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Online Resource 2 – Results 

Death receptor (DR)4/5 levels in archived and fresh tumor tissues 

DR4 and DR5 RNA levels and DR4 protein (by immunohistochemistry [IHC]) were analyzed in archival 

(N=48) and fresh (before eftozanermin alfa treatment; N=32) tumor tissues from colorectal cancer 

(CRC) and pancreatic cancer patients from the M15-913 study (Online Resource 2 – Fig. S3). We 

were unable to identify the anti-DR5 antibody for IHC assays. The population analysis shows that the 

levels of DR4 and DR5 transcripts are higher in pre-treatment tumor tissues compared with archival 

tissue. DR4 IHC findings were also consistent with the transcripts data. Seven enrolled patients had 

both archival and pre-treatment tumor tissues. DR4 protein levels were higher in fresh pre-

treatment tumor tissue compared with archival tissue from the same patient. 
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Online Resource 2 – Figure Legends 

Online Resource 2 – Fig. S1 a) Reverse-phase protein array (RPPA) analysis included a panel of 50 

analytes from various signaling pathways including apoptosis, MEK, AKT, etc. The subset of analytes 

belonging to extrinsic apoptotic pathway and downstream signaling molecules are represented on 

the heat map. Four of 12 patients with paired frozen cores had viable tumor cells. Two of four 

patients had both whole slide and laser capture microdissection analysis available. b) Analysis of 

paired biopsies by RPPA demonstrated modulation of multiple pathways. Increased levels of 

apoptotic markers M30 and cleaved poly(ADP-ribose) polymerase (c-PARP) were observed in five of 

six (83%) patients. Additionally, levels of pro-survival pathway molecules such as p-MEK1/2, p-AKT, 

and p-ERK decreased in four of six (67%), five of six (83%), and four of six (67%) patients. c) 

Immunohistochemical analyses in paired formalin-fixed paraffin-embedded tissues were 

implemented to confirm RPPA findings. c-PARP levels in pre- and on-treatment biopsies were 

assessed by immunohistochemistry. c-PARP protein levels increased after eftozanermin alfa 

administration in seven of eight (88%) patients with paired biopsies. d) Representative images of c-

PARP staining in pre- (left) and on-treatment (right) biopsies. LCM, laser capture microdissection; SL, 

whole slide. 

Online Resource 2 – Fig. S2 a) Enumeration of percentage of total tumor-infiltrating lymphocytes 

(TILs) in tumor cells and relative percentage of CD4-naive cell type within total TILs was performed 

as previously described (Online Resource 1) [1]. RNA sequencing data were available from 11 

patients with paired formalin-fixed paraffin embedded tumor tissue. Increased TILs were observed in 

tumor regions of 10 of 11 (91%) patients after eftozanermin alfa administration. Within the TILs, 

relative CD4-naive cells percentage increased in seven of 11 (64%) patients post-eftozanermin alfa 

treatment. b) Increase in immune markers was confirmed using a second modality, multiplex 

immunohistochemistry (IHC). Multiplex IHC enumeration included assessment of CD4-positive 

(CD4+) cells percentage within the tumor region. Increased distribution of CD4+ cells was detected in 
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on-treatment samples in tumor region of six of eight (75%) patients after eftozanermin alfa 

treatment 

Online Resource 2 – Fig. S3 Archived (N=48) and fresh biopsy tissues (N=32) collected from 

colorectal cancer (CRC) and pancreatic patients were tested for death receptor (DR)4, DR5 RNA by 

RNA sequencing (RNA-Seq), and DR4 protein by immunohistochemistry (IHC). Data from M15-913 

were compared with The Cancer Genome Atlas (TCGA) (N=697). Notable caveats: TCGA samples are 

treatment naive. Pipeline processing of TCGA RNA-Seq data is different than M15-913. a) CRC and 

pancreatic cancer patients from TCGA had significantly higher expression of DR4 compared with 

patients enrolled in M15-913 (p<0.0001). b) Similarly, DR5 RNA expression was higher in TCGA 

tissues compared with M15-913 trial tissues. Within M15-913, DR4, DR5 RNA expression was 

consistently higher in fresh tissue compared with archived tissue. c) DR4 protein expression was 

observed to be higher in fresh biopsy vs archived tissue. FPKM, fragments per kilobase million 
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Online Resource 2 – Fig. S1 
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Online Resource 2 – Fig. S2 
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Online Resource 2 – Fig. S3 
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