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SUPPLEMENTARY FIGURE LEGENDS 

 

Supplemental Figure S1 

Schematic representation of different library designs for primary and affinity 

matured selections. The native sequence of the tetranectin loop regions is shown at 

the top. Alterations in the primary and affinity maturation libraries are shown below 

where an x indicates a position that was randomized in each library. 

 

Supplemental Figure S2 

Representative example of screening affinity matured Atrimer™ complexes. 

Single point cytotoxicity assays (A) we performed with 293 PEAK supernatants at 1:2 

and 1:10 dilution using the Vialight Plus kit and compared to previously identified 

agonists. DR4 ELISA (B) was performed concurrently with the same supernatants 

diluted 1:20 and also compared to previously identified binders.    

 



Supplemental Figure S3 

Atrimer™ complexes are not cytotoxic to TRAIL-resistant tumor cell lines. Cell 

viability with candidate DR4 Atrimer™ complex treatment for 48 hours in (A) HepG2 and 

(B) MDA-MB-231 cell lines (n=2).   

 

 

 

Supplemental Figure S4 

TRAIL-receptor expression in SW620 and HCT15 cell lines. Western blot analysis of 

TRAIL receptors in SW620 and HCT15 cells. 

 

Supplemental Figure S5 

Surface DR4 knockdown. Surface DR4 by flow cytometry in HCT116 cells transfected 

with a scramble control or DR4 siRNA. 

 

Supplemental Figure S6 

Excess soluble DR4, but not DR5, blocks the cytotoxic effect of agonist DR4 

Atrimer ™ complexes.  Atrimer™ complex 1C9 was pre-incubated with or without 

soluble DR4-Fc or DR5-Fc for 1 hour before addition to Colo205 cells. Cell viability was 

measured at 48 hours using the ViaLight Plus kit.   

 



Supplemental Figure S7 

Combining DR4 Atrimer™ complexes with TRAIL.  Sub-G1 content in HCT116 cells 

treated with 1G2 (50 ng/mL) or TRAIL (25 ng/mL) for 24 hours (n=2).  

 

Supplemental Table 1 

DR4 Atrimer™ complexes obtained in primary and affinity maturation selections. 

Results of ELISA screening of late rounds of the primary and affinity matured selections 

are shown. 

 


