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1. CCK8 assay the compounds 5a-5l, 6a-6j and 7 were test their antitumor activity
using the CCK8 assay as described previously. HepG2 cells were cultivated in a
density in 96-well plates (5000 cells/well). After incubation for 24 h, cells were
treated with compounds for 48 h at a final compound concentration of 0.1-50
umol/L. Observing the absorbance at 490 nm with a microplate reader, the cell
inhibition rate = ((1-A experiment)/A control) X 100%, and calculating the 1C.,
subsequently.

2. Compound 5d induces apoptosis in HepG2 cells the apoptotic effect of
compound 5d was carried out with propidium iodide (Pl) and FITC-annexin-V
stain. According to previously reported method and guidance of instructions,
HepG2 cells were treated with compound 5d at 0, 5.0, 10.0, 15.0umol/L,

respectively, for 48 h, and then analyzed by flow cytometry assay.



3. Molecular Docking Study

The three-dimension (3D) structures of all compounds were prepared by
SYBYL 7.0 followed by 2,000-steps steepest descent minimization and 2,000-
sreps conjugate gradient minimization, respectively. The crystal structure of
EGFR in complex with Erlotinib (FDA approved drug) was obtained from
Protein Data Bank (PDB ID: 1M17). The Erlotinib was deleted from the
complex structure and the location of it was used to define the active site. The
hydrogen of the receptor were added by using Discovery Studio 4.0. The GOLD
3.0 was used to dock compound 5d into the active center. The radius of active
site was set to 10 A by using a genetic algorithm (GA) with 300 runs. The top
rank conformation of the two compounds were selected as the representative.
The docking score is calculated using Autodock Score and expressed in terms of
binding free energies (AGcal, Kcal/mol). The experimental binding free

energies (AGexp, Kcal/mol) using the equation AG =RTInIC,, .



4. 'H NMR spectra, 13C NMR, IR and HRMS spectra of compounds 5a-5l, 6a-6j and 7a, 7b
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Elemental Composition Report

Single Mass Analysis

Tolerance = 5.0 mDa / DBE: min =-1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3

Monoisotopic Mass, Even Electron lons

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

Elements Used:

C:26-26 H:28-28 N:0-100 O:0-100 Na: 0-1

7
240331-2-8-8 11 (0.076)

1: TOF MS ES+
2.01e+005
100 490.2095
] 512.1917
D/D_
i 491.2123 513.1945
1 492.2144
0 375.1268 405.1561 424.0174442.1957 458.2161 ; 534.11729 550.1351 597.1363 612.2045 629.1754 "
IWflll\llllIflll\lllllllllflll\lllwlflll\III}III\IIIWIIIII[Il\flll\lllIIIIIflll\lllllflll\llllIIlllflllllll[lll\lllll[lll\IIIWIIIIIIIIIIII
380 400 420 440 460 480 500 520 540 560 580 600 620 640
Minimum: -1.5
Maximum: 5.0 10.0 50.0
Mass Calc. Mass mDa PPM DBE i-FIT  Norm Conf(%) lormula
490. 2095  490. 2090 0.5 1.0 15.5 163.9 n/a n/a (26 1128 N5 05

HRMS m/z 5a
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4. 'H NMR spectra, 13C NMR and HRMS spectra of compounds 5a-5l, 6a-6j and 7a-7b.
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0
Elemental Composition Report o I o) Page 1

Single Mass Analysis o N/)\NH
Tolerance =5.0 mDa / DBE: min =-1.5, max = 50.0

Element prediction: Off

Number of isotope peaks used for i-FIT = 3

Monoisotopic Mass, Even Electron lons

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

C:26-26 H:28-28 N:0-100 O:0-100 Na: 0-1

7
240331-2-8-7 13 (0.083) 1: TOF MS ES+
4.96e+005

100~ 490.2093

%_

] 512.1909

] 301.1398 513194 685.4265

0, 84.9578 174.0666 : 353.2671  437.1920 ( 651.2664 : 790.3310 852.6317 9263925

T Kt e A R e

100 150 200 250 300 350 400 450 500 550 600 650 700 750 800 850 900 950

Minimum: -1.5
Maximum: 5.0 10.0  50.0
Mass Calc. Mass mDa PPM DBE i-FIT Norm Conf (%) Formula

490. 2093 490. 2090 0.3 0.6 15.5 193.7 n/a n/a C26 H28 N5 05

HRMS m/z 5b
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Normalized Intensity

Normalized Intensity
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Elemental Composition Report Page 1
Single Mass Analysis
Tolerance = 5.0 mDa / DBE: min =-1.5, max = 50.0
Element prediction: Off
Number of isotope peaks used for i-FIT = 3
Monoisotopic Mass, Even Electron lons
1030 formula(e) evaluated with 1 results within limits (up to 50 best isotopic matches for each mass)
Elements Used:
C:26-26 H:28-28 N:0-100 0O:0-100 Na:0-1
7
240331-2-8-9 10 (0.072) 1: TOF MS ES+
5.80e+005

100 506.2043

%_

| 507.2074
] 520.1892
olssgse3 2149128 2051040 3454555  437.1908 651.2672 8063312 g473500 9423869
llllllflllll\lllll\Illflwfll\Il\ll‘llIll\fllIll\lllll\Illl\lllll}IIIIII\ll‘ll\ll\fllll\\ll ll\IlIIIWIIIIIWIll‘lllll\lll[lflllﬂ\lllll\IIIIIWlllflllIl‘lllll\lll[llll]\IIIII\llllllflllllllll
100 150 200 250 300 350 400 450 500 550 600 650 700 750 800 850 900 950

Minimum: -1.5
Maximum: 5.0 10.0  50.0
Mass Calc. Mass mDa PPM DBE i-FIT Norm Conf(%) Formula

506. 2043  506. 2040 0.3 0.6 15.5 210.6 n/a n/a C26 H28 N5 06

HRMS m/z 5c
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Elemental Composition Report Page 1

Single Mass Analysis
Tolerance =5.0 mDa / DBE: min =-1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3
Monoisotopic Mass, Even Electron lons
3587 formula(e) evaluated with 1 results within limits (up to 50 best isotopic matches for each mass)
Elements Used: C|
C:25-25 H:5-25 N:0-100 0:0-100 Na:0-2 CI:1-3
2
240503-3-16 19 (0.196) 1: TOF MS ES+
4.79e+006
100 510.1547
1 532.1364
%—
] 534.1344
] 548.1102
: 163.0423 5149185 301.1415 437.1937 W4 685.4376 810.28749924497 946 3406
O l\IIIIITflll\lllll\"flllllllll\IIIII'\HI'HIlllll\IIIII"Illl‘lllll\\IIIHIIIII\lllll\"ll'HIIIl|\IIIIIIIII'\fllllll\Il\IIIIIII‘lllllIIII"fllllll\ll\IIIIII'\flllllllll\Illlll'\flllIlIIII\IIIIIIT m.fZ

50 100 150 200 250 300 350 400 450 500 550 600 650 700 750 800 850 900 950

Minimum: -1.5
Maximum: 5.0 10.0  50.0
Mass Calc. Mass mDa PPM DBE i-FIT  Norm Conf (%) Formula

510. 1547  510. 1544 0.3 0.6 15.5 651.7 n/a n/a (25 H25 N5 05 Cl

HRMS m/z 5d
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Elemental Composition Report Page 1

Single Mass Analysis
Tolerance = 5.0 mDa / DBE: min =-1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3
Monoisotopic Mass, Even Electron lons ©

3996 formula(e) evaluated with 1 results within limits (up to 50 best isotopic matches for each mass)
Elements Used:

C:25-25 H:24-24 N:0-100 0:0-100 Na:0-2 F:1-3 F
2
240503-3-18 19 (0.196) 1: TOF MS ES+
9.06e+005
100 516.1659
%= 4941838
- 517.1687
] 495.1865 550 5189
13933010 4158830 437.1945453.1653 4868719 |7 || 532.1395538.1483 > 587.5507 616.8262
0 Il‘IIfllflllllllWIIHIIIIIIIIIfllI\IIHIIIIIIf‘|IWIlflllllllwlHIIIIIII\IIflIHIIIIIIlWIV\lII\I||IIIIIIwaflllllllllllll\IIIIIII‘HH'IHIIIIII}II\\I”IIIIIII‘IIH'HIIIIIII‘Hflllllllllll}lf\\IlllllHIV‘IIH'HIIIIII\‘Ilflllllll ml’Z

400 410 420 430 440 450 460 470 480 490 500 510 520 530 540 550 560 570 580 590 600 610 620

Minimum: -1.5
Maximum: 5.0 10.0  50.0
Mass Calc. Mass mDa PPM DBE i-FIT Norm Conf(%) Formula

516. 1659  516. 1659 0.0 0.0 15.5 413.2 n/a n/a €25 H24 N5 05 Na F

HRMS m/z 5e
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Sample Name

Inj Vol

Data Filename Sk.d

Position Vial 51
2 InjPosition

ACQ Method

Instrument Name

SampleType
Comment

Instrument 1
Sample
CYF20201112-NORMAL.m

User Name

IRM Calibration Status

Acquired Time

Success
3/17/2025 11:19:23

x10 3

6.75 |
6.5
6.25
6 4
5.754
5.5
5.25 |
5
4.751
4.5
4.25-
4
3.75
3.5
325
3
2751
2.5
2.254
24
1.75
1.5-
1.25
1
0.75
0.5
0.25

+ESI Scan (4.566 min) Frag=175.0V 5k.d

506.2087

507.2134

508 2153

504.5 505 505.5 506, 506.5 507 507.5

HRMS m/z 5f

508

508.5

509
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Elemental Composition Report

Single Mass Analysis

Tolerance = 5.0 mDa / DBE: min =-1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3

Monoisotopic Mass, Even Electron lons

1902 formula(e) evaluated with 1 results within limits (up to 50 best isotopic matches for each mass)
Elements Used:

C:27-27 H:30-30 N:0-100 O:0-100 Na:0-3

14
240612-1-z-28 21 (0.147) 1: TOF MS ES+
8.79e+005
100~ 504.2252
Yo 526.2071
T 505.2279
| 506.2302 527.2101 542.1805
0-415.2348 437.1902.443.2678 4531689 10 so0e 503.2158 || 200 I - 559.5164 o0 1ono 596.5964 610.1574
IIIIT‘llll}llll‘llll}\llll'\|lllHlll'\llfll'\lllllllIllll‘IIIIIIIII‘lIlI'l\lIllHllI\lIll'HlIlI'\IlllHlIl'HIll'\llll\llllllllll'\llll\Illllllllllllllll\lIlIHIllIrIIIHIIII'\\Illlfllll\[Ill'\‘lll\[Illl‘lllllllll“llllHIIIIII
400 410 420 430 440 450 460 470 480 490 500 510 520 530 540 550 560 570 580 590 600 610
Minimum: -1.5
Maximum: 5.0 10.0  50.0
Mass Calc. Mass mDa PPM DBE i-FIT  Norm Conf (%) Formula

504. 2252 504. 2247 0.5 1.0 15.5 681.2 n/a n/a C27 H30 N5 05

HRMS m/z 59
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Single Mass Analysis

Tolerance = 5.0 mDa / DBE: min=-1.5 max =50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3

Monoisotopic Mass, Even Electron lons

Cl
3587 formula(e) evaluated with 1 results within limits (up to 50 best isotopic matches for each mass)
Elements Used:
C:25-25 H:5-25 N:0-100 O:0-100 Na:0-2 CI:1-3
2
240503-3-15 22 (0.222) 1. TOF MS ES+
4.76e+006
100— 510.1546
T 532.1363
0/0_
J 534.1343
] 163.0407 342.1566 418.8802 035.1368 685.4394 752.7997
0 - 214.9180  301.1410 "< : - 651.2674 2°7- : 873.2960 992.2831
IIII|I\II|\III‘II\Ill\I\lll\llll\l‘lll\ll\lllI\I|I\\I|I\I\lll\l|\III‘I\I\l\\lll\l\lll\llllll\ll
100 200 300 400 500 600 700 800 900 1000
Minimum: -1.5
Maximum: 5.0 10.0  50.0
Mass Calc. Mass mDa PPM DBE i-FIT Norm Conf(%) Formula

510. 1546  510. 1544 0.2 0.4 15.5 694.8 n/a n/a C25 H25 N5 05 Cl

HRMS m/z 5h
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Elemental Composition Report Page 1
Single Mass Analysis
Tolerance = 5.0 mDa / DBE: min =-1.5, max = 50.0
Element prediction: Off
Number of isotope peaks used for i-FIT = 3
Monoisotopic Mass, Even Electron lons
1790 formula(e) evaluated with 1 results within limits (up to 50 best isotopic matches for each mass)
Elements Used:
C:26-26 H:28-28 N:0-100 O:0-100 Na:0-3
14
240612-1-z-32 29 (0.189) 1: TOF MS ES+
2.52e+005
100 490.2095
. 512.1913
0/0_
| 491.2122
513.1937
1 511.1831
; 453.1689 528.1647
0 381.2967  406.3292 437.1922 480.8488 |, W , , 559.5195 587.5480 616.8266 miz
|IIII[I\I\‘|III[\I\|"III!I\I|\|IIII|I\|\|IIII|II!I|IIIIIfl\Illlllfl\‘|\Illfl\I"VIIIIV\I\I\III|II\|"IIII|IIII|IIII|III!|\IIIIII!I‘I
380 400 420 440 460 480 500 520 540 560 580 600 620
Minimum: -1.5
Maximum: 5.0 10.0  50.0
Mass Calc. Mass mDa PPM  DBE i-FIT  Norm  Conf (%) Formula

490. 2095  490. 2090 0.5 1.0 15.5 538.2 n/a n/a C26 128 N5 05

HRMS m/z 5i



e G8 "G97

ng\f.zm
LV 069

_— Nm.mwmvo.
I

—

T

08 066 g1 yz01
i s o
—EV CUCF6 1651
88 9171

L0 "€E€GT

90 '6291
L0 "8691

1000

2000

cm—1

¢l '1¢e6e

3000

€€ "€LCE
LE "G6€€

L%




Normalized Intensity

o
N

=
o

o o © o o o o
N W g o N oo ©

o
[EEN

HYG-Z-42.001.esp

Chemical Shift (ppm)

IH NMR 5

@
NI

E |
E |
E <
] ™
E o
] o
= ~
E <
3 F
3 ©
= N~ D S mg
3 5 ® © o 1‘;
3 < <
E 5 o & ~
E 2 B89 ¢ o
E 822% o 8o
— N~ ) O %N
E § 3 7 3
E 7 P
E JC | AN MLUU.._JLL |
3 p R N Wy )\ §

0.83 1.85 1.96 0.972.03 2.88 1.872.00 294293  3.01

(N L U o o ou U u U u U
IIIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|IIIIIIIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|IIII|

11 10 9 8 7 6 5 4 3 2 1 0 -1



86'6E—

HYG-Z-42-C.001.esp

1168~

95'6E~

8EVT—
ow.v._”.\.
19 T¢—

5868~

1.0

6T 0v-"

0.9

@
o

™~
o

o' ov-

© n <
o o o

Aisuaju| paziewioN

0907~

v1¢9—
99'99—

LET6—

S2'80T
AN

88'GTT—
28°0¢T~
X154

TL'62T—

87 LET~

¢S6ET—
¢C9sT
0¥’ LST
LY /ST
69°LG9T
8T'8GT—

L2G9T~
66997
v9°L9T

160 140 120 100 80 60 40 20
Chemical Shift (ppm)

180

13C NMR 5j



Elemental Composition Report Page 1

Single Mass Analysis

Tolerance = 5.0 mDa / DBE: min =-1.5, max =50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3

Monoisotopic Mass, Even Electron lons

913 formula(e) evaluated with 1 results within limits (up to 50 closest results for each mass)

Elements Used: F
C:25-25 H:25-25 N:0-100 O:0-100 Na:0-1 F:1-1

9
240629-4-17 10 (0.089) 1: TOF MS ES+
3.23e+005
100— 494.1844
1 516.1665
0/0_
| 495.1868
] 517.1691
ll[\\l!lll\lI\Tlll\l!\lllllITIIIII!\IllllI‘llll]lf\llllll"lllllfIlllll'\lllll[\\lllll\lllIll[\llIlIl'\l|IIlf‘llll|l'\ll||lf\"llllllllllllf\llllllTllmZ
380 400 420 440 460 480 500 520 540 560 580 600 620 640
Minimum: -1.5
Maximum: 5.0 10.0  50.0
Mass Calc. Mass mDa PPM DBE i-FIT Norm Conf(%) Formula

494. 1844 494. 1840 0.4 0.8 15.5 468.8 n/a n/a C25 1125 N5 05 IF

HRMS m/z 5j
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User Spectra /@\

Fragmentor Voltage Collision Energy Ionization Mode
175 0 ESI
x10 5 [*ESI Scan (6.363 min) Frag=175.0V ZYG--250318-1.d
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Elemental Composition Report

_NH
Single Mass Analysis o HN
Tolerance = 5.0 mDa / DBE: min =-1.5, max = 50.0 AN I N Cl
Element prediction: Off Y | | N
Number of isotope peaks used for i-FIT = 3 o /)\
N N

Monoisotopic Mass, Even Electron lons H
972 formula(e) evaluated with 1 results within limits (up to 50 closest results for each mass)

Elements Used:

C:26-26 H:28-28 N:0-100 O:0-100 Na: 0-1

9
240629-4-18 12 (0.100) 1: TOF MS ES+
1.67e+004
100— 490.2093 512.1907
%_
1 491.2112 513.1930
494.1833 496.9158 516.1636
. 4772819 4808510 486.8675 fos. 188 190 0s.0088 510.?521 1 * oo sa1mrs
o L LA i L B L o L B e e e AR
475.0 480.0 485.0 490.0 495.0 500.0 505.0 510.0 515.0 520.0 525.0
Minimum: -1.5
Maximum: 5.0 10.0  50.0
Mass Calc. Mass mDa PPM DBE i-FIT  Norm Conf(%) Formula

490. 2093 490. 2090 0.3 0.6 15.5 305.6 n/a n/a (26 128 N5 05

HRMS m/z 5l
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Sample Name

Inj Vol

Data Filename

Vial 51 Instrument Name
SampleType

Comment

Position
2 InjPosition

6b.d ACQ Method CYF20201112-NORMAL.m

Instrument 1
Sample

User Name
IRM Calibration Status
Acquired Time

Success
3/14/2025 4:59:54 F

x10 6
1.45

1.4
1.354
1.3
1.254
1.2
1.15
1.1
1.05
14
0.95-
0.9
0.85-
0.8
0.75-
0.7
0.65-
0.6
0.55-
0.5
0.45
0.4
0.35-
0.3
0.25
0.2
0.15
0.1
0.051

+ESI Scan (6.066 min) Frag=175.0V 6b.d

488.2023

o

487.2 487.4 487.6 487.8 ass 4882

488.4

HRMS m/z 6a

488.6 488.8

489
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Sample Name Position Vial 51 Instrument Name Instrument 1 User Name
Inj Vol 2 InjPosition SampleType Sample IRM Calibration Status Success
Data Filename  6c.d ACQ Method CYF20201112-NORMAL.m Comment Acquired Time 3/17/2025 3:01:18 P

x10 6 [+ESI Scan (6.336 min) Frag=175.0V ZYG--250317-1.d

2_
1.9
— 472.2077
17
1.6
1.5
1.4
1.3
1.2
1.1

14
0.9
0.8
0.7
0.6
0.5
0.4
0.3
0.2
0.1

470.7856 471.0479 471.3479 471.6525
470.8 a71 4712 471.4 4716 471.8 472 4722 472.4 472.6 472.8 473

(o]

HRMS m/z 6b
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Elemental Composition Report Page 1

Single Mass Analysis

Tolerance = 5.0 mDa / DBE: min =-1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3

Monoisotopic Mass, Even Electron lons

5652 formula(e) evaluated with 1 results within limits (up to 50 closest results for each mass)
Elements Used:

C:26-26 H:25-25 N:0-100 O:0-100 Na: 04 K:0-2

1

240905-6-HYG-Z-54 31 (0.219) 1: TOF MS ES+
6.22e+004
{00 494.1805
%_
g 495.1830
1 492.8881
o] 487.8757 a8a.8600 1902929 4908404 4928380 | 4930735 | 4942973 4961407 4975499 4988953 499 2528 500.1618
1||‘||||Il|\||\||\lll||1|\||‘||||IW||W|\||\||W||}||\|‘||f||1||\||\|f||||‘||\|I\|IWI|||\||\||1||1||||\||f||1‘|\|\||f||[||\||\|f\|f|||]|
488.0 489.0 490.0 491.0 492.0 493.0 494.0 495.0 496.0 497.0 498.0 499.0 500.0
Minimum: -1.5
Maximum: 5.0 10.0  50.0
Mass Calc. Mass mDa PPM DBE i-FIT Norm Conf (%) Formula

494. 1805  494. 1804 0.1 0.2 16.5 666.4 n/a n/a (26 H25 N5 04 Na

HRMS m/z 6¢
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Elemental Composition Report Page 1

Single Mass Analysis
Tolerance = 5.0 mDa / DBE: min =-1.5, max = 50.0
Element prediction: Off

. . e N-N o
Number of isotope peaks used for i-FIT = 3 /5:(( p— \©\
o~ N
L
) o] N/)\NH

Monoisotopic Mass, Even Electron lons

5158 formula(e) evaluated with 1 results within limits (up to 50 closest results for each mass
Elements Used:

C:26-26 H:26-26 N:0-100 0O:0-100 Na:0-4 K:0-2

1

240905-6-HYG-Z-55 11 (0.094) 1: TOF MS ES+
1.77e+006
100- 472.1989
% 494.1808
1 473.2020
| 495.1837
460.2832 472.1304) | 4742041 492.8975
0 448.8394 453.1681 458. 1828 I 480.8444 486.8694 496 1856 502.8263 i
|ffl‘|||\I‘ffl‘|||fl‘|||‘l“'l\|||‘||‘||||||[l‘l||||||I|||||||||||\||‘|||\Il\||‘fll\Ilffl"ll\I‘ff|‘|||\|‘1||‘||‘1|\||
450.0 455.0 460.0 465.0 470.0 475.0 480.0 485.0 490.0 495.0 500.0
Minimum: -1.5
Maximum: 5.0 10.0  50.0
Mass Calc. Mass mDa PPM DBE i-FIT  Norm Conf (%) Formula

472. 1989  472. 1985 0.4 0.8 16.5 988.9 n/a n/a (26 126 N5 04

HRMS m/z 6d
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Elemental Composition Report Page 1

Single Mass Analysis

Tolerance = 5.0 mDa / DBE: min =-1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT =3

Monoisotopic Mass, Even Electron lons

5158 formula(e) evaluated with 1 results within limits (up to 50 closest results for each mass)
Elements Used:

C:26-26 H:26-26 N:0-100 O:0-100 Na: 04 K:0-2

1

240905-6-HYG-Z-57 12 (0.100) 1: TOF MS ES+
2.07e+006
{00 472.1988
- 494.1804
y 473.2018
] 495.1832
474.2036
o 448.1461 453.1671 458.1828460.2630 4721473 | - 480.8514  486.8680 ( _496.1856  504.2233 -
\||||V||\l\||||V||\l\||||V||\l\||||||V\l\||||||V\l\||||||Vfl\||||||Vf"\||||||Vf"\lllllIVl"fllllllVllfll||||V||f||||||\||f|l|||l

450.0 455.0 460.0 465.0 470.0 475.0 480.0 485.0 490.0 495.0 500.0 505.0

Minimum: -1.5
Maximum: 5.0 10.0  50.0
Mass Calc. Mass mDa PPM DBE i-FIT  Norm Conf (%) Formula

472. 1988  472. 1985 0.3 0.6 16.5 993.4 n/a n/a C26 H26 N5 04

HRMS m/z 6e
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Elemental Composition Report Page 1

Single Mass Analysis

Tolerance = 5.0 mDa / DBE: min =-1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3

Monoisotopic Mass, Even Electron lons
9777 formula(e) evaluated with 1 results within limits (up to 50 closest results for each mass)
Elements Used:
C:25-25 H:22-22 N:0-100 O:0-100 Na:04 Cl:1-2 K:0-2 Cl
1
240905-6-HYG-Z-58 23 (0.157) 1: TOF MS ES+
2.37e+006
— 514.1262
0/ —
& | 516.1240
1305.1578 192,134 1817.1268
N 350.8028  406.3275.418.8796 550.5157587.5493 616.8255 _ 672.7866.685.4337 /01410 .
320 340 360 380 400 420 440 460 480 500 520 540 560 580 600 620 640 660 680 700 720
Minimum: -1.5
Maximum: 5.0 10.0  50.0
Mass Calc. Mass mDa PPM DBE i-FIT  Norm  Conf (%) Formula

514.1262 514. 1258 0.4 0.8 16.5 978.5 n/a n/a (25 H22 N5 04 Na Cl

HRMS m/z 6f
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Sample Name

Inj Vol

Data Filename

Position Vial 51
2 InjPosition

71.d ACQ Method

Instrument Name

SampleType
Comment

Sample
CYF20201112-NORMAL.m

Instrument 1

User Name
IRM Calibration Status
Acquired Time

Success
3/14/2025 9:06:22 P

x10 5
o
8.5
8
7.5
7 4
6.5
[SE
5.5
54
4.5
44
3.5
34
2.5]
2]
1.5
1

0.5

o

+ESI Scan (5.805 min) Frag=175.0V 6m.d

488.1999

467.3644 472.3325 484.3885

465 470 475 480 485 495

HRMS m/z 69
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Sample Name Position Vial 52 Instrument Name Instrument 1 User Name
Inj Vol 2 InjPosition SampleType Sample IRM Calibration Status Success
Data Filename 75.d ACQ Method CYF20201112-NORMAL.m Comment Acquired Time 3/17/2025 3:10:56 P

x10 5 | +ESI Scan (5.874 min) Frag=175.0V ZYG--250317-2.d

4.6-
4.4
4.2 476.1815

4
3.8
3.6
3.4

3,2— /\o [\lj—\ o\@
2.8 o” | | N)\/
2.6 PR
2.4
2.2
24
1.8
1.6
1.4
1.2
14
0.8
0.6
0.4
0.2

o] T T T T T T T T T T
475 475.2 475.4 475.6 475.8 476 476.2 476.4 476.6 476.8

HRMS m/z 6h
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User Spectra #h

Fragmentor Voltage Collision Energy Ionization Mode \K
175 0 ESI

410 6 | *ESI Scan (5.887 min) Frag=175.0V ZYG--250317-3.d

1.4+ 492.1766
1.2

14
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0.4

0.2 338.3480

0 | L 624.2086 1005.13202

100 200 300 400 500 600 700 800 900 1000
Counts vs. Mass-to-Charge (m/z)
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Elemental Composition Report Page 1

Single Mass Analysis

Tolerance = 5.0 mDa / DBE: min =-1.5, max = 50.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 3

Monoisotopic Mass, Even Electron lons

5158 formula(e) evaluated with 1 results within limits (up to 50 closest results for each mass)
Elements Used:

C:26-26 H:26-26 N:0-100 0O:0-100 Na:0-4 K:0-2

1

240905-6-HYG-Z-55 11 (0.094) 1: TOF MS ES+
1.77e+006
100 472.1989
% 494.1808
1 473.2020
| 495.1837
460.2832 4721304 | 4742041 492.8975
0 448.8394 453.1681 458.1828 70V : e 480.8444 486.8694 V< A96.1856 502.8263
SR S0 69 S k5t NNMSUESNISELSRI B B MBI o5 MMM oSNNS N BV St SRS oL 2
450.0 455.0 460.0 465.0 470.0 475.0 480.0 485.0 490.0 495.0 500.0
Minimum: -1.5
Maximum: 5.0 10.0  50.0
Mass Calc. Mass mDa PPM DBE i-FIT Norm Conf (%) Formula

472. 1989 472. 1985 0.4 0.8 16.5 988.9 n/a n/a (26 H26 N5 04

HRMS m/z 6j



Normalized Intensity

HYG-ZC-4-H1-10b.001.esp

3.85

3 2
1.0 N
0.9
0.8
0.7
0.6
3 b 3
E T 7
05 O I
0.4
] ©
E o > X 2 ol «
E e  Z5 B3 7 gl 2l
0.3 N~ © < < < <o
E A | <t ~ 4 Ya
E Q > 25
0.2 \ i T Tio
3 o~ 3
= o o< | | B
E @ < |5 N
0.13 |~
3 | I
E l L " L_dk_,.

A Ll
0.941.91 1.96 1.99 3.00 2.203.09 2.323.093.08
[y [ =l [ HoH [ N

11 10 9 8 7 6 5 4 3 2 1 0 -1
Chemical Shift (ppm)

'H NMR 7a



1.0

0.9

0.8

Normalized Intensity
o o o
ol (@] ~

o©
~

o
w

0.2

0.1

HYG-ZC-4-C13 10b.001.esp 2w
NS
I~ ©
| ~
i
)\/\ N
X~
N
®
o Y
M <
NI
<
|
© S o
83%"8 © X o ~ - grl 2::
© . © o ™~ = [=RTo) N — o :
© Yxm o : o ; 3 T ! N o
49904 » N o N o | - | [~ <
Vel o 3 3 8 | T
YSST ? |
|
|||||||||||||||I|||||||||||||||||||||||||||||I|||||||||||||||||||Il||||||||||||||||||||||||||||I|||||
180 160 140 120 100 80 60 40 20 0

Chemical Shift (ppm)

13C NMR 7a



IRM Calibration Status SiEESS pA Method TQQ-18-23-20250109.m

Comment

Sample Group Info.
Acquisition SW 6200 series TOF/6500 series
Version Q-TOF B.05.00 (B5042.2)

User Spectra o

Fragmentor Voltage Collision Energy Ionization Mode
175 0 ESI

x10 6 | *ESI Scan (6.071 min) Frag=175.0V ZYG--250318-2.d

21 410.1877
1.75]
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1.251
1
0.75
0.5

0.251
0 | 841.3437

200 400 600 800 1000 1200 1400 1600 1800 2000 2200
Counts vs. Mass-to-Charge (m/z)

HRMS m/z 7a
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