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HPCA Processing of Fresh UCB samples - Flow Chart

Sample, worksheets and labels
arrive to the HPCA area and are stamped with delivery time

l

Reagent supplies (IMDM tubes and MethoCult syringes) are removed
from the refrigerator; set timer for 15 minutes to allow reagents to
come to room temperature

l

Specimen(s) is (are) logged-in by HPCA Tech and alphabet letter
is assigned to UCB worksheets, sample tube, and the labels.

Specimens, information packets (worksheets), and labels
are delivered to plating station (Wear PPE!)

l

First specimen is placed under the hood, barcode labels are placed on
0.5 and 0.4 IMDM tubes, prepared cell culture plate and specimen rack

l

Vortex fresh UCB at ~3000 rpm for 1-3 seconds

l

Obtain 2.5 x10° cells from the fresh UCB and dilute by adding the
calculated amount of sample into the 0.5 ml IMDM tube. Rinse tip 3-5 times.
Vortex to mix at ~3000 rpm for 1-3 seconds

l

Transfer 100 pl of the cell mixture to the tube containing 0.4ml of IMDM.
Rinse tip 1-3 times. Vortex at ~3000 rpm for 1-3 seconds
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Dispense the 1.5 of MethoCult in the syringe into the tube

containing the 0.4 ml of IMDM + 100 pl of cell mixture by allowing the
MethoCult to run slowly down the side of the tube.

Mix the contents thoroughly by gently aspirating the cell mixture into the
syringe and dispensing it back into the tube. REPEAT X 5

l

After the last mixing cycle, allow the empty syringe to sit inside the tube and allow the
solution to rest for 5 minutes before plating. Set a timer for 5 minutes.

l

At this time, you may proceed with the next specimen. Each specimen must have its own

rack and no more than 3 specimens will be allowed under the hood at one time.

l

At the end of the 5 minutes, slowly draw the MethoCult/cell mixture
back up into the syringe.

l

Plate in triplicate. Remove the blunt-end needle from the syringe by twisting the needle
using the needle cover. Remove the lid of the plate and place the cell suspension into
each of the 3 wells. Dispense one drop a time into each well, beginning with the
well on the left, until all of the mixture is gone.

l

Repeat step above with other specimens that are in-progress.
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l

Replace the lid on the plate. Using aseptic technique, swirl the plate to cover the bottom of
each well and to remove any visible bubbles.

l

Upon completion of this HPC assay, deliver the remaining UCB specimen(s), labels,

and information packet(s) (worksheets) to the Flow Cytometry area for testing.

l

Place tissue culture plate into a 37°C humidified incubator in 5% CO2 for 14-16 days

NOTE: Deliver the UCB PRE and POST slides to the microscopy area within the STCL.
Slides will be read and results reported as time permits.
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