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A. Determination of ACE2 IC50’s: 
 

 
Supp. Fig. 1: ACE2 IC50’s for NOTA-PEP6 when TCEP is used for disulfide bridge reduction (conversion of 
cyclic to linear peptide). An approximately 5-fold higher calculated IC50 was observed in the presence of TCEP. 
 
 

 
Supp. Fig. 2: HPLC (C18; isocratic 70% MeCN in H20) confirmation of reduction of the disulfide bridge in NOTA-
PEP6; HPLC confirmed conversion of NOTA-PEP6 to NOTA-PEP5 in the presence of TCEP.  A 2 µg/µL solution 
of NOTA-PEP in PBS was treated with a 0.5M solution of TCEP (100X concentration) to a final concentration of 
5mM.  The reaction was heated for 1 hour at 37oC and 10µL aliquot was injected on the HPLC.  The TCEP 
treatment converted 60% of NOTA-PEP6 to NOTA-PEP5. 
 
B. Radiochemistry: 
 
80 µg of NOTA-PEP (2 µg/µL concentration) was diluted into 160 µL of sodium acetate buffer (pH = 5.5) and 
added to 68GaCl3 solution (370-740 MBq in 4 mL 0.05 M HCl; eluted from a generator).  The mixture was tested 
for pH and additional sodium acetate buffer (pH = 5.5) was added to modulate the pH to between 3.5-4.  The 
mixture was heated to 90oC for 15 minutes, diluted with 50 mM ammonium acetate solution and loaded onto a 
preconditioned C18 Sep-Pak.  The cartridge was washed with 50 mM ammonium acetate solution and the 
labelled peptide was eluted from the cartridge in 200 µL fractions with 70:30 ethanol/50 mM ammonium acetate 
solution.  The most concentrated fraction was diluted 10-fold with 0.9% sodium chloride solution and passed 
through a sterile filter for use.  68Ga-NOTA-PEP4 was obtained 63% yield (decay corrected, n = 8) in greater 
than 99% purity (n = 8), with molar activity greater than or equal to 15.6 GBq/µmol.  
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Supp. Fig. 3: Radiosyntheses of all six 68Ga-NOTA-PEP peptides (crude RadioTLC). The chelated 68Ga-
NOTA-PEP was > 80% of radioactive signals observed in the crude product, in all cases. 
 

 
 
Supp. Fig. 4. A) HPLC (C18; gradient of 5-95% MeCN in H20) of crude 68Ga-NOTA-PEP4 after incubation of 
NOTA-PEP4 with 68Ga-GaCl3. B) HPLC (C18; gradient of 5-95% MeCN in H20) of purified 68Ga-NOTA-PEP4 
after purification on C18 sep-pak.  Analysis of the purified trace shows 99% purity of the labeled peptide which 
was used subsequently for animal studies. 
 
C. Supplemental Figures: 
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Supp. Fig. 5. HPLC C18; gradient of 5-95% MeCN in H20) analysis of 68Ga-NOTA-PEP4 incubated with PBS, 
mouse serum, and human serum.  37MBq (1mCi) of 68Ga-NOTA-PEP4 was added to 1mL of each solution and 
incubated for 2 hours at 37oC.  HPLC were performed at 30 min intervals.  68Ga-NOTA-PEP4 was > 95% intact 
in each solution for the 2 hour duration. 
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Supp. Fig. 6: Additional images of 68Ga-NOTA-PEP4 in hACE2 transgenic mice, obtained via single time-point 
acquisition. 
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Supp. Fig. 7: Confirmation of ACE2 activity in tissue isolates, as correlation to reported in vivo data (Anaspec, 
Fremont CA).  
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