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Table S1. Antitumor activities of representative NAAF prodrugs against HT1080 cells.

@ /
- ﬂﬁ
4 NAAF-1 NAAF-2 @

HT1080 (ICsp pM) ¢
Compound
-Fer 1° +Fer1¢ SI4 Curve
4 93.92£003  69.74+005 074 . \
SR
NAFF-1 83.89 + 0.04 ; - i, \
* czncemrat?on (10 p;) !
NAFF-2 14.52 +0.03 12874001 089 . \

-4 -2 0 2 4
Concentration (10" uM)

@ All values are expressed as the mean + SD from three independent experiments. » HT1080 and incubated with

compounds alone. ¢ HT1080 incubated with compounds and Fer-1 (1.5 pM). ¢ + Fer-1 ICsy/- Fer-1 1Cs,.
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Fig. S1. Expanded regions of the spectra of I-1 (top) and II-1 (bottom) with the generation of boronic acid in the

absence of H,0,.
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Fig. S2. Expanded regions of the spectra of I-1 hydrolysis in the presence of H,O».
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Fig. S5. Activation of II-1 in HT1080 cell verified by LC-MS/MS.



1H, 13C NMR and HRMS spectra of compounds
I-1 '"H-NMR (Chloroform-d)

f.
b

—499
495

5.32
521
—5.14

-0, 050

1.38
1.37

<

0. 075

=0, 070

0. 065

0. 060

i, 055

i 050

f=0. 015

i M0

=0, 035

0. 030

0. 025

0. 020

0015

0. 000

0. 005

(0. 000

-0, 005

I-1 BC-NMR (Chloroform-d)

—168.65
~138.19
13874
~-135.05
129,08

8

Vs

—_—

I

111.26
—B4.16

—68.98

e

—EB0.42

—5345

Fa.oxn®

4226
— 2989
2497

L

24,84
—2107

L5 10"

JAX

2, 6% 10!

XD

50!

!

5.5% 10"

o n?

L0x "

u

]

[IER ]

fl

L0x 10"

g, 0%t

-5 o 10?

T
130

T T
1 0
Il (o

i) T
120 L0



I-2 '"H-NMR (Chloroform-d)
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I-3 '"H-NMR (Chloroform-d)
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I1-1 '"H-NMR (Chloroform-d)
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I1-2 '"H-NMR (Chloroform-d)
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IT1-1 '"H-NMR (Chloroform-d)
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IT1-2 '"H-NMR (Chloroform-d)
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I-1 HRMS
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I-3 HRMS
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T: FTMS + p ESIFull ms [180.00-2000.00]

964.3228

965.3253
70 Cs1 Hss O7 Ne B Cl Fe = 965.3258
-0.4738 ppm

Relative Abundance
@
g

966.3224

964.1338

T T
939 940 941

967.3237
2 Cs1 Hss O7 Ng B 97CI Fe = 967.3228

0.8733 ppm

968.3242
969.3341

20230821-QR-21_230822104709 #60 RT: 0.53 AV: 1 NL: 2.77E6
T: FTMS + p ESI Full ms [180.00-2000.00]

10123230

013.3255
65 Cs5 Hss 07 N B CIFe = 1013.3258
-0.2707 ppm

1014.3232

Relative Abundance
@
g

T
968 969 970

25 Ciss Hss O7 Ne B 37CI Fe = 1015.3228

0.7118 ppm

1016.3257

1017.3301

T T
1012 1013

miz
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II-1 HRMS

20230821-QR-15_230822093119 #51 RT: 0.41 AV: 1 NL: 3.24E6
T: FTMS + p ESI Full ms [180.00-2000.00]

1032.2720

1059.2916
Cs3Hss O7 Ng B Clz Fe S = 1059.2902
3714 ppm

Relative Abundance
@
g

11143516
1103.1085 11252112

10931332 ”.H “ 11343214
s bl ‘n‘ T
1020 1040 1060 1080 1100 1120 1140

miz

10227598

1015.1725 1079.1403

II-1-B LCMS

108 Exiracied

13020

o000,

woncn o

Lt .\J}L;.‘u. Jm Ltk

w0 50000 0000 70000 Wi 0d00 100000 1000 120000
e

II-2 HRMS

20230821-QR-10_230822093119 #47-48 RT: 0.39-0.40 AV:2 NL: 1.05E6
T: FTMS + p ESI Full ms [180.00-2000.00]

1106.2885
1107.2013

o5 Cs7Hss 07 Ng B Clz Fe S = 1107.2902
1.0242 ppm

1108.2880

60 1109.2895
Cs7Hss 07 Ng B CI7CIFe S = 1109.2872
20378 ppm

Relative Abundance
@
g

30 1110.2880

T
1106 1107

17



II1-1 HRMS

III-2 HRMS

20230821-QR-17_230822103209 #44 RT: 0.49 AV: 1 NL: 348E7
T: FTMS + p ESI Full ms [180.00-2000.00]

937.3174

1019.3943
Cs3Heo 09 Ng B Fe = 1019.3920
65 22795 ppm

Relative Abundance
@
g

15: 959.2092 11452909

27434 ppm
1074.4514
9923733

8493408 9113567 12355293

Cs3 Heo Og Na B Cl2 7CIF Fe = 1145.2940

1305.8890 1349.9127 14099269
\amaal

I " N

L L e

850 900 950 1000 1050 1100 1150 1200
miz

20230821-QR-13_230822093119 #54 RT:0.55 AV:1 SB: 16 0.27-0.39 NL: 1.09E7
T: FTMS + p ESI Full ms [180.00-2000.00]

1041.3790

3

1067.3947
Cs7Heo 09 Ng B Fe = 1067.3920
2.4677 ppm

Relative Abundance
P

8

10643918
10704071

10;
5
10134150 | |I 111, 1080.4056

1250

1

1300 1350 1400

1111.2139

11214851
a0 (][] .i

1010 1020 1030 1040 1050 1060 1070 1080
miz
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096.4359
1101
e

1100 1110 1120



HPLC analysis for compounds

Compound I-1

Result
Ret. Time Area Rel. Area (%)
2.576 176761 2.89
2 13.185 5900938 96.53
13.818 35208 0.58
j
0.30 | ‘
3 0.20+ ‘ |
\
‘ ‘.
. 13
0.00F——7=% —— A
0.00 2.00 4,00 6.‘00 . !.bD 10.00 i 12.‘00 14:00 ; 16.00
e
Compound 1-2
Result
Ret. Time Area Rel. Area (%)
1 2.292 33829 1.34
2 2.690 12662 0.50
3 13.208 2462095 97.60
4 13.765 7781 0.31
5 14.117 6287 0.25
0.0[”4—4_{1’7:‘:3‘_7
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Compound I-3

Result
Ret. Time Area Rel. Area (%)

1 14.066 4160493 97.59

2 14.672 32932 0.77

3 14.991 20228 0.47

4 15.286 49596 1.16

o ;
Compound I1-1
Result
Ret. Time Area Rel. Area (%)

1 11.076 14990 2.65
2 11.810 550991 97.35
0.10+ %
0.02- E M
0.00 —— r—E‘-TJ 'L"‘M— S

T
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Compound I1-2

Result
Ret. Time Area Rel. Area (%)
10.880 10367 0.88
2 13.819 1170541 99.12
0.157‘ ‘
0.10; |
| |
0.05 :- % ‘
.I‘)D 460 ) : GﬁO ‘ B//J_":.(‘:" 1D!DD s ‘ 12!00 ‘ ‘ 14.00 16.00
Compound III-1
Result
Ret. Time Area Rel. Area (%)
1 10.113 3852405 95.65
2 10.399 41980 1.04
3 10.775 100230 2.49
4 11.660 33113 0.82
0507 %
0.204 ‘|
oto gL g
- I | - - _
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Compound I1I-2

Result
Ret. Time Area Rel. Area (%)
13.981 3112944 08.36
2 14.482 51911 1.64
0.30 $
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