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CD34 orchestrates the formation and actions of microvilli for efficient E-selectin-mediated cell migration
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Supplementary Figure 1. Knockdown of CD34, CD43, PSGL1, and Ezrin. After treatment with bromelain ”B” for 30 min (not the case for Ezrin), WT KG1a cells were transfected with 250–500 pmol of either CD34, Ezrin, PSGL1, CD43, or Scramble siRNA and subjected to western blot analysis.
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Supplementary Figure ‎2. Clustering of CD44 and Ezrin were disrupted due to CD34 knockdown. (A) On fixed sCT-KG1a cells and CD34-KD KG1a cells, CD34 and CD44 molecules (left panels) as well as CD34 and P-Ezrin molecules (right panels) were immunolabeled with Alexa Fluor 488 or Alexa Fluor 647 secondary antibodies, respectively. The cells were then imaged using a super-resolution imaging platform. Super-resolution images of both molecules are shown. (B) On fixed sCT KG1a cells and CD43, Ezrin, or PSGL1 knockdown KG1a cells, CD34 and CD44 molecules were immunolabeled with Alexa Fluor 488 or Alexa Fluor 647 secondary antibodies, respectively. The cells were then imaged using a super-resolution imaging platform. Super-resolution images of both molecules are shown.
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Supplementary Figure 3. CD34 constructs in HEK293ft cells. Western blot analysis of “HEK (Vector Control)”, “HEK-CD34,” and “HEK-∆EC” cells shows the confirmation of CD34 expression. The blot was derived after incubation with a CD34 antibody targeting the intercellular tail of CD34. 
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Supplementary Figure 4. CD34 on HEK-CD34 cells cannot bind to E-selectin without decoration with an sLex epitope. HEK and HEK-CD34 cells were left unstained or incubated with either HECA452 primary antibody (Sialyl Lewis X epitope detection) or E-selectin for 30 min, with or without FUT6 treatment, followed by incubation with a PE-conjugated secondary antibody. “E-Selectin” indicates cells incubated with E-selectin. “HECA452” indicates cells incubated with HECA452 antibodies. “FUT6” indicates cells treated with FUT6 for Sialyl Lewis X decoration. (A) Flow cytometry revealed that HEK cells did not show Sialyl Lewis X expression (left panel) and did not bind to E-selectin (right panel). The same results were observed in HEK-CD34 cells. (B) Following FUT6 treatment, a significant increase in the signal of HEC452 (left panel) and E-selectin binding (right panel) in both HEK and HEK-CD34 cells are observed. (C) Mean fluorescence intensity (MFI) images were collected after flow cytometry analysis of each of the indicated samples and depicted in a bar chart. Results from n=3 experiments are shown. Statistical analysis in this figure was performed using two-way ANOVA using GraphPad Prism software (****P < 0.0001).
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