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General information

Table S1. Physico-chemical data for compounds 3a—e and 7b—d.

Name Melting Color Formula Mass Yield Yield
point (calced./found) [mg] [%o]
[°C]
3a N'-[(E)-(Acridin-4- 235-236 bright C21H16N3O 326.1293/326.1291 141 90
yl)methylidene]benzohydrazide yellow
3b N'-[(E)-(Acridin-4-yl)methylidene]-4- 229-230 bright C21H1sN3OF 344.1199/326.1201 135 82
fluorobenzohydrazide yellow
3¢ N'-[(E)-(Acridin-4-yl)methylidene]-4- 266267 bright C21H15N30Cl 360.0904/360.0905 158 91
chlorobenzohydrazide yellow
3d N'-[(E)-(Acridin-4-yl)methylidene]-4- 269-270 bright C21H1sN3OBr 404.0399/404.0396 143 73
bromobenzohydrazide yellow
3e N'-[(E)-(Acridin-4-yl)methylidene]-4- 249-250 bright C22H18N302 356.1399/356.1398 172 82
methoxybenzohydrazide yellow
7b N'-[(E)-(4- 255-256 bright C21H15sN3OF 344.1199/344.1196 130 90
Fluorophenyl)methylidene]acridine-4- yellow
carbohydrazide
Te N'-[(E)-(4- 243-244 bright C21Hi1sN30Cl 360.0904/360.0901 121 80
Chlorophenyl)methylidene]acridine-4- yellow
carbohydrazide
7d N-[(E)-(4- 240-241 bright C21H1sN3OBr 404.0399/404.0395 140 82
Bromophenyl)methylidene]acridine-4- yellow
carbohydrazide




Table S2. '"H NMR (DMSO-ds) data for compounds Ec-nZc)-N-3a—e. Chemical shifts are
reported in O (ppm) relative to DMSO-ds signal (2.50 ppm), multiplicities, and coupling
constants (Hz) are given in parentheses.

3a 3b 3c 3d 3e
H-2 12.25 (s) 12.26 (s) 12.30 (s) 12.30 (s) 12.12 (s)
H-4 9.93 (s) 9.91 (s) 9.92 (s) 9.92 (s) 9.90 (s)
H-1' 8.30(d, 8.4) 8.31(d, 8.6) 8.31(d, 7.6) 8.30(d, 9.2) 8.29 (d, 8.3)
H-2' 7.76 (t,7.2) 7.76 (t,7.7) 7.76 (t,7.7) 7.75(,7.2) 7.75,7.7)
H-3' 8.51(d,7.3) 8.51(d, 6.7) 8.51(d, 5.9) 8.50 (d, 6.3) 8.49 (d, 6.5)
H-5' 8.19 (d, 8.7) 8.19 (d, 8.5) 8.19 (d, 9.3) 8.19 (d, 8.8) 8.20 (d, 8.7)
H-6' 793 7.93 7.93 (ddd, 8.5, 7.93 (ddd, 8.5, 7.93 (ddd, 8.4,
(ddd, 8.8, 6.5, 1.4) (1dj)d’ 8.5,6.6, 6.5,1.4) 6.6, 1.4) 6.5,1.4)
H-7' 7.68 (ddd, J 8.0, 7.68 (ddd, 8.1, 7.68 (ddd, 8.1, 7.67 (t, 8.0) 7.68 (t,7.5)
i 6.6,1.1) 6.5, 1.0) 6.6,1.1)
H-8' 8.23(d, 8.3) 8.23 (d, 8.7) 8.23 (d, 8.6) 8.23 (d, 8.5) 8.23 (d, 8.3)
H-9' 9.22 (s) 9.23 (s) 9.23 (s) 9.22 (s) 9.22 (s)
;1,: 6" 8.04(d,7.1) 8.11(d, 8.4) 8.06 (d, 8.5) 7.99 (d, 8.5) 8.03 (d, 8.4)
9
?,: 5 7.56 (t,7.5) 7.40 (d, 8.7) 7.64 (d, 8.5) 7.78 (d, 8.5) 7.09 (d, 8.8)
9
H-4" 7.63 (t,7.3) - - -
CH3 - - - - 3.86 (s)

Table S3. °C NMR (DMSO-ds) data for compounds Ec-nZc(o)-~-3a—e. Chemical shifts are
reported in 8 (ppm) relative to DMSO-ds signal (39.52 ppm).

3a 3b 3c 3d 3e

C-1 163.1 162.1 162.1 1622 | 162.5
C-4 1447 | 1448 145.0 | 145.1 144.0
C-1' 130.5 130.6 | 130.6 | 130.6 | 130.4
C-2' 125.7 | 125.7 | 1257 | 125.7 | 125.7
C-3' 126.8 126.8 126.8 | 126.8 126.6
C-4' 131.0 | 130.9 | 1309 | 130.9 | 131.1
C-5' 128.8 128.8 128.8 | 128.8 128.8
C-6' 131.2 | 131.3 131.3 131.3 131.2
C-7' 126.2 | 1262 | 126.2 | 1262 | 126.2
C-8' 128.7 | 128.7 | 128.7 | 128.7 | 128.7
C-9' 137.1 137.1 137.1 137.1 137.1
C-8'a 1262 | 1262 | 126.2 | 1262 | 126.2
C-9'a 1262 | 1262 | 126.2 | 1262 | 126.2
C-4'a 146.2 | 1462 | 146.2 | 146.2 | 146.2
C-10'a 1479 | 1479 | 1479 | 1479 | 1479
C-1" 1334 | 129.8 132.1 1324 | 1254
C-2",6" | 127.8 130.5 129.7 | 1299 | 129.7
C-3",5" | 1284 | 1286 | 128.6 | 131.5 113.7
C-4" 131.8 1642 | 136.6 | 125.6 | 162.0
CH; - - - - 55.4




Table S4. >'N NMR (DMSO-ds) data for compounds Ec-nZc)-N-3a—e. Chemical shifts are
reported in O (ppm) relative to external CH3NO2 (0.00 ppm).

3a 3b 3¢ 3d 3e
N-2 -206.0 | -206.3 | -206.0 | -206.0 | -207.3
N-3 -57.3 -57.6 -57.9 -58.0 -56.6
N-10' | -83.3 nd nd nd -83.3

Table S5. '"H NMR (acetone-ds) data for compounds Ec-nZc(©0)-~-7b—d. Chemical shifts are
reported in & (ppm) relative to acetone-ds signal (2.50 ppm), multiplicities, and coupling
constants (Hz) are given in parentheses.

Zn-N-Tb Enn-7b ZnNN-T¢C Enn~-Tc ZnN-Td Enn~-7d
H-2 14.98 (s) 14.98 (s) 15.00 (s) 15.00 (s) 15.05 (s) 15.05 (s)
H-4 8.88 (s) 8.86 (s) 8.85 (s) 8.83 (s) 8.85 (s) 8.84 (s)
H-1' 8.44 (dd, 8.3, 8.44 (dd, 8.3, 8.41(dd, 8.3, | 8.41(dd, 8.3, | 8.44 (dd, 8.3, | 8.44 (dd, 8.3,
1.6) 1.6) 1.6) 1.6) 1.6) 1.6)
H-2' 7.82 (dd, 8.3, 7.82 (dd, 8.3, 7.80 (dd, 8.3, | 7.80 (dd, 8.3, | 7.82 (dd, 8.3, | 7.82 (dd, 8.3,
7.1) 7.1) 7.1) 7.1) 7.1) 7.1)
H-3' 9.00 (d, 7.0) 9.00 (d, 7.0) 8.98(d,7.0) | 8.98(d,7.0) |9.00(d,7.0) | 9.00(d,7.0)
H-5' 8.49 (d, 8.8) 8.49 (d, 8.8) 8.46(d,8.8) | 8.46(d,8.8) | 8.49(d,8.5) | 8.49(d,8.5)
H-6' 8.02 (m) 8.02 (m) 7.99 (ddd, 7.99 (ddd, 8.01 (ddd, 8.01 (ddd,
84,6.6,1.2) | 84,6.6,1.2) | 84,6.6,1.2) | 84,6.6,1.2)
H-T" 7.75 (ddd, 8.0, 7.75 (ddd, 8.0, 7.73 (ddd, 7.73 (ddd, 7.74 (ddd, 7.74 (ddd,
6.6, 1.0) 6.6, 1.0) 84,66,12) | 84,6.6,1.2) | 84,6.6,1.2) | 8.4,6.6,1.2)
H-8' 8.27 (d, 8.5) 8.27 (d, 8.5) 8.24(d,8.5) |824(d,8.5) |8.26(d,8.5 | 8.26(d,38.5)
H-9' 9.32 (s) 9.32 (s) 9.28 (s) 9.28 (s) 9.32 (s) 9.32 (s)
H- 7.99 (dd, 8.8, 7.99 (dd, 8.8, 794 (d,8.5) | 7.94(d,8.5) | 7.88(d,8.5) | 7.88(d,8.5)
2".6" 5.6) 5.6)
H- 7.27 (t, 8.7) 7.27 (t, 8.7) 7.52(d,8.5) | 7.52(d,8.5) | 7.69(d,8.5) | 7.69(d,8.5)
3".5"

Table S6. '°C NMR (acetone-ds) data for compounds Ec-xZc(0)-N-7b—d. Chemical shifts are
reported in 0 (ppm) relative to acetone-de signal (39.52 ppm).

INN-Tb | EnN-Tb | Zn~N-7¢ | EnN-T¢ | ZnN-7d | EnN-7d
C-1 162.6 162.5 162.6 162.7 162.5 162.6
C-4 147.7 147.7 147.6 147.5 147.6 147.6
C-1' 134.4 134.4 134.5 134.4 134.5 134.5
C-2' 126.4 126.4 126.3 126.3 126.3 126.4
C-3' 136.8 136.8 136.8 136.8 136.9 136.9
C-4' 128.9 128.9 128.8 128.8 128.8 128.8
C-5' 129.6 129.6 129.6 129.6 129.6 129.6
C-6' 132.9 133.0 132.9 133.0 132.9 133.0
C-7' 127.6 127.6 127.6 127.6 127.6 127.6
C-8' 129.5 129.5 129.4 129.4 129.4 129.4
C-9' 140.0 140.0 140.0 140.0 140.0 140.0
C-8'a 127.2 127.2 127.2 127.2 127.2 127.2
C-9'a 128.0 128.0 127.9 127.9 127.9 127.9
C-4'a 146.7 146.7 146.6 146.6 146.6 146.6
C-10'a 148.5 148.5 148.5 148.4 148.5 148.4
C-1" 132.7 132.7 135.1 135.1 135.5 135.5
C-2",6" 130.3 130.3 129.8 129.8 130.0 130.0
Cc-3",5" 116.5 116.5 129.8 129.8 132.7 132.7
Cc-4" 164.7 164.7 136.0 136.0 124.3 124.3




Table S7. >N NMR (acetone-ds) data for compounds Ec-xZc(0)-N-7b—d. Chemical shifts are

reported in O (ppm) relative to external CH3NO2 (0.00 ppm).
ZnN-Tb | EnnN-7Tb | ZnN-T¢ | EnnN-Tc | ZnN-7d | Enn-7d
N-2 -200.6 -199.5 -200.0 -199.0 -199.6 -198.9
N-3 -60.2 -59.7 -57.9 -57.3 -57.5 -57.2
N-10' | -95.9 -95.9 -96.3 -96.3 -96.3 -96.3

Table S8. Selected heteronuclear spin-spin coupling constants for derivatives Ec-NZc(0)-N-3a—
e (DMSO-ds) and Ec-NZc0)-~N-7b—d (acetone-ds).

J [HZ] 3a 3b 3¢ 3d 3e 7b Tc 7d
'Jcana 168.0 168.0 168.0 168.6 | 167.4 162.6 | 162.6 | -
2Jcim 10.8 - 11.4 - - - - -

1 Inam2 93.0 93.6 93.0 94.8 93.6 91.8 91.8 91.8




2 NMR spectra of derivatives 3a—e and 7b-d.
1.1 N'-[(E)-Acridin-4-yl)methylidene]|benzohydrazide (3a)
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"H NMR spectrum (600 MHz, DMSO-ds) of the derivative 3a.
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1.2 N'-[(E)-Acridin-4-yl)methylidene]-4-fluorobenzohydrazide (3b)
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1.3 N'-[(E)-Acridin-4-yl)methylidene]-4-chlorobenzohydrazide (3¢)
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3C NMR spectrum (151 MHz, DMSO-ds) of the derivative 3c.
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1.4 N'-[(E)-Acridin-4-yl)methylidene]-4-bromobenzohydrazide (3d)

||L‘
Al
154 252 250 2.48
L f1 (ppm)
o A 0 N - R LJJ l
6 15 14 13 12 11 10 9 8 6 5 4 3 2 1 0 1

5 (d) &' (ddd) 2'(1)

8.19 7.93 275 |

2(s) 4(s) 9 (s) 3'(d) 1'(d)||8' (d) H (d) 3" (d) [7®
12.30 9.92 9.22 8.50 8.30 8.23 | 7.99 7.78 ‘ 767
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"H NMR spectrum (600 MHz, DMSO-ds) of the derivative 3d.
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13C NMR spectrum (151 MHz, DMSO-ds) of the derivative 3d.
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1.5 N'-[(E)-Acridin-4-yl)methylidene]-4-methoxybenzohydrazide (3e)
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"H NMR spectrum (600 MHz, DMSO-ds) of the derivative 3e.
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13C NMR spectrum (151 MHz, DMSO-ds) of the derivative 3e.
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'H,'SN-HMBC spectrum (600/61 MHz, DMSO-ds) of the derivative 3e.
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1.6 N'-[(E)-4-fluorophenylmethylidene]acridine-4-carbohydrazide 7b

—r T T T T T
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9.00 7.99 A o
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'H NMR spectrum (600 MHz, DMSO-ds) of the derivative 7b (A: EconZc©0)-NZN-N, B:
EcNZc0)-NENN).
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3C NMR spectrum (151 MHz, DMSO-ds) of the derivative 7b (A: Ec-NZc©0)-NZN-N, B:

Ec-NZc0)-NENN).
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'H,'>N-HMBC spectrum (600/61 MHz, DMSO-ds) of the derivative 7b (A: Ec-NZc(0)-NZN-N,
B: Ec-NZc(0)-NEN-N).
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1.7 N'-[(E)-4-chlorophenylmethylidene]acridine-4-carbohydrazide 7¢
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'"H NMR spectrum (600 MHz, DMSO-ds) of the derivative 7¢ (A: Ec-NZc©0)-NZN-N, B:
EcNZc0)-NEN-N).
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13C NMR spectrum (151 MHz, DMSO-ds) of the derivative 7¢ (A: Ec-NZc(0)-NZN-N, B:
EcNZc0)-NENN).
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'H,’>"N-HMBC spectrum (600/61 MHz, DMSO-ds) of the derivative 7¢ (A: EcoNZc(0)-NZN-N,
B: Ec-NZc(0)-NEN-N).
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1.8 N'-[(E)-4-bromophenylmethylidene]acridine-4-carbohydrazide 7d

=
2.06 2.04
f1 (ppm)
| I}
15 14 13 12 11 10 9 ;5 -1 4 3 2 y & 0 -1
f1 (ppm)
TALB (dd) §A6'B (ddd) ZAZB(dd) | [3'A3"B (@)
= B.44 8.01 7.82 7.69
s 3(8.34, 1.55) 3(8.28,693,1.17)|  |)(829,7.09)| | 1(8.43)
— [3a38 (dd [s5a58 @ YaAAD'aAB (d rA2'B(d)| |7A7B (dd
2,28 (s) IAIB () As.gg( ) L0 A’SAQ( 3 ! é‘zas @ ’7‘88( ) A?J’ll( )
505 Didd [37.07, 1.34) 8.85 3(8.46) (8.44) (8.42) | |3(8.26,6.79)
: N E 2“A 2”B i £ 3HA3HB
9AE 4A
5'A5'B
3IA3B " I'A 1B 8'A8B
24,28
T == T b+ il T e P
Q m ! i [aNe] m {02 m w M~ o m o~
a & & &% m R 0 @ 5 8 I
T o T —i T T -, T T —= — ol S Sy ]
15.10 15.05 15.00 9.35 9.30 9.05 9.00 8.95 8.90 8.85 8.80 8.50 24? .?l] 8.35 8.30 8.25 8.05 B8.00 7.95 7.90 7.85 7.80 7.75 770 7.65 7.
1 (ppm

'"H NMR spectrum (600 MHz, DMSO-ds) of the derivative 7d (A: Ec-NZc©0)-NZN-N, B:
EcNZc0)-NEN-N).
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BC NMR spectrum (151 MHz, DMSO-ds) of the derivative 7d (A: Ec-NZc©0)-NZN-N, B:

EcNZc0)-NEN-N).
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B: Ec-NZc(0)-NEN-N).
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3 HR MS spectra of derivatives 3a—e and 7b-d

1.9 N'-[(E)-Acridin-4-yl)methylidene]benzohydrazide (3a)

] »

Single Mass Analysis
Tolerance = 2.0 PPM / DBE: min =-1.5, max = 50.0
Element prediction: Off
Mumber of isotope peaks used for i-FIT = 3 E
Monoisotopic Mass, Even Electron lons
416 formulaie) evaluated with 1 results within limits (up to 50 best isotopic matches for each mass)
Elements Used: -
Mass | Calc. Mass [ mDa | PPM [ DBE [ Formula AT | i-FTNorm | FitConf% | ¢ | H [ N[ o]
3261291 3261293 -02 -06 155 21 HI6 N3 O 10064 nfa n/a 21 B 3 1
ACHYD(4)_1 05-Jun-2018
180605_12 43 (0.862) Cm (38:58) 1: TOF MS ASAP+
1.63e+006
100+ 326.1291
279.0925
%
327.1324
663.4533
140.0242
280.0972 338.3419
205.0769 2712627 7 9644571
Y
161.0958 265.2528
- - = 299.2943
135.0795 ir007an | 20BOTEE 385 0700 3693529 4795188 5515008 507 3912 8524451 |665.4508
0 [m— L . 429.0891 N 5031084 5355433 3 | 7157721 743.8031 773.8470 801.8765 820.0007_.841.9171 885.9696.897.9810 N
B T I T 1 T T T T T I T 1 T 1 T T T 1 T 1 T I T i T T T 1 T 1 T I T i T T T T I T 1 T i T 1 T T T I T 1 T 1 T T T 1 T 1 T 1 T 1 T T T 1 T T m.
100 120 140 160 180 200 220 240 260 280 300 320 340 360 380 400 420 440 460 480 500 520 540 560 580 600 620 640 660 680 YOO 720 740 760 780 800 820 840 860 B8O 900 920 940 960 980 1000

For Help, press F1
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1.10 N'-[(E)-Acridin-4-yl)methylidene]-4-fluorobenzohydrazide (3b)

| »

Single Mass Analysis

Tolerance = 2.0 PPM / DBE: min = -1.5, max = 50.0

Element prediction: Off

Number of isotope peaks used for i-FIT =3

Menoisotopic Mass, Even Electron lons

416 formula(e) evaluated with 1 results within limits (up to 50 best isotopic matches for each mass)

Elements Used:

n

Mass | Cale.Mass [ mDa | PP [ DBE [ Formula [i-rm [i-Fmnorm [Fitconf% [ ¢ [ 0 [n[ o[ F]
3441201 3441199 02 06 155 CAHISN3OF 959 n/a n/a A 15 3 1 1
ACHYD(4)_2 05-Jun-2018
180605_13 29 (0.586) Cm (27:39) 1: TOF IS ASAP-+
2426+006
1004 344.1201
663.4540
o]
564.4574
345.1232
279.0037 3831410
3383420
327.0784.,
562.4460
149.0245
565.4603
205.0770 271.2622 1341430 6072911 8
1330014 | 100971 4231719 208395 o 4370 lass.4620
4043291~ | 4795186 507.5498 5518035 sa35762 | NI, 689 7529.717.7819.746.8132.773.8478  820.9103 857.9417 885.9756 914.0051 0420355 9700692 "
Y e L Ui prebpsanefirtoparer ooy preTTTTYY:
930 1000

0 SR LA A R A L LR L LA L S LA L THT TrT LR LAY LA L pa | L L
100 120 140 160 180 200 220 240 260 280 300 320 340 360 380 400 420 440 460 480 500 520 540 560 580 600 620 640 660 630 70O 720 V40 760 780 800 820 840 860 230 900 920 940 960

For Help, press F1
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1.11 N'-[(E)-Acridin-4-yl)methylidene]-4-chlorobenzohydrazide (3¢)

] »

Single Mass Analysis
Tolerance =2.0 PPM / DBE: min =-1.5, max = 50.0
Element prediction: Off
Mumber of isotope peaks used for i-FIT = 3 E
Monoisotopic Mass, Even Electron lons
416 formula(e) evaluated with 1 results within limits (up to 50 best isotopic malches for each mass)
Elements Used: -
Mass | calc.Mass [ mDa | PPM [ DBE [ Formula i-fIT | i-ATNorm [FitConf% | C | H [N o[ a]
3600905 360.0004 01 03 155 CA HIS N2 O C 10331 n/a nfa 2 15 31 1
AcHYD(4)_3 05-Jun-2018
180605_14 31 (0.620) Cm (28:45) 1: TOF NS ASAP+
2.57e+006
100, 360.0905
%
362.0894
279.0938 5634542
149.0246 3383422 564 4577
265.2532 160.3522
205.0770 257240{ 327.0783 ¢
161.0971 6624461 |g65 4612
1091019 e ‘,209.0791 ‘ 3132741 %4_1445 083847 794505 5075150 SS1.8038 oo oo, OO 913 )% 899.9875
Laliutloallly HHWWH‘L I A T b T PR R T T T 1 661.4378. | 6774502703 7640745.8167 773.8459 501.8786 829.9083 857.9397 885.9714 7 942.0352 i
LM S U LAY AR LA G LB AT e AR AL L e L L e R L L ) ] L A Ly A L] L LA L ] A e e L L A EEa ] R ) L ] LA U L A Ry A L) L Ll R Ll A Ll A LA A ) Lk il D) B wd M) Uy
100 120 140 160 180 200 220 240 260 280 300 320 340 360 380 400 420 440 460 480 500 520 540 560 580 600 620 640 660 680 <700 720 740 760 780 800 820 B840 860 880 900 920 940 960 980 1000
[

For Help, press F1
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1.12 N'-[(E)-Acridin-4-yl)methylidene]-4-bromobenzohydrazide (3d)

] »

For Help, press F1

26

Single Mass Analysis
Tolerance =2.0 PPM / DBE: min =-1.5, max = 50.0
Element prediction: Off
Mumber of isotope peaks used for i-FIT = 3 E
Monoisotopic Mass, Even Electron lons
416 formulaie) evaluated with 1 results within limits (up to 50 best isotopic matches for each mass)
Elements Used: -
Mass [ Calc.Mass [ mDa | PPM [ DBE [ Formula i-FIT [ i-FITNorm |FitConf% | € | H [ N[ O [ 6]
4040296 404.0299 -03 -07 155 (21 HI15 N2 O Br 12789  n/a nfa 2a 3 1 1
ACHYD(4)_4 05-Jun-2018
180605_15 38 (0.758) 1: TOF MS ASAP+
1.10e+005
1004 404.0396
%
407.0408
338.3420 e
3831412
3270777 :/339 3480 408.0536
3403575  395.0882 q5q 9549 4020237 a 420.0243 607.3920
303.2317 321.3148 - > ~ 03424290883 4795144 507.5491 551.5037
] Ll l Lol JII il |] JJJ 249 3197\ L I Jl u/3723023 l I || J\’dlng 051? ﬁ |l l/ 451;‘879 4673990 |l 4934072 1\5143858523.j‘728 53\7 :1857 I} ll 5655194 577151?7 5916053 503 5344\‘ iz
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1.13 N'-[(E)-Acridin-4-yl)methylidene]-4-methoxybenzohydrazide (3e)

»

Single Mass Analysis
Tolerance =2.0 PPM / DBE: min = -1.5, max = 50.0
Element prediction: Off
Number of isotope peaks used for i-FIT = 3 E
Monoisotopic Mass, Even Electron lons
460 formula(e) evaluated with 1 results within limits (up to 50 best isotopic matches for each mass)
Elements Used: -
Mass Calc.Mass | mDa | PPM | DBE [ Formula [i-rr [i-ATNorm [FitConf% | ¢ [ H [N ] o]
3561398 396139 01 03 155 C2ZHIE N3 02 10114 nfa nfa 2 18 3 2
AcHYD(4)_5 08-Jun-2018
180608_01 31 (0.620) Cm (26:52) 1: TOF MS ASAP+
2.23e+006

1004 356.1398

a5

149.0244
279.0939
357.1429
<
299.2945 3270784 3353420
s
1350785 271.2631
205.0773
134.0718
N 161.0915 280.0969 383.1410
2080781 2350084 0% 3 300.2979 35507021355 1469
121.0298 179.0719 1911797 I i 384.1450 429.0892 503.1077 563.5741
| i | - ]I " | | | | ¢ 411.4093 | 4451209 4514877  479.5132 | 519.1389 5355439 5513291 2% 5805324
0 Lol g bbbl b bbb i et e b iz
110 120 130 140 150 160 170 180 190 200 210 220 230 240 250 260 270 280 290 300 310 320 330 340 350 360 370 380 390 400 410 420 430 440 450 460 470 480 490 500 510 520 530 540 550 560 570 580 590
[

For Help, press F1
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1.14 N'-[(E)-4-Fluorophenylmethylidene]acridine-4-carbohydrazide (7b)

I, M. o o e, 00 RN

File Edit View Process Help
ez & M g
Single Mass Analysis =
Tolerance = 2.0 PPM / DBE: min = -1.5, max = 50.0
Element prediction: Off
Number of isotope peaks used for i-FIT =3 E
Monoisotopic Mass, Even Electron lons
416 formula(e) evaluated with 1 results within limits (up to 50 best isotopic matches for each mass) L
Elements Used: -
Mass | Calc.Mass | mDa | PPM [ DBE [ Formula AT [iFTNom [Fitconf% | € [ H [N o[ F]
34411% 3441199 03 09 155 CAHISMN3IOF 8747 nfa nfa a sk 3 b
ACHYD(9)_7 05-Jun-2018
180605_07 32 (0.637) Cm (30:36) 1: TOF MS ASAP+
1.38e+006
100+ 3441196
o]
345.1228
279.0939 3421039 663.4533
149.0242
664 4568
180.0812306.0627 271.2630 327.0785
B 299.2945 346.1258 662.4453]
1350794 2220770 > ? 665.4604
2572419 3683524 404.3285 519.1385 607.3911 N
[ ! ..|. e ‘. [ ol Ll ot i 4200885 O30T, Jaars L [ 8774147147812 7718304 799.8752 827.9069 856.9504 370990 .
AN A K o e A L L R R RS L B L B R LA A L LAy L R e L o L e L] R A R L Ry U e L A L] L R L R R L R Ly AR ] e A L Lt Ay b Y U L A R A A U At
100 120 140 160 180 200 220 240 260 280 300 320 340 360 380 400 420 440 460 480 500 520 540 560 580 600 620 640 660 680 70O 720 740 Y60 780 800 820 340 860 830 900 920 940 960 930 1000

For Help, press F1
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1.15 N'-[(E)-4-Chlorophenylmethylidene]acridine-4-carbohydrazide (7c¢)

U —— S o s, NN
File Edit View Process Help

= & M| Bl X

Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min =-1.5, max = 50.0

Element prediction: Off

Number of isotope peaks used for i-FIT =3

Monoisotopic Mass, Even Electron lons

416 formula(e) evaluated with 1 results within limits (up to 50 bestisotopic matches for each mass)
Elements Used:

I

Mass | Cale.Mass | mDa | PPM [ DEE [ Formula [iFT _ [i-FATNorm [FitConf% [ ¢ [ H [N] o[ a]

360.0901 360.0904 03 -08 155 CA HISN3OC 10691 n/a n/a a 15 3 : i 1

AcHYD(9)_8 05-Jun-2018

180605_08 33 (0.674) 1: TOF MS ASAP+
5.20e+004

. 360.0901

279.0941
663.4541
358.0743
%]
149.0239
362.0878
654.4573
327.0787
127.0735
280.0067
180.0811 3633519
205.0768 265.2634
3693520 01 onn co73914  0624451|8854600
319.3003 - N
R 507.5133 5355453
3001002 | 4063282 4514582 4795178 5G3.5756 591 6050 5983957 661.4401 || 55 4550 e 850 9581
g R O T T ol _690.7640 99773 8466 301.3854 513.8867 . B99.8375  940.0255 968.0571_ 9800678
Hhoon

TR SR LA LAl LA A L L WA LA L TrrTTrTY
440 460 480 500 520 540 560 580 600 620 640 660 680 70D 720 740 760 Y80 800 820 840 860 880 900 920 940 960 980 1000
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1.16 N'-[(E)-4-Bromophenylmethylidene]acridine-4-carbohydrazide (7d)

B o T
File Edit View Process Help

6 slaE & M o x|

Single Mass Analysis =
Tolerance = 2.0 PPM / DBE: min = -1.5, max = 50.0
Element prediction: Off
Number of isotope peaks used for i-FIT =3 E
Monoisotopic Mass, Even Electron lons
416 formula(e) evaluated with 1 results within limits (up to 50 best isotopic matches for each mass)
Elements Used: -
Mass | Calc. Mass | mDa | PPM [ DEE [ Formula [i-FT [i-FATMorm [FitConf% | € [ H [ N[ 0 [Br]
404.0335 404.0399 -04 -10 155 (21 H15 N3 Q Br 7612 nfa n/a a 15: 3 A 1
AcHYD(9)_8 05-Jun-2018
180605_09 31 (0.620) 1: TOF MS ASAP+
1.57e+004
100+ 406.0381
a5
383.1410
607.3914
5070392
368.3522
369.3541 608.3945
r 7
—— 384.1473 402'0232
355.0736 370.3520 ans 408 0452 507.5135 5355371 5495582 567.5873
[ J [ wsezmea. ||Illf 415ezias2008Te 4514535 4553380 4554687 4794821 4935049 g15.5547 | | 551-J55B° [ 591.6043 606.3847 || 6094028 .\ o e 628.6736 537 6503
o R ITTerTrem | F TN TYPORR R | 1 R ey I A T A T T I T O D TN TN T NS PO IV TR RN TRV PN A IR TRTNNTY N UUNIE YR IT IV IVR R IPETY AP IV PRUTIPOTIL FY FL U PRTTNTR A 1S IR PR A TUUTTYR PRVIVRVS FOVUUTIN FRWS DR NE TR TN | (L S TIRU TR P S T AN iz
T f ! ! f f T RARAS f ) f |NARENLARES ! f f Y ! T preee f AR T T f NARAY) ) SRR ) |RARRNRARAY] f f Y f Y f RARAS Y SRR f YT RARAR T T
355 360 365 370 375 380 385 390 395 400 405 410 415 420 425 430 435 440 445 450 455 460 465 470 475 480 485 490 495 500 505 510 515 520 525 530 535 540 545 550 555 560 565 570 575 580 585 580 595 600 605 610 615 620 625 630 635 640
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4 IR spectra of compounds 3a—d and 7b, 7d

Table S9. Assignment of characteristic IR absorption bands with corresponding wavenumbers
(in cm™!) and intensity.

V(NH) V(CH)ar V(CH)aliph V(C=O) V(C=N) V(CC)ar 6(CCH)ar ’Y(CCH)ar

3a | 3196 3058(w) | X 1651(s) | 1623(w) | 1589(w) | 1013(s) 760(s)
(w,br) | 3026(w) 1568(w)
1515(w)

3b | 3190 3064(w) | X 1655(s) | 1626(w) | 1602(s) | 1012(s) 757(s)
(w,br) | 3041(w) 1563(w)
1506(s)

3¢ | 3194 3084(w) | X 1652(s) | 1625(w) | 1595(m) | 1014(s) 754(s)
(w,br) | 3060(w) 1570(w)
3037(w) 1516(s)

3d | 3195 3082(w) | X 1653(s) | 1626(w) | 1591(m) | 1011(s) 754(s)
(w,br) | 3058(w) 1568(w)
3038(w) 1517(s)

3e | 3209 3062(w) | 2939(w) 1645(s) | 1627(w) | 1603(s) | 1017(s) 756(s)
(w, br) 3040(w) | 2841(w) 1575(w)
3010(w) 1509(s)

7b | 3369 3077(w) | X 1645(5) | N 1603(s) | 1024(m) | 749(s)
(m,br) | 3062(w) 1507(m)

3050(w)
3013(w)

7d | 3201 3089(w) | X 1655(s) | 1621(m) | 1587(m) | 1011(m) | 737(s)
(w,br) | 3052(w) 1561(m)
1518(s)

ar - aromatic, aliph - aliphatic, w - weak, m - medium, s - strong, br - broad, N - not observed, X - the bond is
not present in the compound

1.17 N'-[(E)-Acridin-4-yl)methylidene]|benzohydrazide (3a)
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1.18 N'-[(E)-Acridin-4-yl)methylidene]-4-fluorobenzohydrazide (3b)

701
581
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641
621
601
581
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54
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48!
461
u
400 3800 " a0 =m0 2000 BT 1000

‘Wavenumbers (cm-1)

% Transmittance

1.19 N'-[(E)-Acridin-4-yl)methylidene]-4-chlorobenzohydrazide (3¢)

74-3
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1.20 N'-[(E)-Acridin-4-yl)methylidene]-4-bromobenzohydrazide (3d)
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1.21 N'-[(E)-4-Fluorophenylmethylidene]acridine-4-carbohydrazide (7b)
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1.22 N'-[(E)-4-Bromophenylmethylidene]acridine-4-carbohydrazide (7d)
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5

HSA binding experiments
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Figure S1. Fluorescence quenching spectra of HSA by different concentration of compound 3a—3d with Aex =
280 nm in Tris-HCI/NaCl buffer, pH = 7.4, at three temperatures 25, 30 and 37 °C. (The plain black line [HSA] =
4 uM; plain color line [3a-3d] = 0-6.2 uM).
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Figure S2. Van't Hoff plot for the interaction of 3a—3d (A) and thermodynamic profil (B) with HSA at three

temperatures, [HSA] = 4 uM; [3a-3d] = 0-6,2 uM.
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Figure S3. Stern-Volmer plots of HSA + 3b—3d and double logarithm plot of HSA + 3b—3d at three differnt
temperature. ((HSA] =4 uM; [3a—-3d] = 0-6.2 uM).
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Figure S4. Synchronous fluorescence spectra of HSA +3b—-3d and corresponding F/Fy plots at room temperature.
([HSA] =4 uM; [3b—-3d] = 0 — 6.2 uM; dashed line for AL = 60 nm and plain line for AL = 15 nm). Arrow shows
the intensity change upon increasing concentration of the quencher.
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Figure S5. Van't Hoff plot for the interaction of 3a—3d (A) and thermodynamic profil (B) with HSA at three
temperatures. ((HSA] =4 uM; [3a-3d] = 0-6,2 uM).
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Figure S6. Three-dimensional fluorescence spectra and corresponding contour diagrams of free HSA, HSA:3b,
HSA:3c¢, HSA:3d systems in Tris-HCI/NaCl, pH = 7.4 at 25°C. ([HSA], [3b—3d] =4 uM).
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Figure S7. HSA competitive experiments - reverse titration. Emission spectrum (A) HSA:warfarin (1:1), (B)
HSA:ibuprofen in presence increasing concentration of 3a (0.6-6 uM), (C) Stern-Volmer plots and (D) double

logarithm plot. ((HSA] =4 puM).
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Figure S8. Emission spectrum HSA:acridine derivatives 3b—3d (1:1, black line) in presence increasing
concentration site marker (A) warfarin and (B) ibuprofen (colored line). Molar ratio HAS:marker is: 1:0.5, 1:1,
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1:1.5, 1:2, 1:2.5, 1:3, 1:3.5, 1:4, 1:4.5 and 1:5, [warfarin/ibuprofen] = 0-20 puM.
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