
 
 
 
 
PREPARATION OF LAMININ COATED PLATES  
We recommend using Laminin 521 (Thermo # A29249) coated plates to culture Neural Progenitor Cells. Laminin 
521 coated plates provide the optimal foundation for adhesion and growth.  
 

1.​ Slowly thaw LN521 (stored at -20°C) stock at 4°C. Thawed undiluted LN521 stock is stable for at least 3 
months when stored at 4°C under aseptic conditions. 

2.​ For coating 1 well of a 12 well plate, use 100 µL LN521 and 1400 µL DPBS (with Ca++/Mg++) for a final 
coating concentration of 10µg/mL. 

3.​ Coat 1 well of a 12 well plate with 750uL of LN521 solution. 
4.​ Make sure the entire culture surface is covered by LN521. 
5.​ Seal the plates with parafilm and incubate overnight, at 4°C. 
6.​ Before plating the cells, aspirate off LN521. Do not allow the coated surface to dehydrate. Immediately 

add 0.5mL Neural maintenance medium with 10µM rock inhibitor.  
7.​ Let the plates equilibrate at 37°C, 5% CO2 in the incubator. 

 
 
NPC Thawing Protocol  
In general, one frozen vial can be successfully thawed into one well of a 12 well plate.  
 

1.​ Neural maintenance medium (NM) recipe  
●​ Advanced DMEM/F12 50mL (Life Tech. Cat#12644028) 
●​ NeuroBrew21without RA 1mL (Miltenyi. Cat# 130-097-263) 
●​ 200mM GlutaMax 0.5mL   
●​ Penicillin-Streptomycin 0.5 mL (may use  anti-anti ) 

2.​ Warm (37°C) the Laminin 521 Coated plate and DMEM/F12 before starting the protocol to ensure that 
the thawing procedure is done as quickly as possible.  

3.​ Quickly thaw cells in a 37°C water bath by gently swirling the cryovial in the bath, careful to keep the 
gasket above the water.  

4.​ Remove the cryovial from the water bath and wipe it with 70% ethanol.  
5.​ Transfer cells from the cryovial to a 15 mL tube, Mix gently. 
6.​ Slowly, while gently mixing add 9 mL of warm DMEM/F12 to the cells in the 15 mL tube. 

 
NOTE: I start with only adding a few drops at a time until I reach about 4mL.  At that point I add half a 
mL.  The whole process takes me about 1-2minutes.  
 

7.​ Centrifuge cells at 150 x g for 5 minutes.  
8.​ Aspirate medium, leaving the cell pellet intact.  Gently resuspend the cell pellet in 0.5 mL of NM with 

10uM rock inhibitor (Fisher Sci.  Cat#Y-27632).  
9.​ Plate cells onto 1 well of a Laminin coated 12 well plate which has previously had the lamin removed 

and 0.5mL Medium with Rock Inhibitor added.  Total volume is now 1mLs. 
10.​ Move the plate in several quick, short, back-and-forth and side-to-side motions to distribute the cells 

across the surface of the wells.  
11.​ Place the plate in a 37°C incubator.  
12.​ Allow the cells to grow for 7 to 10 days, feeding daily. (Remove all medium and replace with equal 

volume. 
o​ Before splitting with Accutase.  Cells should be very confluent. 



13.​ Proceed to a neuronal diff.  Cells should not be passaged as NPCs until it is time for the neuronal 
differentiation.  

 
 
 
PREPARATION OF POLY-D-Lysine AND Cultrex/Matrigel COATED PLATES for Neuronal Cultures 
We recommend using PDL/Cultrex coated plates to culture Neural cells.  
 

1.​ Dispense Poly-D-Lysine solution (Gibco Cat # A38904-01) to completely cover the bottom of the dish (See 
table below.) 

2.​ Incubate in a humidified 37°C incubator for 2 hours.  
3.​ Remove the POLY-D-Lysine solution and rinse 3 times with Sterile cell culture grade H20.  
4.​ Aspirate every drop of water that you can and allow to dry in the hood or in the incubator for about 30 

minutes to an hour. *If you dry in the incubator, allow plates to come to room temperature in the hood 
before adding cultrex 

5.​ On ice dilute Cultrex 1:100 in cold sterile DMEM/F12.  
6.​ Dispense Cultrex solution to completely cover the bottom of the dish (See table below). 
7.​ Incubate at 4°C overnight.  
8.​ For longer term storage you can store the coated plates at 2-8°C for up to 2 weeks.  
9.​ To use, bring up to room temperature (place in incubator 37°C for 20min). Aspirate the solution before 

use. 

Plate Size Volume to add 
6 well 1.5mL 

12 well 750uL 
24 well 375uL 
48 well 187.5uL 
96 well 93.75uL 

 
 
Passage Cells onto Neuronal Plate 
 

1.​ Remove medium and rinse cells with 2 mL/well of DMEM/F12.  
2.​ Harvest cells by adding 1 mL/well of Accutase and incubate at 37°C for 10-15 minutes.  

3.​ Collect cells in 15mL conical tube.  
4.​ Wash wells with DMEM/F12 and add to 15mL conical tube. 
5.​ Centrifuge at 150 rcf for 5 minutes. 
6.​ Aspirate supernatant and resuspend in 10 mLs of DMEM/F12, pipet at least 3 times to break up large 

clumps.  
7.​ Centrifuge at 150 rcf for 5 minutes. 
8.​ Aspirate supernatant and resuspend in Neuronal Medium with Rock Inhibitor 
9.​ Using a hemacytometer, count NPCs. Adjust volume of NPC suspension to desired cell concentration 

●​ Typically, we plate at 50,000 cells per cm2 
 
 
Deviation from protocol negates Neuracell’s guarantee of cells 
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