Pharmacodynamic assessment of a panel of Immunosuppressant
o drugs on ex-vivo canine T-lymphocyte proliferation
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mycophenolic acid or A77 1726. The following concentrations were tested:

dexamethasone (0.1, 1, 10, 100, 1,000, 10,000 uM), cyclosporine (0.2, 2, 10, 20, 30, 40,
R1 (lymphocytes)
and R2 (live cells)

80, and 200 ng/mL), mycophenolic acid (2, 5, 10, 20, 40, 80, 100, 200, 500 nM) and A77
are applied to a plot * The flow cytometric assay successfully allowed

1726 (1, 5, 10, 25, 50, and 200 pM).
of CD5-perCP- determination of percentages of proliferating T lymphocytes

 Staining for viability, CD5 and Ki67: Following incubation red blood cells were lysed
and white blood cells were washed. All samples, except for unstained controls, were
stained for 30 min at 4°C in the dark with a fixable viability dye eFluor-780 (eBioscience,
eFluor-710 (T-cells) and calculation of the 50% inhibitory concentration (ICzg).
versus Ki67- FITC Inhibition of T-lymphocyte proliferation by the panel of
(proliterating cells). immunosuppressants was shown in a dose-dependent

San Diego, California, USA) to exclude dead cells. Cells were then stained with perCP-
cytofix/cytoperm solution (eBioscience, San Diego, California, USA). All cells except Cells In RS manner, with marked variability among dogs.
drug action the Cyan ADP Flow Cytometer (Becton, Dickison and Company, Franklin ) CD5 and Ki67, i.e., _ _ _
Results support the use of this assay for detecting efficacy
thus identified by these two gates and applied to a plot of eFluor-710 versus FITC > In the future this assa - -
_ oy _ _ _ y may be applied to pet dogs with
allowing quantification of double-labeled CD5+Ki67+ (proliferating T-cells). spontaneous immune-mediated disease to help tailor ACK N OWL EDG EM E NTS
« Calculating the ICzy: The 50% Iinhibitory concentration, IC¢,, was determined using -

eFluor-710 labeled antibody (eBioscience, San Diego, California, USA) against canine

iIncluding the unstained controls, were then incubated for 30 min at 4°C In

unstained controls were stained with anti-mouse/rat Ki67- FITC antibody (eBioscience, represent the » The mean + SD ICsy was 394.8 + 871 uM for dexamethasone,
 Flow cytometric analysis: To quantify live, proliferating T-cells and assess suppressive double positive for mycophenolic acid, and 3.746% 6.8 uM for A77 1726.

Lakes, New Jersey, USA) was used to collect at least 20,000 gated events and Summit proliferating T-cells.

data. A plot of forward scatter (FSC) versus side scatter (SSC) identified all cells within : -

the sample and a gate was applied to the lymphocyte population to exclude other cells. A FUTURE DIRECTIONS proliferation.

plot of SSC versus eFluor-780 allowed for selection of live cells. Live lymphocytes were

iIndividual treatment regimens.

CD5, a pan T-cell marker, for 15 min at 4°C in the dark to identify T-cells. All cells,

San Diego, California, USA) for 1 h. at 4°C in the dark to assess lymphocyte proliferation. population that is 18.89+ 36.2 ng/mL for cyclosporine, 106.3+157.7 nM for

5.2 Software (Beckman Coulter, Inc., Fullerton, California, USA) was used to analyze of individual immunosuppressants to diminish T lymphocyte
GraphPad Prism version 5.00 for Windows, (GraphPad Software, San Diego California - Funding for the project was provided by discretionary funds (CR) and student
USA, www.graphpad.com). support for the VRSP program was provided by Zoetis Animal Health.




