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S1. NMR SPECTROSCOPY
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Figure S1. *H NMR spectrum of P1 in MeOH-d..
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Figure S2. *C NMR spectrum of P1 in MeOH-d.
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Figure S3. *H NMR spectrum of P2 in MeOH-d..
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Figure S4. *C NMR spectrum of P2 in MeOH-d.
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Figure S5. *H NMR spectrum of P1-N7 in DMF-dy.
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Figure S6. *C NMR spectrum of P1-N7 in DMF-d.
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Figure S7. *H-'H COSY spectrum of compound P1-N7 in DMF-d;.
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Figure S8. 'H-3C HMBC spectrum of compound P1-N7 in DMF-d;.




S2. LC-MS ANALYSIS OF PURIFIED COMPOUNDS
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Figure S9. LC-MS analysis of purified P1.
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Figure S10. LC-MS analysis of purified P2.
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Figure S11. LC-MS analysis of purified P1-N7.
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S3. LC-MS ANALYSIS OF COUPLING REACTIONS
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Figure S13. LC-MS analysis of the reaction mixture for the preparation of P1-N1.
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Figure S14. LC-MS analysis of the reaction mixture for the preparation of P1-N2.
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Figure S15. LC-MS analysis of the reaction mixture for the preparation of P1-N4.
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Figure S16. LC-MS analysis of the reaction mixture for the preparation of P1-N5.
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Figure S17. LC-MS analysis of the reaction mixture for the preparation of P1-N6.

S19



B 2
40
30 §
20 |
10 1 L
0 | A J
0 5 10 15 20 25 Time [min]
(B) In:ensé‘
o 384.7 -
7685 H,QHQ
5] Cl \NH
Isae
2 o ! _N
N 0 O
1] “ Side Product
g.wuml- sdoaid Lio A
x 7 —l +
il 557.3 N
Pt
(o M
SN ar.
| cl NH o ! _N
06 371.6 B ”\/“n)k/\g O
0.41 SN o, |
P1-N7
0.2+
0.0 4o | I L N j 1111.36
200 400 600 800 1000 1200 miz

Figure S18. (A) Reverse-phase HPLC trace for the reaction of P1 and N7. (B) ESMS spectrum
recorded in positive-ion mode. Characteristic molecular and fragment ions for P1-N7 are m/z
[M]* 1113.6, [M+H]** 557.3, [M+2H]* 371.6.
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Figure S20. LC-MS analysis of the reaction mixture for the preparation of P2-N1.
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Figure S21. LC-MS analysis of the reaction mixture for the preparation of P2-N2.
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Figure S22. LC-MS analysis of the reaction mixture for the preparation of P2-N4.
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Figure S23. LC-MS analysis of the reaction mixture for the preparation of P2-N5.
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Figure S25. LC-MS analysis of the reaction mixture for the preparation of P2-N7.
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Figure S26. LC-MS analysis of the reaction mixture for the preparation of P2-N9.
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S.4. LC-MS ANALYSIS OF ESTER REACTIVITY
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Figure S28. LC-ESMS analysis of the mixture of compound P1-N2 in phosphate buffer (PB,
pH 7.4) incubated at 37 °C.
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Figure S29. LC-ESMS analysis of the mixture of compound P1-N5 in phosphate buffer (PB,
pH 7.4) incubated at 37 °C.
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Figure S30. LC-ESMS analysis of the mixture of compound P1-N7 in phosphate buffer (PB,
pH 7.4) incubated at 37 °C.
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Figure S31. LC-ESMS analysis of the mixture of compound P1-N9 in phosphate buffer (PB,

pH 7.4) incubated at 37 °C.
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Figure S32. LC-ESMS analysis of the mixture of compound P2-N1 in phosphate buffer (PB,
pH 7.4) incubated at 37 °C.
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Figure S33. LC-ESMS analysis of the mixture of compound P2-N6 in phosphate buffer (PB,

pH 7.4) incubated at 37 °C.
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Figure S34. LC-ESMS analysis of the mixture of compound P1-N2 in phosphate buffered

saline (PBS, pH 7.4) incubated at 37 °C.
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Figure S35. LC-ESMS analysis of the mixture of compound P1-N5 in phosphate buffered
saline (PBS, pH 7.4) incubated at 37 °C.
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LC-ESMS analysis of the mixture of compound P1-N7 in phosphate buffered
saline (PBS, pH 7.4) incubated at 37 °C.
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Figure S37. LC-ESMS analysis of the mixture of compound P1-N9 in phosphate buffered
saline (PBS, pH 7.4) incubated at 37 °C.
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Figure S38. LC-ESMS analysis of the mixture of compound P2-N1 in phosphate buffered
saline (PBS, pH 7.4) incubated at 37 °C.
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Figure S39. LC-ESMS analysis of the mixture of compound P2-N6 in phosphate buffered
saline (PBS, pH 7.4) incubated at 37 °C.
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Table S1. Conversion Yields and HR-ESMS Results for Conjugates

Compd Conjugate structures Conv. (%) £S.D.° Calculated [M]" Observed [M]"
P1-N1 o 98.9+ 1.4 808.2778 808.2786
P2-N1 K%TNN AN 98.1+1.7 858.2934 858.2940
o ~N
Nosoy 0 2
P1-N2 T x 96.6+ 1.2 963.4955 963.4954
P2-N2 w 96.9+2.3 1013.5111 1013.5125
(/\/\:/V\\ANMO
f o
HN,_ NH,
HzNINH al ‘\NH .
P1-N4 ) NNy 99.5+1.9 910.3458 910.3466
P2-N4 o A RS \ 99.4+1.1 960.3615 960.3610
I H)Jwg/ K/ ,‘
P1-N5 96.4%2.5 1045.3619 1045.3645
P2-N5 98.9+ 1.4 1095.3776 1095.3784
P1-N6 97.142.3 1095.4227 1095.4242
P2-N6 96.7+0.9 1145.4383 1145.4391
P1-N7 97.8+1.5 1111.3604 1111.3615
P2-N7 96.4+2.5 1162.3760 1162.3744
P1-N9 99.8+0.2 612.7688 612.7696
P2-N9 99.7 +0.5 637.7766 (2+)° 637.7769 (2+)°

“Each reaction was performed in triplicate. The conversion yields were determined from HPLC traces recorded at an acridine-
specific wavelength. Reactions with conversion yields lower than 90% are not reported. b Singly charged [M]" not observed in

positive-ion mode. The additional fused ring in the benz([clacridine derivatives (P2) is shown as dashed bonds.
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Table S2. Summary of Coupling Reagents Used

Acronym, System. Nomenclature Structure
Common Name
EDC N-(3-Dimethylaminopropyl)-N'- Y ) -N._~
ethylcarbodiimide hydrochloride }Na—v\N/
I
DCC N,N'"-Dicyclohexylcarbodiimide O\ N
.C”
v
CDI 1,1'-Carbonyldiimidazole j\
o~ A\
N\//,N N\\\/N
PyBOP Benzotriazol-1-yl- / \ PFg
oxytripyrrolidinophosphonium
hexafl hosphat N=N, N+
exafluorophosphate N—O—IID—N
O
comMu 1-[(1-(Cyano-2-ethoxy-2- O
oxoethylideneaminooxy)-dimethylamino- NC\HJ\O/\
morpholinomethylene)] methanaminium |
hexafluorophosphate O/N
K\N&Nf PF5
o J |
TSTU O-(N-Succimidinyl)- N, N, N’,N’- o) BF;
tetramethyluronium tetrafluoroborate g \N+—
N 7
g o
N_
/
HBTU O-(Benzotriazol-1-yl)-N,N,N’,N’- N
tetramethyluronium hexafluorophosphate N\ .
N
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