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ESGRO® Complete C57/BL6 Mouse Embryonic Stem Cell
Line

SF-CMTI-2
Pack Size: 5 x 10° cells

Concentration: 2.5 x 10¢ cells/vial

FOR RESEARCH USE ONLY

Not for use in diagnostic procedures. Not for human or animal consumption.

Description

ESGRO® Complete C57/BL6 mouse ES cell line has been pre-adapted to serum-free and feeder-free cell
culture conditions and is intended for use with the ESGRO® Complete cell culture system. This mouse ES cell
line is alternatively named Bruce-4 cell line and has been confirmed germline competent.

Strain
C57/BL6

Karyotype

80% normal male mouse karyotype

Pathogen Testing

Cells tested negative for mycoplasma and other pathogens by infectious disease PCR.

Presentation

Cells are supplied frozen in ESGRO® Complete Freezing Medium.

Storage and Handling

Place vials in the vapor phase of liquid nitrogen storage immediately upon receipt until it is convenient to
proceed to subculture.
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Materials Required (Not provided)

Description Volume Catalog Number
ESGRO® Complete Plus Clonal Grade Medium 500 mL SF001-500P
ESGRO® Complete Basal Medium 500 mL SF002-500
ESGRO® Complete Freezing Medium 50 mL SF005

Accutase™ Cell Dissociation Solution 100 mL SF006

ESGRO® Complete Gelatin 500 mL SF008
EmbryoMax® D-PBS, w/o Ca2* & Mg2+ 500 mL BSS-1006-B

Culture Notes

It is recommended that the serum-free adapted C57/BL6 murine ES cells are cultured in ESGRO® Complete Plus
Clonal Grade Medium. Optimal results are achieved when the cells are fed daily and passaged 1:3 to 1:4 when
reaching 60% confluence.

e Incubator settings: 7.5% CO; in humidified air, 37 °C
e Replace the media daily (please refer to the recommended media below)
e Culture dishes need to be gelatin coated prior to use

e Use Accutase™ solution to passage the cells

Protocols

Preparation of Culture Dish
Gelatin coating protocol - Serum Free Media

Warm ESGRO® Complete 0.1% Gelatin Solution to room temperature before use.
Add enough Gelatin Solution to adequately cover plasticware surface.

Leave with lid on in laminar flow hood for 15 minutes.

Aspirate Gelatin Solution.

Add media and cell suspension to plasticware.
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Thawing Cells
Thawing of 1 vial of C57/BL6 ES cells into a 25 cm? flask.

1. Prepare a 25 cm? flask with ESGRO® Complete Gelatin Solution.
2. Equilibrate Clonal Grade Medium in a 37 °C water bath 1 hour before thawing the ES cells.

3. Thaw one vial of C57/BL6 ES cells by gently shaking the tube in a 37 °C water bath. When the contents of the
tube have thawed, spray the vial with ethanol, dry the outside of vial, and aseptically transfer the contents of
the vial to a tube containing 5 mL of pre-warmed Clonal Grade Medium.

Centrifuge for 3 min at 1300 x g.

Aspirate the medium and resuspend the cell pellet in 8 mL of Clonal Grade Medium.
Transfer the cell suspension to the gelatin coated 25 cm? flask.

Place the flask in a 37 °C incubator.
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1. Plate ES cells onto gelatin coated 10 cm plastic tissue culture dish at 1000 cells/10 cm dish in 10-20 mL of
Clonal Grade Medium.

2. Change medium every 2-4 days.
Monitor for clonal growth with alkaline phosphatase stain.

4. Colony formation should occur over 4-6 days. The majority of colonies should be alkaline phosphatase positive
and show no signs of differentiation.
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Passage of the C57/BL6 ES cells from a 25 cm? flask to a 75 cm? flask.

Prepare a 75 cm? flask with 0.1% Gelatin Solution.

Examine the ES cells under the microscope. The cells should be 60% confluent.

Thaw Accutase™ solution to room temperature.

Equilibrate Clonal Grade Medium in a 37 °C water bath 1 hour before passaging the ES cells.

Aspirate the medium from the 25 cm? flask containing the C57/BL6 ES cells and rinse with 5 mL of PBS.
Aspirate the PBS and add 1 mL of Accutase™ solution to the flask using aseptic procedures.

Return culture to 37 °C incubator and allow cells to detach (3-5 minutes).

Tap flask to remove all colonies. Add 5 mL of pre-warmed Basal Medium and gently make a cell suspension by
pipetting up and down.

9. Count cells if necessary and centrifuge 3 min at 1300 x g.

10. Remove supernatant and add again 5 mL of Basal Medium, mix and spin.
11. Resuspend in 15 mL of pre-warmed Clonal Grade Medium.

12. Transfer the cell suspension to the prepared 75 cm? flask.

13. Place the flask in the 37 °C incubator.

Important Application Notes: When passing cells in Accutase™, incubate no more than 5-10 minutes
or the least amount of time and resuspend cells to a single cell suspension, as otherwise the cells tend
to clump together to form floating colonies. Compared to regular trypsin, Accutase™ requires more
rigorous resuspension.

It is important keep the flask sub-confluent (about 60%), as mES cells tend to differentiate in more
confluent conditions.
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When seeding mES cells, as a general rule stay within 1-2 x 106 cells per T25 cm? flask. It may be necessary
to count cells during some passages.
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Restricted Use Agreement
Subject to local law

THIS PRODUCT MAY ONLY BE USED FOR RESEARCH PURPOSES, WHICH IS FURTHER DEFINED BELOW. BY OPENING
THIS PRODUCT, YOU (“"PURCHASER") HEREBY REPRESENT THAT YOU HAVE THE RIGHT AND AUTHORITY TO
LEGALLY BIND YOURSELF AND/OR YOUR EMPLOYER, AS APPLICABLE, AND CONSENT TO BE LEGALLY BOUND BY
THE TERMS OF THIS RESTRICTED USE AGREEMENT. IF YOU DO NOT AGREE TO COMPLY WITH THESE TERMS, YOU
MAY NOT OPEN OR USE THE PRODUCT AND YOU MUST CALL CUSTOMER SERVICE (1-800-645-5476) TO ARRANGE
TO RETURN THE PRODUCT FOR A REFUND.

“Product” means ESGRO COMPLETE™ C57/BL6 MOUSE EMBRYONIC STEM CELL LINE (SF-CMTI-2).

“Research Purposes” means any internal in vitro research use and specifically excludes the following uses of
whatever kind or nature:

e Re-engineering or copying the Product

e Making derivatives, modifications, or functional equivalents of the Product

e Obtaining patents or other intellectual property rights claiming use of the Product

e Using the Product in the development, testing, or manufacture of a Commercial Product

e Using the Product as a component of a Commercial Product

e Reselling or licensing the Product

e Using the Product in clinical or therapeutic applications including producing materials for clinical trials
e Administering the Product to humans

e Using the Product in collaboration with a commercial or non-academic entity

“Commercial Product” means any product intended for: (i) current or future sale; (ii) use in a fee-for-service; or (iii)
any diagnostic, clinical, or therapeutic use.

Access to the Product is limited solely to PURCHASER's officers, employees, and students who need to use the
Product for Research Purposes. PURCHASER shall comply with all applicable laws in its use and handling of the
Product and shall keep it under reasonably safe and secure conditions to prevent unauthorized use or access.

These restrictions will remain in effect for as long as PURCHASER possesses the Product.

PLEASE CONTACT licensing@emdmillipore.com PRIOR TO PURCHASE FOR ANY USE OF THE PRODUCT OUTSIDE OF
THIS RESTRICTED USE AGREEMENT.



Notice

We provide information and advice to our customers on application technologies and regulatory matters to the best
of our knowledge and ability, but without obligation or liability. Existing laws and regulations are to be observed in
all cases by our customers. This also applies in respect to any rights of third parties. Our information and advice do
not relieve our customers of their own responsibility for checking the suitability of our products for the envisaged
purpose.

The information in this document is subject to change without notice and should not be construed as a commitment
by the manufacturing or selling entity, or an affiliate. We assume no responsibility for any errors that may appear in
this document.

Technical Assistance

Visit the tech service page at SiamaAldrich.com/techservice.

Terms and Conditions of Sale

Warranty, use restrictions, and other conditions of sale may be found at SigmaAldrich.com/terms.
Contact Information

For the location of the office nearest you, go to SiamaAldrich.com/offices.

The life science business of Merck KGaA, Darmstadt, Germany
operates as MilliporeSigma in the U.S. and Canada.

Merck, ESGRO and Sigma-Aldrich are trademarks of Merck KGaA, Darmstadt, Germany or its
affiliates. All other trademarks are the property of their respective owners. Detailed
information on trademarks is available via publicly accessible resources.

© 2024 Merck KGaA, Darmstadt, Germany and/or its affiliates. All Rights Reserved.
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