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Figure 1. Full-length gels for Figure 1 

Figure 2. Both ROCK1 and ROCK2 exist in the cytoplasmic as well as the nuclear fraction 

of human CD4
+
 T cells. Human peripheral blood CD4

+
 T cells were stimulated under Th17-

skewing conditions for 2 hours, then nuclear and cytoplasmic fractions were purified and 

subjected to western blot analyses. (a) Actin and LaminB1 served as quality controls for 

cytoplasmic and nuclear fractions respectively. (b) Both anti-ROCK1 and anti-ROCK2 

antibodies can co-precipitates MYPT and MLC. (c) Anti-JAK2 antibody specifically pulls down 

JAK2. pSTAT3 (d), but not STAT5 (e), co-immunoprecipitated with ROCK2. (d) Weak JAK2 

being detected by anti-ROCK2 co-immunoprecipitation, but no detectable ROCK2 by anti-JAK2 

co-immunoprecipitation (d). Numbers indicate ratio between the precipitated protein and the 

input. 

Figure 3. ROCK2, STAT3 and STAT5 are co-localized on chromatin in human T cells. (a) 

A screen shot of ROCK2 peaks, together with input and a positive antibody at Chromosome 2 

from ROCK2 antibody ChIP-seq validation assay. (b) STAT3 and STAT5 occupancy on an 

average gene peak at transcription start region; STAT3 and STAT5 binding motif. (c) Venn 

diagram with numbers of genomic sites bound by STAT3 and STAT5. (d) Pie chart of ROCK2 

active peaks distribution in KD025-treated cells over control. 

Figure 4. STAT3 mediates ROCK2 recruitment to the chromatin. (a) ROCK2 binding peaks 

at transcription start site regardless KD025 treatment. (b) Number of peaks changed after KD025 

treatment shows KD025 does not alter genome wide ROCK2 binding profile. (c) List of 

TH17/TFH cell related genes with high ROCK2 and STAT3 peaks analyzed by ChIP-seq. (d) 

ROCK2 interacts with pSTAT3 in human CD4
+ 

T cells stimulated by TH17 skewing conditions 

for 48 hours. (e) STAT3 siRNA robustly down-regulates the expression of STAT3, a 

representative Western blot and quantification from four independent experiments is shown. (f) 

Phosphorylation of STAT3 is decreased by treatment of cells with a JAK inhibitor, Baricitinib. 

 




