells

It is recommended to use TransStem® Stem Cell Cryopreservation Medium—Protein Free (Cat. No. MC103) for cell
cryopreservation.

(1) Remove the spent culture medium. Wash once with 1xPBS. Add 500 pl-1 ml of Recombinant Trypsin-EDTA Solution(1x) to
each well of the 6-well plate. Digest at 37°C for 1-3 minutes, and wait until the cells are completely detached.

(2) Add 2 ml of complete medium equilibrated to room temperature and pipet gently to form a single-cell suspension.

(3) Centrifuge at 300xg for 5 minutes, discard the supernatant, and add an appropriate amount of pre-cooled (2°C to 8°C) cell
cryopreservation medium to resuspend the cells. Cryopreservation at a density of 2-4x10° cells/ml is recommended.

(4) Transfer the cell suspension to the cryovials. Place cryovials in a programmed freezing container and freeze them overnight at -80
°C, alternatively, place the cryovials directly in a -80°C freezer. Transfer the vials to a liquid nitrogen for long-term storage the next
day.

5. Recovery of human mesenchymal stem cells

(1) Add 5-10 ml of complete medium equilibrated to room temperature in a 15 ml centrifuge tube.

(2) Remove mesenchymal stem cells from liquid nitrogen, and quickly thaw by shaking in a 37°C water bath.

(3) Transfer the cell suspension from the cryovial drop-wise into the complete medium. Mix gently, and centrifuge at 300xg for 5
minutes. Discard the supernatant. Resuspend the cell pellet in an appropriate volume of complete medium that has been equilibrated
to room temperature, and seed the cells into a culture flask or dish. A seeding density of 0.5-2x10* cells/cm? is recommended.

(4) Incubate in a CO, incubator and change the medium after 24 hours. Change the medium every other day.

Notes

* Thaw the TransStem® Serum-Free, Xeno-Free Human Mesenchymal Stromal Cell Supplement at 2-8°C. To avoid repeated
freeze-thaw cycles, it should be aliquoted and stored at -18°C or below.

» The appearance of precipitates or small amounts of flocculent material in the supplement or the complete medium is normal and
does not affect product performance. If necessary, the complete medium can be filtered using a 0.45 pm filter; however, filtering the
supplement directly is not recommended.

» Store the complete medium at 2-8°C in the dark and use it within two weeks. Avoid freezing and thawing the complete medium.

» Prior to use, the complete medium should be pre-equilibrated to room temperature. Avoid warming it in a 37°C water bath.

For research use only, not for clinical diagnosis.
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