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Fig. 1. Chronically activated CD4+ T cells were generated as described in
Materials and Methods, then CD28+ and CD28- subsets were purified and
stimulated {+) or not {-) with PMA + ionomycin for 15 min. Total ERK (-
ERK), phospho-ERK (p-ERK), total JNK {1-JNK) and phospho-JNK (p-JNK)
were measured by immunobiotting.
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Fig. S2. Eifect of ERK and JNK pathiway miubilors on CD4+ T cell TNFFSF7 (CD70) mefhylafon . A PBMC from
4 healthy controls were stimulated with PHA and 72 hours later CD4+ T cells were isolated, DNA purified and treated
with sodium bisulfite, then the indicated region ofthe TNFSF7 promoter was amplified and 10 fragments cloned and
sequenced from each subject. The location of each CG pair in the region is shown on the X axis numbered relative to
the transcription start site, and the average methylation ofthe 40 detemninations for each CG pair is shown on the Y
axis. B. PHA stimulated PBMC from the same donors were treated with U0126 as in panel A and promoter
methylation measured by cloning and sequencing of 10 bisulfite treated DNA fragments 72 hours later as in panel B.
C. CD4+T cells were treated with SPB00125 as in panel A then methylation compared to untreated cells by bisulfite
sequencing of 10 cloned fragments as in panel C. D. CD4+ T cells were treated U0126 and SPB00125 as in panel A
and overall methylation for each CG pair measured as in panel B.
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Fig. 83. 7 cali MEK ahdéor JNE RNTEhockdomwns,
Fepresentative immunoblots of total and phosphordlated
MEK and JMK in CD4+ T cells fransfected with control
siFEMA, MEK siRMA, MK SiRMA, or MEK + MK siRMNA a5
described in Materials and Methiods. 72 hours later the
cells were stimulated with PMA, and 15 minutes later the
cells were Iysed and MEK, p-MEK, p-ERE, JME and p-
JME measured by immunoblotting. B-actin loading
controls are also shown.
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$4. Effects of MEK anddor INK SIRNA on CO4+ T celf TNFSF7 (CD70) methyiation. &. T cells from 4 healthy
controls were transfected with control siRNA, stimulated with PHA 48 hours later, and 24 hours later DNA was
isolated and TNFSF7 promoter methylation measured as in Fig. S2, cloning and sequencing 10 fragments of hisulfite
treated DNA from each ofthe 4 subjects. B. TNFS F7 promoter methylation was measured in T cells transfected
with MEK siRNA as described in panels A. €. TNFSF7 promoter methylation was similarly measured in T cells
transfected with JNK siRNA as described in panels A and B. D. TNFSF7 promoter methylation was similarly
measured in T cells from 3 healthy controls transfected with MEK + JNK siRNA as described in panels A and B.



