
Monocyte purification by CD14 microbeads
1- Collect fresh blood sample (40ml of blood in 4 tubes of 10ml) these

     tube contain anti clotting agent.

2- Divided the blood between 50ml tubes, 20 ml in each tube.

3-Add equivalent amount 20ml of Hanks medium (HBSS)

       40ml (20ml blood +20ml Hanks medium)

4-Put 10ml Ficol histopaque+ 40ml(blood +Hanks) in 50ml tube

   *add the blood on the surface of histopaque very carefully
   *I have t mix blood by pipette before adding it on histopaque carefully 

5- Centrifuge for 22min., 800g (RCF) (acceleration:1, dec or brake:0)

6- After centrifuge collect the PBMC ring with a pasture pipette and put it into universal tube, fill the tube with Hanks (wash PBMC with Hanks medium) and centrifuge for 6 mint. 300g, acc+dec=3

7- Discard supernatant. Add 10 ml of hanks accurately into the remaining 50 ml tube.

8- Count the PBMC 

    Mix 10(l of tryphan blue with 10(l of the cell suspension in an Eppendorf and count using haemocytometer.
· Wipe the counting slide with ethanol and breathe on it to make the cover slip slide over.

· Count top right corner than multiple the number of cells with 2 because it has been diluted by 2 with tryphan blue. Then multiply by 10^4  to get cell number for 1 ml of blood , multiply by 10 to get cell count in 10 ml of blood.

9- Fill cell suspension tube to top with HBSS and spin again 300g, 6 mints., acc and dec=3

10- Prepare 50 ml of sterile MACS buffer

      50ml of PBS

      250(l FBS 0.5%

      200(l EDTA 

      *Filtered into fresh 50ml tube using 0.2(m pore size filler.

  *need to be cold then used – keep in fridge/o n ice

11- Remove the supernatant

*re suspend the cells in 80(l MACCS buffer per 10^7 total cells

* Add 20(l CD14+ microbeads per 10^7 total cells. Mix well and incubate at 4c (fridge for 15mint, along with MS column and magnet.( MS column is suitable for 1*10^8 cells, for up to 1*10^8 cells, for more than this use an LS column)
.12-Add 1-12ml MACS buffer/10^7, centrifuge the cells 300g, 6mits.                            *Remove supernatant completely

* Re suspend the cells (up to 10^8 cells in 500(l of MACS buffer)

13- Set up black stand, magnet and rack in hood, add 300(l MACS buffer to column to lubricate it.

.14- Apply the cell suspension onto the column with 1 26 gauge needle slowly (for avoiding cell aggregates) (single cell suspension)

15- Wash column twice with 2ml MACS buffer, collecting eluted cells in waste container.

16- Remove the column from the magnet and place it on a collecting tube. Add 2.5ml MACS onto the column. Immediately flush out the magnetically labelled cells by pushing with the plunger.

17- Fill the tube to top with culture media (PRMI)(add l glutamine and antibiotic
        penicillin and streptomycin) and spin again as no. 6

             then get red off the supernatant from the sample.
18-make 50ml DC media (45ml culture media+ 5ml FBS) and filter into fresh 50ml tube
19-Resuspend the cells in DC media( The amount of media depend on the no. of cells)
. if I have 20ml of blood that mean approximately I will get 20*10^6 and then I will get approximately tow millions of monocytes  , so I have to suspends my cells in 1 ml of DC media and count the cells the depending on the no. of cells I will add more DC media or not, since every one million of cells should be in 1 ml DC media. 
19-Add 5(l GMCSF/ml DC media

             2(l IL-4/ ml DC media to cell sample

20- Place I ml of cells (at 1*10^6/ml) into each well of 24 well plate (or 0.5ml of cell at 1*10^6) into each well of a48 well plate.
21- Check cell in plate under microscope and place in incubator at 37c for 6 days, feed the cells in the 3rd day of incubation.

