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Figure S1. Characterization and radiolabeling of DFO conjugated atezolizumab.  A. A plot 

showing the displacement of 
89
Zr from 

89
Zr-DFO-atezolizumab as a function of added cold 

ZrCl4. Using this plot, the average number of chelates per molecule of atezolizumab was 

determined to be 2.26.   B. Instant thin layer chromatography (iTLC) traces from the 

radiosynthesis of 
89
Zr-atezolizumab.  At top is shown the crude reaction after 120 min, and 

below is purified 
89
Zr-atezo after size exclusion chromatography. The arrow is centered over the 

position of expected migration of unconjugated 
89
Zr-oxalate. 

 

 

 

 

 

 

 

 

 



Figure S2. A. A summary of the biodistribution of 
89
Zr-atezo over time (out to 96 hour post 

injection) in intact male C57Bl/6J mice bearing subcutaneous B16 F10 tumors.  Data from each 

time point represents mean ± standard deviation for cohort sizes of n = 4.  Lg. Int. = large 

intestine, Sm. Int. = small intestine.  B. A summary of the biodistribution of 
89
Zr-C4 over time in 

intact male C57Bl/6J mice bearing subcutaneous B16 F10 tumors.  The data is rendered from our 

previously disclosed work
1
. 

 



Figure S3. Biodistribution data from select tissue compartments in tumor bearing intact male 

C57Bl/6J mice 48 hours post injection of 
89
Zr-atezo or heat denatured (HD) 

89
Zr-atezo.  Heat 

denaturation substantially decreased tumor-associated 
89
Zr-atezo.  Heat denaturation also 

reduced levels of 
89
Zr-atezo in blood, muscle, and bone. Data from each time point represents 

mean ± standard deviation for cohort sizes of n = 4. 

 

 

 

 

 

 

 

 

 

 

 

 

 



Figure S4. A. A summary of the biodistribution of 
89
Zr-atezo over time in immunocompromised 

intact male nu/nu mice bearing subcutaneous H1975 tumors.    Data from each time point 

represents mean ± standard deviation for cohort sizes of n = 4.  Lg. Int. = large intestine, Sm. Int. 

= small intestine. B. A summary of the biodistribution of 
89
Zr-C4 over time in intact male nu/nu 

mice bearing subcutaneous H1975 tumors.  The data is rendered from our previously disclosed 

work
1
. 

 

 



Figure S5. A summary of the biodistribution of 
89
Zr-atezo at 48 hours post injection in tumor 

bearing immunocompetent intact male C57Bl/6J mice injected with 
89
Zr-atezo, 

89
Zr-atezo + 15X 

naked atezo, or 
89
Zr-atezo + 15X IgG1 isotype control.    Data from each time point represents 

mean ± standard deviation for cohort sizes of n = 4.  Lg. Int. = large intestine, Sm. Int. = small 

intestine. 

 

 

 

 

 

 

 

 

 

 

 

 

 



Figure S6. A summary of the biodistribution of 
89
Zr-atezo at 48 hours post injection in tumor 

bearing immunocompromised intact male nu/nu mice exposed to carrier free and carrier added 

formulations of the radiotracer.  15x molar excess of unlabeled atezo was co-injected as carrier.  

Data from each time point represents mean ± standard deviation for cohort sizes of n = 4.  Lg. 

Int. = large intestine, Sm. Int. = small intestine. 

 

 

 

 

 

 

 

 

 

 

 

 



Figure S7.  A bar graph representing the percentage of cell bound 
89
Zr-atezo after incubation 

alone, or in combination with 10X atezo or C4.  The data are expressed as a percentage of bound 

activity compared to total activity added to the B16 F10 cells, and normalized to cell number.  

The incubation was performed for 30 min at 4
o
 C.  Data represent the mean ± standard deviation 

from 4 wells per treatment arm. *P<0.01 
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