Spectrum data

A. 5-FU match to commercial 5-FU (99.9%)
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[Upslope purity: -0.000385 (Similarity=0.933015] (T hreshold=1.000000)
]Downslope purity: -0.000640 (Similarity=0.993360] [T hreshold=1.000000)
13 point purity: -0.000812 [Similarity=0.993188] (T hreshold=1.000000])
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B. Uracil match to commercial uracil (96.8%)

_gJ Spectrum Yiew(E xtracted)

mal
> Wavelength 396.€
land SettingsWserDesktopwracil jem/ 017
200
150
100
50
w [ =) oxo o e el
o o =} fsl Lo (=2
o S N2 20 £y @
D : : o ; 7 ]
T T T T T T T T T T T
200 250 300 350 400 450 500 550 600 650 700
_u_' Purity View
T T T T T T T T T
250 300 350 400 450 500 550 600 650 700

Upslope purity: -0.060519 (Similarity=0.933481) (T hreshold=1.000000)
Downslope purity: -0.003293 (Similarity=0.996707) [T hreshold=1.000000)
i3 point purity: -0.031306 [Similarity=0.968094) [T hreshold=1.000000])



C. FdUMP match to commercial FdAUMP (99.0%)

EJ Spectrum View(E xtracted)
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;Upslope purity: -0.000967 [Similarity=0.993033) [T hreshold=1.000000)
Downslope purity: -0.017858 [Similarity=0.982142) [T hreshold=1.000000)
|3 point purity: -0.009412 (Similarity=0.330588) (T hreshold=1.000000)
D. Peak retention time 7.8 Mismatch to 5-FU (75.6%)
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Upslope purity: -0.486827 (Similarity=0.513173) (Threshold=1.000000)
Downslope purity: -0.000673 (Similarity=0939327) (T hreshold=1.000000)
3 point purity: -0.243750 (Similarity=0.756250] (T hreshold=1.000000)



E. Peakretention time 7.8 Mismatch to Uracil (75.6%)
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Upslope purity: -0.486827 [Similarity=0.513173) (T hreshold=1.000000)
Downslope purity: -0.000673 [Similarity=0.993327] [T hreshold=1.000000)
'3 point purity: -0.243750 (Similarity=0.756250] [T hreshold=1.000000)

F. MS analysis

Peak 7.8 min present study 5,6-Dihydro-5-fluorouracil
https://hmdb.ca/spectra/ms_ms/48524
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108.08 M+2ACN+2H M/2 +42.033823 2+
133.09 M+H M +1.007276 1+
156.80 M+Na M +22.989218 1+
196.95 M+ACN+Na M +64.015765 1+
265.05 2M+H 2M + 1.007276 1+

Figure S1. Absorbance spectrum analysis of peak similarity for 5-FU (A), Uracil (B), 5FdUMP (C).
Mismatch of extra peak with a retention time of 7.8 to both 5-FU (D), Uracil (E) and MS analysis (F).



