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I. Introduction 
Lonza’s L7™ hPSC BulletKit™ Medium is a 
complete, xeno-free medium for every-other-day 
maintenance of human pluripotent stem cells. 
Instead of basing the system on DMEM-F/12 as 
many other media have, Lonza designed a new 
basal medium tailored specifically to the needs of 
hPSCs. This basal medium is supplemented with a 
proprietary cocktail of growth factors and cytokines 
optimized to support the long-term growth and 
maintenance of undifferentiated hPSCs. 

 

 

 

 

 

II. Quality Control  
 
L7™ hPSC Basal Medium  
Lonza Catalog No. FP-5107 
 
Test  Specification  
Sterility Negative 

pH FIO* 

Osmolality FIO* (Target: 275-305 mOsm/kg H2O) 

Endotoxin <0.500 EU/ml 

Performance Test Pass 

*For Information Only 

 

L7™ hPSC Supplement   
Lonza Catalog No. FP-5207 
 
Test  Specification  
Sterility Negative 

Performance Test Pass 

 

III. Unpacking and Storage Instructions 

1. Check containers for leakage or breakage. 

2. BulletKit™ Medium instructions: store basal 
medium protected from light at 2°-8°C and 
Supplement at -20°C to -80°C in a freezer 
that is not self-defrosting.  Once thawed, 
Supplement should be stored at 2°- 8°C and 
added to basal medium within 72 hours. 
After Supplement is added to basal medium, 
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store protected from light at 2°-8°C and use 
within two weeks. Do not re-freeze. 

 

IV. Preparation of Culture Media  

1. Decontaminate external surfaces of the 
supplement vial and the medium bottle with 
ethanol or isopropanol. 

2. To formulate L7™ Xeno-Free Every-Other-Day 
human Pluripotent Stem Cell Medium (L7™ 
hPSC Medium), transfer the contents of the 
L7™ hPSC Supplement (Catalog No. FP-5207) 
to L7™ hPSC Basal Medium with a pipette and 
rinse the vial with medium. 

3. When preparing these BulletKit™ Media, it may 
not be possible to recover the entire volume 
listed for each vial. Small losses (up to 10%) 
should not affect the cell growth characteristics 
of the supplemented medium. 

4. Transfer the label provided with each kit to the 
basal medium bottle(s) being supplemented 
(avoid covering the basal medium lot # and 
expiration date). Use it to record the date and 
amount of supplement added. After supplement 
is added to basal medium, store protected from 
light at 2°-8°C and and use within two weeks. Do 
not freeze medium. 

NOTE: If there is concern that sterility was compromised during 
the supplementation process, the entire newly prepared growth 
medium may be re-filtered with a 0.2 µm filter to assure sterility. 
Routine re-filtration is not recommended. 

 

V. Thawing of Cells / Initiation of Culture Process  

1. When initially thawing the hPSCs from 
cryopreservation, the recommended plating 
format is one well of a 6-well plate for each 1 ml 
vial of cryopreserved hPSCs. The plating density 
in subsequent passages may be adjusted as 
deemed appropriate. 

2. To set up culture vessels, calculate the number 
of vessels needed based on the required 
seeding density and the surface area of the 
vessels being used. For optimal attachment, it is 
recommended to use vessels coated at least 
one hour prior to plating using Lonza’s L7™ 
hPSC Matrix (Lonza Catalog No. FP-5020). If 
using vessels coated using Lonza’s L7™ hPSC 
Matrix, immediately prior to plating cells, 
aspirate the remaining L7™ hPSC Matrix 
Working Solution using a sterile pipette. 

 

NOTE: Adaptation of hPSCs, previously cultivated in MEF-
conditioned medium or other defined medium, is not required. 

 

3. Prior to thawing cells, add 12 ml of L7™ hPSC 
Medium to a 15 ml sterile centrifuge tube and 
allow the vessel to equilibrate to room 
temperature in a dark place. 

4. Wipe cryovial with ethanol or isopropanol before 
opening. In a sterile field, briefly twist the cap a 
quarter turn to relieve pressure, and then 
retighten. Quickly thaw the cryovial in a 37°C 
water bath, being careful not to submerge the 
entire vial. Watch your cryovial closely; when the 
last sliver of ice melts, remove it. Do not 
submerge it completely. Thawing the cells for 
longer than 3 minutes results in less than 
optimal results. 

5. Using a micropipette, gently transfer the thawed 
cell suspension to an empty 15 ml sterile 
centrifuge tube containing. 

 

NOTE: Avoid excessive pipetting. Cells were cryopreserved as 
aggregates and should be handled gently to avoid generating 
single cells. 

 

6. Immediately add 9 ml of the previously room 
temperature equilibrated L7™ hPSC Medium 
drop-wise onto the cells while rotating the tube 
by hand. This should take approximately 2 
minutes. 

 

NOTE: Do not add the whole volume of medium at once to the 
cells. This may result in osmotic shock.   

 

7. Centrifuge at 200 x g for 5 minutes at room 
temperature. 

8. Carefully discard the supernatant and resuspend 
the pellet in the remaining 3 ml of the previously 
room temperature equilibrated L7™ hPSC 
Medium using a micropipette. Avoid excessive 
pipetting. Dispense cells into the culture vessels 
set up earlier, adding the appropriate amount of 
cell suspension to the vessels (3 ml/10 cm2; 3 ml 
per well of a 6-well plate). Gently rock the 
culture vessel to evenly distribute the cells and 
return to the 37°C±1°C, 5% CO 2, 90%±2% 
humidity incubator. 

9. Change the growth medium the day after 
seeding. While changing medium, check cell 
attachment and morphology. Some debris will 
be present. The plated colonies should appear 
as small, distinct colonies with defined borders. 
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VI. Maintenance 

1. Change the growth medium the day after 
seeding and every 2 days thereafter until the 
culture reaches 70% confluent. After the culture 
reaches 70% confluence, change the medium 
daily until subculture.  

2. Maintain the media volume of 3 ml/10 cm2 of 
culture area with each successive feeding. 

3. Warm an appropriate amount of medium in a 
sterile container to room temperature in a dark 
place. Remove the medium and replace it with 
the equilibrated, fresh medium and return the 
flask to the incubator. 

4. Avoid repeated warming and cooling of the 
medium. If the entire contents are not needed 
for a single procedure, transfer and warm only 
the required volume to a sterile, secondary 
container. 

5. Colonies should continue to proliferate as 
monolayer colonies. Over time, cells within each 
colony will become smaller and more compact. It 
is normal to observe some differentiated cells 
surrounding the colonies in the early passages 
after revival from cryopreservation. The 
appearance of these cells will decrease if the 
cells are subcultivated using the Lonza’s L7™ 
hPSC Passaging Solution (Lonza Catalog No. 
FP-5013). 

6. Subculture the cells when they are 75% - 90% 
confluent. For optimal results, it is recommended 
to use Lonza’s L7™ hPSC Passaging Solution 
(Lonza Catalog No. FP-5013) when subculturing 
hPSCs. 

 

NOTE: For the best results, change medium the day before and 
the day after passaging the cells. Medium may also be changed 
daily by the user, if preferred. 

 

VII. Ordering  Information 
 
Cat. No. Product  Description  
FP-5007 L7™ hPSC 

BulletKit™ Medium 
500 ml L7™ hPSC Basal 
Medium Plus FP-5207 
supplement to formulate L7™ 
hPSC Medium (growth medium)  

FP-5107 L7™ hPSC Basal 
Medium 

L7™ Human Pluripotent Stem 
Cell Basal Medium (500 ml) 

FP-5207 L7™ hPSC 
Supplement  

Formulates 500 ml of L7™ hPSC 
Basal Medium to L7™ hPSC 
Growth Medium (5 ml) 

 

 

VIII. Related Products  
 
Cat. No. Product  Description  
FP-5013 L7™ hPSC 

Passaging Solution 
100 ml 

FP-5020 L7™ hPSC Matrix Sufficient for coating up to 1,000 
cm2 of culture vessel surface 
area (1.0 mg) 

FP-5002 L7™ hPSC 
Cryosolution  

50 ml 

 

When placing an order or for Scientific Support, 
please refer to the product numbers and 
descriptions listed above. For a complete listing of 
all Clonetics™ products, refer to the Lonza website 
or the current Lonza catalog. To obtain a catalog, 
additional information or want to speak with 
Scientific Support, you may contact Lonza by web, 
e-mail, telephone, fax or mail                               
(See page 1 for details). 

 

THESE PRODUCTS ARE FOR RESEARCH USE ONLY.  Not 
approved for human or veterinary use, for application to humans 
or animals, or for use in clinical or in vitro diagnostic procedures. 

WARNING: PRODUCTS CONTAIN HUMAN SOURCE 
MATERIAL, TREAT AS POTENTIALLY INFECTIOUS.  All 
human-sourced products should be handled at the biological 
safety level 2 to minimize exposure of potentially infectious 
products, as recommended in the CDC-NIH manual, Biosafety in 
Microbiological and Biomedical Laboratories, 5th ed. If you require 
further information, please contact your site safety officer or 
Scientific Support. 

All trademarks herein are marks of Lonza Group or its 
subsidiaries. 


