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Characterisation of synthesized final products



High-performance liquid chromatography-tandem mass spectrometry (LCMS) was applied to characterise products. The product analysis was carried out using an Agilent 1260
separating system using H,O (solvent A) and acetonitrile (solvent B) as the mobile phase, while Monolithic Cig 50 x 4.6 mm LC column (Phenomenex) worked as stationary phase.
The products were dissolved in a mixture of DMSO/Acetonitrile (1/4). Method E (10 min) and Method F (5 min) were used for analysis (Flow rate: 0.5 mL/min; inject volume: 10 pL),
while samples were split and passed through an Agilent 6120 quadrupole mass spectrometer. Formic acid was added (0.1%) in both solvent A and B to maintain an acidic mobile
phase condition.

LCMS Methods:

Method E:

Solvent A (95%) with Solvent B (5%) was maintained for 2 mins and then ramped up to 50% Solvent B in 3 mins. The gradient was retained for 1 min and then Solvent B was

increased to 95% in 1.5 min. Solvent B was finally returned to 5% in 1.5 min and maintained for 1 min.

Time (min) % Solvent A % Solvent B
0 95 5

2 95 5

5 50 50

6 50 50

7.5 5 95

9 95 5

10 95 5

Method F:



Solvent A (95%) with solvent B (5%) was ramped up to 90% in 3 min, while solvent B was then ramped up to 95% within 0.5 min. The solvent gradient was kept for 1 min, and then

solvent B was reduced to 5% within 0.5 min.

Time (min) % Solvent A % Solvent B
0 95 5

3 95 5

3.5 5 95

4.5 5 95

5 95 5

NMR and MS result of products:



tert-butyl 6-((2-(2,6-dioxopiperidin-3-yl)-1-oxoisoindolin-4-yl) amino) hexanoate (1, JP-163-03)
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Figure S1-1. Proton 'H NMR of 1 (JP-163-03)
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Figure S1-2. Carbon *C NMR of 1 (JP-163-03)
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Figure S1-3. HMBC spectrum of 1 (JP-163-03)
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6-((2-(2,6-dioxopiperidin-3-yl)-1-oxoisoindolin-4-yl) amino) hexanoic acid (2, JP-164-05)
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Figure S2-1. Proton 'H NMR of 2 (JP-163-05)
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Figure S2-2. Carbon *C NMR of 2 (JP-163-05)
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Figure S2-3. HMBC spectrum of 2 (JP-163-05)



6-((2-(2,6-dioxopiperidin-3-yl)-1-oxoisoindolin-4-yl) amino)-N-(3-fluoro-4-(4-(((S)-7-methoxy-5-oxo-2,3,5, 1 1a-tetrahydro-1H-benzo[e[pyrrolo[1,2-a] [ 1,4]diazepin-§-

yl)oxy)butanamido)phenyl) hexanamide (15a, JP-175-P6)
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Figure S3-1. Proton 'H NMR of 15a (JP-175-P6)
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Figure S3-2. Carbon *C NMR of 15a



JP175PG #42-68 RT: 043068 AV: 27 NL: 2.16E6
T: FTMS + p ESI Full ms [120.0000-1800.0000]
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Theoretical [C42H46FN70O8+H]+: 796.3465
Measured : 796.3438

Error: -3.35 ppm
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Figure S3-3. HRMS result of 15a (JP-175-P6)
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Figure S3-4. HRMS result of 15a (JP-175-P6)



6-((2-(2,6-dioxopiperidin-3-yl)-1-oxoisoindolin-4-yl)amino)-N-(4-(4-(((S)-7-methoxy-5-oxo0-2,3,5, I 1 a-tetrahydro- 1 H-benzo[e[pyrrolo[1,2-a] [ 1,4]diazepin-§-

yl)oxy)butanamido)phenyl) hexanamide (15d, JP-163-16)
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Figure S4-1. Proton NMR of 15d (JP-163-16/JP-198-13)
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Figure S4-2. Carbon NMR of 15d (JP
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Figure S4-3. HRMS result of 15d (JP-163-16/JP-198-13)
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6-((2-(2,6-dioxopiperidin-3-yl)-1-oxoisoindolin-4-yl)amino)-N-(4-(4-(((S)-7-methoxy-5-oxo0-2,3,5, 1 a-tetrahydro-1 H-benzo[e[pyrrolo[1,2-a] [ 1,4] diazepin-8-yl)oxy) butanamido)-3-

methylphenyl)hexanamide (15b, JP-179-P6)
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Figure S5-2. Carbon NMR of 15b (JP-179-P6)
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Figure S5-4. HRMS result of 15b (JP-179-P6)
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6-((2-(2,6-dioxopiperidin-3-yl)- 1-oxoisoindolin-4-yl)amino)-N-(3-methoxy-4-(4-(((S)- 7-methoxy-5-oxo0-2,3,5, 1 l a-tetrahydro- 1 H-benzo[e]pyrrolo[1,2-a] [ 1,4 ]diazepin-§-

yl)oxy)butanamido)phenyl) hexanamide (15¢, JP-179-P12)
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Figure S6-1. Proton NMR of 15¢ (JP-179-P12)
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Figure S6-2. Carbon NMR of 15¢ (JP-179-P12)
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(S)-N-(4-amino-2-fluorophenyl)-4-((7-methoxy-5-oxo-2,3,5, 1 1 a-tetrahydro-1H-benzo[e]pyrrolo[1,2-a] [ 1,4]diazepin-8-yl)oxy)butanamide (20a, JP-193-12)
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Figure S7-1. Proton NMR of 20a (JP-193-12)
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Figure S7-3. HRMS result of 20a (JP-193-12)
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(S)-N-(4-amino-2-methylphenyl)-4-((7-methoxy-5-oxo-2,3,5, 1 la-tetrahydro-1 H-benzo[e[pyrrolo[1,2-a] [ 1,4]diazepin-8-yl)oxy) butanamide (20b, JP-193-16)
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Figure S8-3. HRMS result of 20b (JP-193-16)
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(S)-N-(4-amino-2-methoxyphenyl)-4-((7-methoxy-5-oxo-2,3,5, 1 1 a-tetrahydro-1 H-benzo[e[pyrrolo[1,2-a] [ 1,4]diazepin-8-yl)oxy) butanamide (20¢, JP-193-21)
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Representative Example of HPLC Profile of Some Compounds

Note: the first peak is the solvent front.
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Compound 15a (JP-175-P6)

DAD1 A, Sig=2€0,80 Ref=off

16004 :q:
1400+ :
12004
10004
2 s00
E
600- 9
8
400 - < w =
200+ /\ 8 & 2
0
05 1 15 2 25 3 35 4 45 5 55 6 65 7 715 8 85 9 85
Time [min]
T 6.30469036102295 20220306_JP-175-P6_7580.D MSD1 TIC, MS File Positive
i =
2 e
30 E:
@
£ 60
2
2 40
= ™
20 o - ~ ~ 2
It g L8 2 Z 8
e LN U S S S —| e ——
150 200 250 30 350 400 450 500 550 600 650 700 750 800 B850 900 950 1000 1050 1100 1150



Compound 15b (JP-179-P6)
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Figure S10. Modelling result of the PBD controls on p65 (PDB: 1VKX). Energy for binding (MMH-165-26: -9.4 Kcal/mol; JP-193-12: -8.4 Kcal/mol; JP-193-16: -9.0 Kcal/mol; JP-
193-21: -8.7 Kcal/mol)
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Figure S12. Dose-response curves for a series of PBD-PROTACs and their associated PBD constituent molecules in MEC-1 cells. Dose-response curves were generated using annexin

V/7-AAD data following 48h of exposure to each compound. The LD50 values were interpolated from each individual dose-response curve using GraphPad Prism 10. All experiments

were performed in 4 times.
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Figure S13. FRET melting assay results reveal that the PROTAC analogues exhibited various levels of DNA-binding capabilities. Each compound was mixed with an AT-rich DNA
sequence at 10uM. JP-175-P6, JP-179-P6, and JP-179-P12 all increase the melting temperature.



