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Figure S1. Colorimetric assay of the efficiency of the conjugation of the N3-A20 peptide to the accessible 
reactive moieties. Red: Absorption spectra of visible emitting QDs before functionalization. The numbers of 
reactive DBCO groups available for reaction on QD-DBCO and remaining on QD-A20 after reaction with 
the N3-A20 peptide were evaluated by reaction with excess N3-modified Cy5 dyes. After the reaction 
between the DBCO groups and the N3-dyes, the QDs were purified by several rounds of ultrafiltration. The 
comparison between the blue spectrum (QD-DBCO + N3-Cy5) and the black spectrum (QD-A20 + N3-Cy5) 
shows that the modification of DBCO groups with the peptide occurs with a >90 % efficiency. 

 

Figure S2. Photoluminescence excitation spectrum from the NIR QDs (detection at 750 nm). 

 

Figure S3. Fluorescence decay of QD before (red) and after (black) functionalization with DBCO and A20 
peptides. 
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Figure S4. Flow cytometry histograms of FaDu (cyan) and MeWo (orange) cells from co-culture (F5M5) 
spheroids exposed for 3h to 50 nM A20-QDs.  

 

 

Figure S5. The adjusted MFI values (autofluorescence subtracted) of FaDu and MeWo cells from co-culture 
(F5M5) spheroids exposed for 3h to 50 nM of SPP-QDs (blue) and A20-QDs (red). Data represent mean ± SD 
[n = 4-6; *p < 0.05; ***p < 0.001, using ANOVA]. 

 



Figure S6. Quantitative analysis of fluorescence images captured with and without time-gated detection. (a) 
Fluorescence intensity along a line profile (shown in (b)) going through the spheroid without time-gated 
detection (Δt = 0, black) and with time-gated detection (Δt = 40 ns, red). (c) Comparison of the difference in 
average fluorescence intensity in the spheroid region and from the tissue outside of the spheroid without 
and with time-gated detection. The scale bar represents the standard deviation from the intensity pixel 
values from the tissue background. 

 


