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Supplementary Table 

 

Figure Tissue Exposure time fluorescence light 

microscope (ms) 

Contrast adjustment with 

OlyVIA software (max 

scaling) 

  DAPI filter 

(455 nm) 

FITC filter 

(519 nm) 

Cy3 filter 

(603 nm) 

Blue 

channel 

Green 

channel 

Red 

channel 

2, S3, S4, 

S5 (right 

panels) 

tumor 30.9 18 18  5000 1000 1000 

4A, B kidney 30.9 - 1.7 2000 - 600 

4D, E, F liver  30.9 6.8 6.8 3000 500 600 
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Supplementary Figure S1 Synthesis of UK18-SA21. UK18 was synthesized with a C-terminal 

alkyne group (propargylglycine linked to UK18). SA21 was synthesized with an N-terminal azide 

group (5-azido-pentanoic acid linked via a glycine spacer to SA21). The UK18 derivative was 

cyclized by reaction with TBMB and the SA21 derivative was cyclized by oxidation. The two 

fragments were linked together by Huisgen cycloaddition. 

 

 



 

 

Supplementary Figure S2 Synthesis of UK202-SA21Alexa. UK202 was synthesized with a C-

terminal alkyne group (propargylglycine linked to SA21). Amino acid 13 of UK202 is D-Ser. SA21 

was synthesized with an N-terminal azide group and a Lys-Gly linker (5-azido-pentanoic acid 

linked via a Lys-Gly spacer to SA21). The UK202 derivative was cyclized by reaction with TBMB. 

The SA21 derivative was cyclized by oxidation and Alexa 594 was conjugated to the lysine side 

chain. The two fragments were linked together by Huisgen cycloaddition. 



 

 

 

Supplementary Figure S3 Detection of bicyclic peptide in tumor by fluorescence microscopy. 

Whole tumor section of mouse 2 that was injected i.p. 300 g UK202-SA21Alexa. The left 

micrograph shows UK202-SA21Fluo (in red). In the right micrograph, blood vessels were stained 

with anti-CD31 antibody (green). Nuclei were strained with DAPI (blue). Three regions within the 

tumor section are shown at higher magnification. (B-D).  

 



 

 

Supplementary Figure S4 Tumor sections of a mouse not injected with UK202-SA21Alexa (mouse 

3). This negative control experiment was performed to verify if tissue of tumor sections show auto-

fluorescence. (A) Whole tumor section of mouse 3. The left micrograph shows signal of tissue in 

the Cy3 channel used to detect Alexa 594 (red). In the right micrographs, blood vessels were stained 

with anti-CD31 antibody (green). Nuclei were strained with DAPI (blue). (B-D) Three regions 

within the tumor section (A) are shown at higher magnification.  



 

 

Supplementary Figure S5 Autofluorescence of tumor sections. Autofluorescence of tissue could 

potentially interfere with the fluorescence signal from UK202-SA21Alexa. The level of 

autofluorescence was estimated by exciting tissue at 495 nM and measuring emission at 519 nm. 

At this wavelengths, tissue autofluorescence was detected but not Alexa 594. Whole tumor sections 

of mice 1 (A) and 2 (B) that were injected UK202-SA21Alexa as shown in Fig. 2C and D. The left 

micrographs show UK202-SA21Alexa (in red; Cy3 filter set: excitation at around 565 nm, emission 

at 603 nm). The right micrographs show autofluorescence (in green; filter set: excitation at 495 nm, 

emission at 519 nm). Exposure and contrast are the same for all micrographs (Supplementary table 

S1). 

 



 

 

 

Supplementary Figure S6 Standard curve. Four dilutions of UK202-SA21Alexa were prepared in 

50% mounting media / 50% PBS and imaged by confocal microscopy. The fluorescence intensity 

in the red channel was plotted against the concentration of peptide. 

 


