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1. Absorption and fluorescence spectra
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Fig.S1Thetime-dependentespectraof IRD-CLB (A,B)and 5-CLB (C,D)inPB (A, C)and CM (B, D) measuredat T=25°C afterincubationat 37 °C. The excitationwavelength
was 532 nm for RD (shorter-wavelength emission bands) and 720 nm for IRD-CLB and 5-CLB (longer-wavelength emission bands).
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2. NMR, MS and HPLC data
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Fig. S2 Cleavage of IRD-CLB in CM over time: A -time 0,B-2hand C-5 h.
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Fig. S4 "H NMR spectrum of compound 4 (400 MHz, CDCls).
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Fig. $5 **C NMR spectrum of compound 4 (101 MHz, CDCls).
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Fig. S6 HRMS spectrum of compound 4.
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Fig. S7 HPLC chromatogram of compound 4.

s
L3 ARARHISEIR LR LY
-n ey 1717 LTSy
i e Y
J ‘lv Y‘v‘
Q— o -
N ’k_\ﬁvy\o‘l‘"
! )
f
Dy’
oM

o

~in

Lin

'L_._.'l‘-, JlL,. M } “'-J‘__

v rno™ ™ T
2 23 33 22 1 ) 19458 8
e e : - : e . :
© A Kb 7S Y8 A5 68 S5 Sp 45 38 33 W 15 a4 as
1 (o)

Fig. $8 'H NMR spectrum of RD (400 MHz, MeOD).
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Fig. S9 MS spectrum of RD.
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Fig. S10 HPLC chromatogram of RD.
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Fig.S11 H NMR spectrum of IRD-CLB (400 MHz, MeOD).
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Fig. 12"3CNMRspectrum of IRD-CLB (101 MHz, MeOD).
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Fig. S13 HRMS spectrum of IRD-CLB.
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Fig. S14 HPLC chromatogram of IRD-CLB.
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Fig. $15 HRMS spectrum of 5-CLB.
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Fig. $16 HPLC chromatogram of 5-CLB.
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Fig.S17 The change ofthe CLB release degreein Panc-1cellline overtime, whichwas calculated on the base ofthe drug cleavage profile (Drug Degree =cci 8/Cs-cis = 1 - Bair,
Fig. 6) as the normalized ratio between the number of the released CLB molecules and the number of 5-CLB conjugates in the sample (mean + standard error for three
independentexperiments). 2—Increase oftherelative concentration of RD (crp = Bred) (Mean+ standarderror forthreeindependentexperiments). 3—Ratiometric curve (Crp/
Cs.cLe= Bred/ Bair). 4 — Relative concentration of free CLB molecules calculated as ccg = [Bred/( Brea + Bnir)]x100%.
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