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Mice received tofacitinib in PEG300 (100 mg/ml) or vehicle alone (PEG300) by osmotic pump infusion (Alzet
Model 2004, 0.25 u l/hour, 28 days). Four days prior to immunization, mice were anesthetized and their dorsal
surface was shaved. A one cm incision was made on the back to create a subcutaneous pocket and insert the
pump.The incision site was closed with wound clips. Mice were injected weekly (i.p.) with SS1P recombinant
immunotoxin (RIT; 5 u g/mouse) beginning on day 0; control mice received injections of saline alone. Every
week before SS1P or vehicle immunization,~50 u L of blood was drawn to obtain serum samples. Sera were
stored at ?80°C until analyzed [4].

Apoptotic cells were detected by flow cytometry using recombinant human Annexin-V conjugated with

a lophe/cocganin. Briefly, after exposure to CP-690,550 for different periods of time, cells were washed in
Ca2+-free PBSand resuspendedin 100 u L of binding buffer (10 mM HEPES pH 7.4; 0.15 MNaC1; 5 mM KCL; 1
mMMgCl2; 1.8 mM CaClZS’to which Annexin-V-APC had been previously added. Cells were incubated for 20
minin the dark at room temperature, washed and resuspended in 0.3 mL binding buffer. Cells were analyzed
on a FACSCalibur flow cytometer equipped with the Cell Quest Pro software [2].
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