
 
LiverPool Cryoplateable Hepatocytes 
 
Catalog Numbers  
X008052-P – Mixed Gender Human  
 5-donor pooled 
 LiverPool Cryoplateable Hepatocytes 
 
X008001-P – Mixed Gender Human  
  10-donor pooled  
  LiverPool Cryoplateable Hepatocytes 
 

Storage Temperature  –150 C 
 

TECHNICAL BULLETIN 
 

 
Product Description 

LiverPool Cryoplateable Hepatocytes are commonly 
used for metabolism, induction, inhibition, and toxicity 
studies. The patented cryopreserved hepatocytes are 
blended to ensure sufficient activity levels in all CYP 
categories. They have high levels of induction following 
treatment with the known inducers omeprazole 
(CYP1A2), phenobarbital (CYP2B6), and rifampin 
(CYP3A4). All lots of LiverPool Cryoplateable 
Hepatocytes have greater than 70% viability and 
greater than 70% confluence on day 5.  
 
Component  
This product is a cryovial containing minimum 5 million 
primary human hepatocytes.  
 

Reagents and Equipment Required but Not 
Provided for Thawing and Plating. 
Note: Neither media nor supplements are supplied with 
the vials. These must be obtained prior to receiving the 
vials. 

 70% alcohol (prepared from Catalog Number 
E7148, ethyl alcohol, or I9516, 2-propanol) 

 Bio-Pure 70% alcohol wipes (Catalog Number 
Z688487) 

 0.4% Trypan blue solution (Catalog Number T8154) 

 Hemocytometer (or equivalent cell staining and 
counting device) 

● Torpedo Antibiotic Mix (Catalog Number Z99000) 

● InVitroGRO CP Medium (Catalog Number 
Z99029) 

Note: The use of InVitroGRO CP medium (Catalog 
Number Z99029) and Torpedo Antibiotic Mix (Catalog 
Number Z99000) for thawing and plating the human 
LiverPool Cryoplateable Hepatocytes is recommended. 

Precautions and Disclaimer  
This product is for R&D use only, not for drug, 
household, or other uses. Please consult the Safety 
Data Sheet for information regarding hazards and safe 
handling practices.   
 
Storage/Stability  

Store the product at  –150 C. The hepatocytes are 

stable for 5 years at  –150 C. 
 
Procedures for Thawing & Plating 

Thawing Procedures: 
1. Prepare Complete InVitroGRO CP Medium. 

a. Place the Torpedo Antibiotic Mix in a 37 C 
water bath until thawed, then remove from 
water bath. 

b. Add 1.0 mL of Torpedo Antibiotic Mix per 
45 mL of InVitroGRO CP Medium.  
Note:  Following the addition of Torpedo 
Antibiotic Mix, the shelf life for the Complete 
Medium is 7 days. 
 

2. Thawing a Single Vial 
a. Pre-warm the Complete InVitroGRO CP 

Medium to 37 C. 
b. Transfer 5 mL of warmed Complete 

InVitroGRO CP Medium to a sterile 50 mL 
conical tube. 

c. Carefully remove the vial of LiverPool 
Cryoplateable Hepatocytes from the shipping 
container or cryostorage unit. If the vial was 
stored in the liquid phase, carefully remove the 
cap and pour off any liquid nitrogen. Close the 
cap firmly before placing the vial into the water 
bath. 
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d. Immediately immerse the vial into a 37 C 
water bath. Shake gently until the cells pull 
away from the vial wall. Inside a biological 
safety cabinet, transfer the contents of the vial 
into the conical tube containing the pre-warmed 
Complete InVitroGRO CP medium. This step 
can take 90–120 seconds. 

e. Add 1.0 mL of the hepatocyte suspension to 
the vial to wash any remaining cells from the 
vial. 

f. Cell suspension may be stored at ambient 
temperature for remaining steps. Do not store 
on ice. 

g. Resuspend the hepatocytes by gently inverting 
the tube several times (3 times is sufficient). 

h. Determine the total cell count and the number 
of viable cells using the Trypan Blue exclusion 
method. 

i. Dilute cells to 0.70  10
6
 viable cells/mL with 

Complete InVitroGRO CP Medium. 
 
3. Thawing Multiple Vials  

Note: All vials should be thawed in the water bath 
simultaneously. 
a. Pre-warmed Complete InVitroGRO CP Medium 

to 37 C. Ensure there is enough medium 
(5 mL) for each vial of hepatocytes. Use a 
container that will allow for re-suspending the 
cells. 

b. After the cells have pulled away from the vial 
walls, quickly remove caps from each vial and 
pour the contents into a sterile tube or beaker 
that contains at least 5 mL of complete 
pre-warmed InVitroGRO CP Medium per vial 
thawed. For example, use 25 mL of Complete 
Medium for 5 vials in a container that can hold 
a volume of 50 mL. 

c. Determine the total cell count and the number 
of viable cells using the Trypan Blue exclusion 
method. 

d. Dilute the cells to 0.70  10
6
 viable cells/mL 

with Complete InVitroGRO CP Medium. 
 

Procedure for Plating Liverpool Cryopreserved 
Hepatocytes 
1. Add an appropriate volume of diluted cells to 

collagen-coated tissue culture plates as follows: 
 

6-well plate: 2.5 mL/well (requires a total volume of 
15 mL per 6-Well plate) 

12-well plate: 1.0 mL/well (requires a total volume 
of 12 mL per 12-Well plate) 

24-well plate: 0.5 mL/well (requires a total volume 
of 12 mL per 24-Well plate) 

48-well plate: 0.2 mL/well (requires a total volume 
of 10 mL per 48-Well plate) 

96-well plate: 70 L/well (requires a total volume of 
10 mL per 96-Well plate) 

For T-flasks, add 0.25 mL/cm
2
 to the T-flask 

 
2. Gently shake the plates in a back-and-forth and 

side-to-side manner to evenly distribute the cells. 
Avoid any circular movement, as this will cause the 
cells to unevenly pool in the center of the plates. 

 

3. Carefully place the plates into a 37 C, 5% CO2, 
saturating humidity incubator to allow the cells to 
attach. 

 
4. Hepatocytes will attach within 2–4 hours at which 

time the medium should be aspirated and gently 
replaced with Complete InVitroGRO CP Medium. 

 
Reference 
Roymans, D. et al., Determination of cytochrome 
P450 1A2 and cytochrome P450 3A4 induction in 
cryopreserved human hepatocytes. Biochem. 
Pharmacol., 67(3), 427-437. (2004) 
 
LiverPool, InVitroGRO, and Torpedo are trademarks of 
BioreclamationIVT Holdings, LLC. 
Bio-Pure is a trademark of Diversified Biotech.  
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Appendix 
 
Trypan Blue Cell Count Worksheet 
Remove an aliquot of the cell suspension and perform the following: 

 Dilute cells for a Trypan Blue Exclusion cell count. 

Example of a 10 dilution: 

700 L Medium or Buffer + 200 L Trypan Blue + 100 L diluted cells 

 Mix and incubate for 1 minute 

 Apply 10 L aliquot to one side of hemacytometer 

 Count cells under 10 magnification 

 Calculate total viable cells and percent viability 
 

Cell Count: 

Dilution Factor: __________ Total Viable Cells:__________ 

Number of squares counted:_________ Total Nonviable Cells:__________ 

 Total Cell Count:__________ 

% Viability = Total Viable Cells/Total Cell Count  100 = __________ 

 
 

Dilution of Cell Suspension  

Cell Concentration (#Viable cells/mL) = 
Total Viable cells 

# squares  
counted 

 

 10,000  Dilution Factor___ =  
 
 

______________cells/mL  
 

Cell Concentration  __________ mL Original Suspension Volume = __________ Total Yield (cells)  
 
                                                                           
Total Resuspension Volume = 

 
      Total Yield (cells)  

 
= ________ mL  

                                                                        Target Cell Concentration (cells/mL)  
 
Resuspension Volume to be added = Total Resuspension Volume – Original Suspension Volume     = 

 
_____mL volume to be added 
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