SPLITTING BHKs 

Reagents 

α  MEM medium for  BHK :

α MEM 
Invitrogen cata # 12561
10% Hyclone Heat inactivated FCS

1% HEPES Invitrogen
1%P/S  Invitrogen 
Other reagents 

HBSS  :Invitogen  14170 

LMP Agar  : Fisher : catalogue #BMA 50100

2X MEM : Invitrogen  catalogue  #11935046
When the BHK are confluent, they need to be split (They will appear “stringy” if they are     overly confluent .You will need to thaw and start over if this happens) 

Draw all the media out the flask .Add 5 ml of HBSS (With 1% HEPES 5 Mm EDTA )  to the flask . Incubate 37 C 5-10 min . (Less time is better the cells don’t like EDTA) 

Following the incubation, gently “bang “the cells off of the flask, being sure to wash the bottom of the flask, being sure that the EDTA is rinsed off. Draw up 12 ml of media in the flask into 50 ml conical and spin 3 min at 1200 rpm 4C.

Once the cells have finished spinning, bringing up to 10 ml of medium and split according your needs .If you need the flask confluent next day dilute 1: 10 and 2 days later 1: 20. They grow fast .
Plating cells 

For this  plaque essay  you will need to plate per well ( usually between 1.0x10^5 and 1.510^5) in 1 ml volume per well (12 plate ) .

Dispense the cells to the center of each well .Once you have filled all rock and swirl the plates to ensure even single layered distribution.

Leave the plates overnight for infection next day ( IF YOU WANT TO INFECT THE CELLS ON THE SAME DAY PLATE 2.0-3.0X10^5 CELLS PER WELL ) .

Virus Titering
-Perform a series of 10 fold dilutions from 10-1  to 10-7 by adding  40 ul of each preceding sample to 360 ul of alfa  MEM.
*** Be sure to vortex each tube between dilutions .The vortex should be  pulse-vortex at lease 10 times (2-3 seconds per pulse ) .

-When the BHK plated out from the previous day are 80 % confluent , remove the media  from the wells using a 10 ml pipette ( Tip : While  keeping the plate  flat  in the hood remove the media from each well with the pipette until bubbles are seen being drawn up into the pipette, the proceed to the next well. When finished removing the media from all 12 wells tilt the plate before expelling the media from the pipette to ensure that each well has approximately equal volumes of media. If necessary make adjustments to equalize the volumes in the wells by using the media in the pipette ) be sure that there is enough media left in the wells so the cell will not dry out 
Then add 150 ul of ach virus dilution to the wells (usually duplicate for each dilution) 

Incubate the plate at 37 C for 2 h 

After the 2 hour period incubation, overlay the cells with 1.5 ml of Agar mix .Swirl gently :

Agar Mix : 50% LMP ( 2%)

                   45% 2X MEM

                     5%  FCS 
For 1 plate : 
10 ML LMP
9 ml 2X MEM 

1 ml FCS

Allow the agarose to solidify in the hood, and then place the cells back in the incubator for 6 days 

After 6 days develop the plaque assays by removing the Agarose : Use a  dispenser bottle  filled with tap water and dispense a little bit of water in one of the extremes of the well and discard the agar . 
Cover the bottom of the plate with crystal violet ( 1% crystal violet in 30 %alcohol ) . and rinse the plates in tap water .Plaques  will appear as clear circles in the purple background 

