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Figure 8- figure supplement 2.  THP-1 derived IGFBP7 and its effect on rosette-stimulation. (A) IGFBP7 secretion level of THP-1 cells of different gene knock-down (KD) status (cell numbers = 3 x 106). Mann-Whitney test was used to compare the difference in IGFBP7 secretion levels between URBC- and IRBC-exposed settings for each cell type. For the non-transduced wild type (WT), the IRBC-exposed group secreted more IGFBP7 than their URBC-exposed counterpart (control) (P = 0.0002). For the IGFBP7-KD group, exposure to IRBC did not significantly alter the IGFBP7 secretion by the cells, as compared to those exposed to URBC (P = 0.0678). For the GlyC-KD group, exposed to IRBC also significantly increased the IGFBP7 secretion level by the cells (P = 0.0002). A Kruskal-Wallis test was also performed for cross-group comparison. There was no significant difference in level of IGFBP7 secretion between the URBC-exposed WT and GlyC-KD groups (P = 0.0624), as well as between IRBC-exposed WT and GlyC-KD groups (P > 0.9999). (B) Rosetting challenge assay using culture supernatant of the THP-1 cells (equivalent to that of 1x106 cells) with different gene knock down status. Within each of the seven groups of experimental settings, Welch’s unpaired t-test was conducted to compare the effect of anti-IGFBP7 on rosetting rates. The antibody did not exert significant alteration to the rosetting rates in groups control (exposed to 1XPBS) (P = 0.2358), IGFBP7-KD_URBC (P = 0.7354), and IGFBP7-KD_IRBC (P = 0.4867). The antibody significantly reduced rosetting in groups WT_URBC (P < 0.0001), WT_IRBC (P < 0.0001), GlyC-KD_URBC (P < 0.0001), and GlyC-KD_IRBC (P < 0.0001). Cross-group comparison was performed using One-Way ANOVA with Tukey’test. Relative to the control, higher rosetting rates were recorded in WT_URBC (P = 0.0004), WT_URBC+Ab (P = 0.0409), WT_IRBC (P = 0.0001), IGFBP7-KD_URBC (P = 0.0105), IGFBP7-KD_URBC+Ab (P =0.0074), IGFBP7-KD_IRBC (P = 0.0016), IGFBP7-KD_IRBC+Ab (P = 0.0088), GlyC-KD_URBC (P = 0.0007), GlyC-KD_URBC+ Ab (P = 0.0038), GlyC-KD_IRBC (P = 0.0003) and GlyC-KD_IRBC+Ab (P = 0.0047), but not in group WT-IRBC+Ab (P = 0.0709).
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