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Figure S1. ASNS expression in CT-26 and MC-38 tumor cells treated with L-ASNase. CT-26 and 43 
MC-38 cells (4 × 104) cultured overnight were treated without (-) or with (+) L-ASNase (1 IU/mL) for 44 
24 h. (A) Viability of tumor cells. Relative viability percentages were compared between (+) groups 45 
and (-) groups. (B) ASNS expression levels. Western blot analysis of protein expression using anti-46 

ASNS or anti-β-actin antibodies (upper panels). Band intensities were measured and expressed relative 47 
to β-actin. Data are presented as the mean ± SEM (n = 3). 48 

  49 

 50 

 51 

 52 

 53 



 54 

 55 

 56 

 57 

 58 

 59 

 60 

 61 

 62 

Figure S2. ASNS expression in tumor cells treated with IR and CRT3LP. CT-26 and MC-38 cells 63 
were treated with 10 Gy IR and cultured for 24 h. CRT3LP or #DGRLP (1 IU/mL) were added for 4 64 
h. Cells were washed and cultured for an additional 24 h. (A) ASNS expression in CT-26 cells and (B) 65 
in MC-38 cells. ASNS expression was assessed by western blotting using anti-ASNS antibody and 66 

anti-β-actin antibodies as controls (upper panels), and band intensities were quantified. The amounts 67 
of ASNS were normalized to that of β-actin (bottom panels). Data are presented as the mean ± SEM 68 
(n = 3). 69 
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Figure S3. Immunohistochemistry of ASNS in CT-26 tumor tissues treated with IR and CRT3LP. 91 
CT-26 tumor tissues, which were the same as those shown in Figure 6K, were stained with anti-ASNS 92 
antibody. (A) Immunohistochemistry images. Scale bar = 100 μm. (B) Quantification analysis. Positive 93 
dots were counted. Data are presented as the mean ± SEM (n = 3). 94 
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Figure S4. Antitumor effect of CRT-targeting L-ASNases in CT-26 tumor-bearing mice treated 118 
with IR. (A) Representative images of CT-26 tumor-bearing mice. (B) Individual tumor growth 119 
curves for each group. Data are presented as the mean ± SEM (n ≥ 5). 120 
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Figure S5. Individual tumor growth curves after combination therapy with CRT-targeting L-143 

ASNase and αPD-L1 in CT-26 tumor-bearing mice treated with IR (n = 3). 144 
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Figure S6. CRT-targeting L-ASNases synergistically enhance antitumor efficacy in MC-38 172 
tumor-bearing mice treated with IR. (A) Representative images of MC-38 tumor-bearing mice. (B) 173 
Individual tumor growth curves for each group. (C) Changes in tumor size. (D) Kaplan–Meier survival 174 
curves. (E) Changes in body weight. Data are presented as the mean ± SEM (n ≥ 4). 175 


