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1.0 Purpose —

ing an Annexin V assay on

This SOP describes the current procegyegio
us B&D Systems Kkit.

established cell cultures by flow,cyto

2.0 Scope -
The scope of this docume sC procedures for harvesting and staining
cells for for cytomtric an of A inV..

i m;

nnexin V levels in cells by this protocol are responsible
s are followed in accordance with this SOP. All staff must
the relevant risk assessment documents before performing this
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4.0 Procedure —

This assay is designed to include the total number of apoptotic cells released into the
media rather than looking a the rate at which cells are being committed into
apoptosis; cells which have undergone apoptosis and which are subsequently
floating around in the media are therefore included along with the early-stage
apoptotic cells which have not yet become detached. The first step of the protocol
can therefore be omitted if only the adherent cells are of interest.

1. Remove media from each petri dish and transfer to labelled F
all tubes at 1,700rpm for 4mins and then discard the media
cell pellet at the bottom of the tube.

CS tubes. Spin
cave a (small)

2. Wash the petri dishes with PBS (2mL), discard and then ac l.5mL).
Place in the incubator until cells have become detach L 8P than
necessary as this may artefactually induce high valu

3. Add DMEM / RPMI with 10% FCS (1.5gal) op ypsi# Add the cell
suspension to the tube containing the va I ooling the two
together).

4. Spin all tubes at 1,700rpm for 4mins.

5. Discard the media and resuspe DPMEM / RPMI with 10% FCS

(1.5mL). Leave in the in
6. Spin all tubes at 1,700rpm

7. Discard the media en pellet in ice-cold PBS (1mL).

in ICe-cold Annexin-V buffer (100uL). Add Propidium
-Annexin (1 uL) to each tube as appropriate. Incubate

5.0 Personal protection -
A Howie laboratory coat and lab gloves must be worn at all times.
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6.0 Spillages -

Always clean up and disinfect any spills immediately after use, only you know what
you have spilt and are aware of its hazard.

7.0 Training -
All staff should undergo training in this technique before performing procedure.

8.0 Related documents —
SOPS - SASoM-METHOD-018-Flow Cytometric DNA Analys

9.0 Approval and sign off —
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