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Structural Modeling of the Binding Poses of 6F

Since the imide moiety of novel achiral ligand 2 is the same as the classic glutarimide ligands, which makes three H-bond contacts with
CRBN, and that FP competition binding is successfully performed with a classic ligand probe, it is presumed the binding pocket and
core pose will be the same. By comparison, the closest analog with crystal structure (PDB: 7SHH) available also shows a binding pose
the same as all other classic imides.

PDB: 4TZ4 was the starting point of the modeling. Missing non-terminal protein residues were restored by Modeller! in UCSF Chimera.
Ligand 6F was converted into 3D mol2 format by OBabel? from mol format saved from ChemDraw.

The docking was performed by GOLD.® The search efficiency was set to 200%. Automatic bond types were on for both protein and
ligand. The protein was set to be rigid. Other settings were kept at default with the ChemPLP scoring function being used. From human
judgement, the binding pose can be either up or down in regard to the phenyl ring substituents (see Sl Figure S1), and the up or down
pose is not interconvertible while the ligand is bound due to sterics of rotation, so subsequent modeling by MD refinement will need two
separate starting points. Due to the randomness incorporated in the GOLD algorithm, results are different for each run. Most poses
were on the downside, and the best scoring one, which also had the correct imide binding pose, was chosen for the down pose. The
down pose had an H-Bond with neighboring Histidine 353, and the relevant HID tautomer was used. Docking was run multiple times
until a reasonable top pose was generated, which had an even more favorable score than the best chosen down pose.

Figure S1. Docking poses to start the MD refinement. Blue is best pose of phenyl ring substituents rotated down, also determined later to be the ideal ligand
binding pose. Orange is best pose of phenyl ring substituents rotated up.

The refinement allows both the ligand and protein to fully relax since ligand induced changes may occur on protein side chains.
Additionally, ligand binding stabilities can be observed during the refinement process, including filtering out false positive poses. To
perform the refinement, in the AMBERTo0ols Suite,* the ligand was assigned AM1-BCC partial charges by antechamber, and remaining
ligand parameters derived from gaff2 force field with parmchk2. In tleap, the ff19SB force field was used for the protein. An OPC
octahedral box of water was set to extend at least 10 A from any solute atom, and counterions (Na*, CI) were added to neutralize
charges.

Using pmemd.cuda,® 5,000 steps of steepest descent minimization was performed with 5 kcal/mol/A? restraints on the heavy atoms.
To equilibrate the system, MD simulation was performed with 5 kcal/mol/AZ restraints on the heavy atoms for 50,000 steps in the NPT
ensemble with a 0.001 ps timestep, followed by 50,000 steps with 1 kcal/mol/A? restraints, and 50,000 steps with no restraints. The
Langevin thermostat was used with gamma_In set to 2.0 ps™, and the Monte Carlo barostat was used with taup set to 0.5 ps. For the
production runs, in the NVT ensemble, the timestep was set to 0.004 ps with hydrogen-mass-repartitioning (HMR) applied to give solute
hydrogens 3.024 mass, and MD simulation performed for 4 ns, using the Langevin thermostat with a gamma_In of 0.01 ps?. The
SHAKE algorithm was applied to restrict bond length changes involving hydrogens, and no forces were calculated for bonds with
hydrogens. Snapshots were collected every 0.1 ns. 5 replicate simulation runs were performed.

After the simulation, in cpptraj,® solvent and ions were removed and frames aligned based on protein pocket C-a atoms within 10 A of
the ligand. The 5 production runs were combined and clustered based on ligand heavy atoms and protein heavy atoms within 4 A of
the ligand. The DBSCAN algorithm was used and the Epsilon was set to 0.9 A and minpoints set to 1. No sieving was used so all
frames were used to cluster. For each cluster, one representative pose with the lowest cumulative distance to all other frames in cluster
was extracted.

Based on the above clustering conditions, 6F top formed 15 clusters greater than 1 frame and the top cluster was 22%, and second
cluster was 2.5%. The ligand moved away from the docked pose. 6F down formed 4 clusters greater than 1 frame and the top cluster
was 57% and all clusters maintained this H-bond with the neighboring Histidine 353. The docked pose is mostly maintained. The
distinction is apparent that the down pose is the more stable and likely one. The representative pose from the most populous cluster is
shown as the modeled binding pose in Figure 3 of main text.
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Human Plasma Stability

Selected compounds were submitted to CRO company (SAI Life Sciences Limited) for human plasma stability.
MATERIALS

Table S1. Consumables and reagents

Materials Catalog/ Lot No. Manufacturer
Propantheline bromide hydrochloride P8891
Sigma, USA
DMSO D5879
Human plasma NA Poona Research Foundation, India
Table S2. Equipments
Equipments Manufacturer
Single and multi channel pipettes Eppendorf, Germany
Refrigerated centrifuge Kubota, Tokyo, Japan
Incubator 1000 Heidolph Instruments GmbH & Co. KG, Walpersdorfer
LC-MS/MS Waters ACQUITYTM, ultra performance LC, Canada
API-4000 MDS Sciex Applied Biosystems, Canada

METHOD
Preparation of DMSO stocks and working solutions

A 20 mM stock solutions of test compounds was prepared by dissolving appropriate amount of compounds in DMSO. These were
diluted in DMSO to prepare a stock of 1 mM. A 1 mM stock was further diluted 200-folds in human plasma (pre-warmed at 37 °C for 15
minutes) to attain a final concentration of 1 uM respectively (0.1 % DMSO).

Table S3. Assay conditions

Compounds concentration 1um

Matrix human plasma

Incubation temperature 37°C

Time Points 0, 60,90 ,120 and 240 min
DMSO 0.1%

Replicates 2

Procedure

Incubation

Positive controls and test compounds spiked into 400 pL aliquot (n = 2) of human plasma was incubated in a CO; incubator at 37 °C.
An aliquot of 50 pL was withdrawn at 0, 60, 90, 120 and 240 min and immediately quenched with 400 uL of ice-cold acetonitrile
containing internal standard followed by storing at minus 2-8 °C.

Preparation of test samples for bio-analysis
All the samples were thawed at room temperature. Samples were vortexed for 5 min followed by centrifugation at 4000 RPM for 15 min
at 4 °C. An aliquot of 100 pL was transferred to 96-well deep plate and submitted for analysis by LC-MS/MS.

Analysis
The analyte area of test compounds and positive control was quantified in the test samples using LC-MS/MS. The LC-MS/MS conditions

and MRM chromatogram will be provided as per client’s request.

DATA ANALYSIS
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The percentage of compounds remaining at each time point was calculated by considering the peak area (PA) ratios (analyte versus
internal standard) obtained at 0 min as 100%. The slope of initial linear range of logarithmic curve of percent remaining versus time
was used for calculation of half-life (ti).

Elmmination rate constant (k) = ( — gradient)

0.693

Half life (t;,,) (min) =

RESULTS AND CONCLUSIONS

Parent compounds remaining and half-life of positive control Propantheline bromide was used in the experiment is in good agreement
with validation data generated in-house (Table 1). All the compounds were stable in human plasma within duration of incubation. Details
provided in table (1)

Table S4. Time versus % remaining of control and test compounds in human plasma

Time (min) P’Obpr‘;")';::‘;:"e Lenalidomide 6F 9 10 11
0 100 100 100 100 100 100

60 3 91 100 79 106 107

90 0 77 111 82 9 104
120 0 83 101 76 86 100
240 0 62 97 81 88 102

tuz (min) 27.1 >240 >240 >240 >240 NC

NC: Not calculated as compound was stable within duration of incubation

Human Liver Microsome Stability

Selected compounds were submitted to CRO company (SAI Life Sciences Limited) for liver microsome stability

MATERIALS
Table S5. Consumables and reagents
Materials Catalog No. Manufacturer
Pooled Human liver microsomes 4521117 Corning,USA
Verapamil hydrochloride 381195
Glipizide G117
Albendazole A4643
Sigma, USA
Potassium phosphate monobasic | P5655
Potassium phosphate dibasic p2222
DMSO D5879
NADPH 2646-71-1 SRL, India
96 well-plates PCR-96MR-HS-C Axygen, Union City, California

Table

S6. Equipments

Equipment

Manufacturer

Single and multi channel pipettes

Eppendorf, Germany

Incubator 1000

Heidolph Instruments GmbH & Co. KG, Walpersdorfer

Refrigerated centrifuge

Eppendorf, Germany

LC-MS/MS

API 4000 AB Sciex, USA

UPLC

Waters Acquity H Class. USA
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METHOD
Preparation of reagents

Preparation of potassium phosphate buffer, 50 mM (pH 7.4)

50 mM Potassium phosphate buffer (pH 7.4) was prepared by adding 0.647g potassium phosphate monobasic (KH,PO,) and 3.527g
potassium phosphate dibasic (K;HPQO,) to 400 mL of Milli-Q water. pH of the buffer was adjusted to 7.4 and volume was made up to
500 mL.

Preparation of microsomes

Microsomes (20 mg/mL) were diluted in 50 mM Potassium phosphate buffer (pH 7.4) buffer to prepare a concentration of 0.714 mg/mL.
Preparation of test compounds

A stock solution of the test compounds were prepared in DMSO at a concentration of 1 mM.

Preparation of NADPH solution

A stock solution of 3.33 mM NADPH (3.33X) was prepared by dissolving appropriate amount of NADPH in 50 mM Potassium phosphate
buffer (pH 7.4)

Preparation of internal standard solution

1 mg/mL of internal standard glipizide and albendenzole were prepared in DMSO and methanol (1:1). From this stock solution of
glipizide (300 ng/mL) and albendenzole (100 ng/mL) prepared in acetonitrile.

Table S7. Assay Conditions

Total Incubation volume 100 pL
Compound concentration 1uM

Protein Concentration 0.5 mg/mL
NADPH 1mM

Final DMSO contain 0.1%

Number of replicates 2

Time points 0 and 30 min

Assay

A microsomal mix (microsomes and potassium phosphate buffer pH 7.4) was prepared at concentration of 0.714 mg/mL. A 1 pL (1
mM) of test compounds/positive control was spiked into 699 pL of microsomal working solution (intermediate test compound/positive
control concentration is 1.42 uM). After mixing, 70 uL (microsomal mix and compounds) was transferred to 96 well plate for 0 min and
30 min time point (n=2) for with NAPPH and without NADPH and pre-incubated at 37 °C for 5 min. After pre-incubation, for zero min
time point 30 pL of NADPH (3.33 mM) in NAPDH samples and potassium phosphate buffer pH 7.4 in without NAPDH samples was
added (Final microsomal mix conc. is 0.5 mg/mL and test compound/positive control conc. is 1 yuM) and reaction was stopped
immediately using 200 pL of ice-cold acetonitrile containing internal standard. For 30 min time point reaction was initiated by addition
of 30 uL of NADPH (3.33 mM) in NAPDH samples and potassium phosphate buffer pH 7.4 in without NAPDH samples was added and
incubated at 37 °C for 30 min, incubation reaction was stopped with 200 pL of ice-cold acetonitrile containing internal standard. A 200
UL of acetonitrile containing internal standard was added into both 0 min and 30 min quenched plates. The plates were centrifuged at
4000 RPM for 10 min and 100 pL supernatant were submitted for analysis by LC-MS/MS.

Bio-Analysis

Samples were monitored for parent compound disappearance in MRM mode using LC-MS/MS. The LC-MS/MS conditions and MRM
chromatogram will be provided as per client request.

DATA ANALYSIS

The peak area ratios of analyte versus internal standard were used to calculate the % remaining at the end of 60 minutes in presence
NADPH.

RESULTS AND CONCLUSIONS
Percentage remaining of positive control, Verapamil and test compounds in HLM were tabulated in table 2.

Table S8. Metabolic stability of positive control and test compounds in human liver microsomes.

- —
S. No. Compounds ID % PCR at 30 min with NADPH % PCR at 30 min without
NADPH
1 VERAPAMIL 9 81
Lenalidomide 89 93
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3 6F 87 90
4 9 85 99
5 10 100 93
6 11 90 102

PCR: Parent Compound Remaining

Glutarimide and Dihydrouracil Hydrolytic Ring Opening Stability

pH 7.4 was 100 mM potassium phosphate buffer. pH 8.8 was 100 mM bicine buffer. pH 1.0 was 100 mM HCI solution. The stability
assays were performed at 100 uM and incubated at 37 °C for indicated time. The percentage of compound remaining was determined
by HPLC peak area ratio with internal standard (L-tryptophan).

Fluorescence Polarization Assay

The human recombinant DDB1/CRBN protein (Cat.# E3-500-MTO, Lot 35378320) was purchased from R&D Systems. The CRBN
binding fluorescence probe was obtained by fluorescence labelling the Thalidomide 4'-oxyacetamide-alkylC4-amine (Purchased from
TOCRIS, Cat.# 6469) by 5(6)-SFX (Purchased from TOCRIS, Cat.# 6488). The assay was carried out in Black Nunc™ 384-Shallow
Well Standard Height Polypropylene Microplates (Catalog Number: 267461).

Assay buffer: 50 mM HEPES, 75 mM NacCl, 0.01% Triton X-100, pH7.4; Assay volume: 20uL.

Single concentration binding comparison: DDB1/CRBN: 150 nM, fluorescence probe: 8 nM, compound: 1000 nM;

Dose response for ICso: DDB1/CRBN: 150 nM, fluorescence probe: 8 nM.

After mixing the CRBN protein, fluorescence probe and compound, the plate was incubated at room temperature for 20 minutes. The
polarization signals (mP) were acquired by PHERAstar FS Plate Reader (FP 485-520-520nM Optic module). The data was processed,
ICs0 was calculted by GraphPad 9.0.
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Figure S2. Dose response of selected compound by fluorescence polarization assay
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Ki = ICso/(1 + ([L)/Kp)),”

where

[L] = the concentration of labeled ligand,

Ki = the inhibition constant, defined as the equilibrium concentration of competitive inhibitor that would occupy 50% of receptor sites if
no competing labeled ligand was present,

ICso = the concentration of competitive inhibitor that displaces 50% of the specifically bound labeled ligand, and

Kp = the affinity constant, defined as the equilibrium concentration of labeled ligand that occupies 50% of receptor sites in the absence
of competition. Kp = 122 nM 8

Ka/Ki=ICso/ (1 + 8 NM/122 nM) = IC50/1.066
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HPLC traces of compounds 6F, 9-11, 12A, 12B, 12C, 13, 13NT and 14

Data File D:\HPCHEM\1\DATA\HX\ACRBN114.D

-BBEIEH----.--O---.--ll--====ISSB.-.-.-...-.5:-:::2'—'238Bﬁe..-.--.'-.-
Injection Date : 12/11/21 2:05:34 PM Seg. Line : 14
Sample Name : HX428S vial 1 44
Acg. Operator : HX Inj @ 1

Inj Volume : 10 ul
Different Inj Volume from Sequence ! Actual Inj Volume : 5 ul
Acq. Method : D:\HPCHEM\1\METHODS\G GRADRP.M

Last changed + 12/10/21 1:53:38 PM by BX

Analyeis Method : D:\BPCHEM\ 1\METHODS\G GRADRP.M

Last changed : 11/12/22 3:05:14 PM by Chelsi Almodovar
(modified after loading)

GGG Gradient

Sample Name: HXA285

b

1B, Sig=254,1€ Ref=360,100 (HXACRBN114.0)
mAU - é?

. <
m

300 -

200+

100

T T ™ T

T ' 1 T T
0 1 2 3 4 5 6

Area Percent Report

franpepanpepepeest -t ** F T T T 12 s A DL bt e e i

Sorted By t Signal
Multiplier s 1.0000
Dilution $ 1.0000

Signal 1: DAD1 B, Sig=254,16 Ref=360,100

Peak RetTime Type Width Area Height Area
# | (min] | | {min] | [mAU*g] ' [mAU] . % I
.......................................... i--------
1 3.884 MM 0.0645 2080.63135 537,72906 98.6416
2 4.442 MM 0.0683 16.86013 4.11413 0.7993
3 4,772 MM 0.075% 5,581089 1.22478 0.2646
= 4.893 MM 0.0705 6.21087 1.46868 0.2945

Totals : 2109.28343 544 ,.53666
Results obtained with enhanced integrator!
233.-..----.--IIII=B=B===B=’----....-I=B=:3===3:=’-I.I---.-.-III-.BGS
summed Peaks Report
R e ISS::Bz:BBB:...I-.-.-l---.-BSGBEHEII“.I......‘..IIB======B!ﬂ.!"

Signal 1: DAD1 B, Sig=254,16 Ref=360,100

SooToEmETesssssESEEEESEESESEeen AP ESS SIS SIS SIS EIEEAAAAsAsAAsEEEE S E S s s
Final Summed Peaks Report
.-.-B======ﬂc.!.....‘l...l:::::::EIII.‘-.I.Bﬂ.:::::‘_‘::-I’-.---...-...

Signal 1: DAD1 B, S5ig=254,16 Ref=360,100
*** BEnd of Report *=*

instrument 1 11/21/22 5:37:17 PM Chelesi Almodovar
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Data File D:\HPCHEM\1\DATA\KX\HX122224.D Sample Name: HX5044

'8=====-'=-.-I.--..--I.-.-I=’=====‘=--I--..---.-lﬂ.==========ﬂﬂ---...
Injection Date : 12/22/21 2:54:47 PM Seg. Line : 24 7
Sample Name : HXS5044 Vial : 43
Acg. Operator : HX Inj : &
Inj Volume ; 10 ul
Acg. Method : D:\HPCHEM\1\METHODS\G GRADRP.M
Last changed + 12/10/21 1:53:38 PM by HX

Analysis Method : D; \HPCHEM\ 1\METHODS\G GRADRP.M
Last changed : 11/12/22 3:05:14 PM by Chelsi Almedovar
(modified after loading)

G&W_udﬁi%f_

1 C, Sig=210,16 Ref*360,100 (HX\HX122224 D)

mAU A
1 : P

1250
1‘

1000

= \é\b q!'f bf

N : 5
500 n | 8 ?,,o
|
250 I lL\______———a//”ﬂd—ﬂ—_——
0
-250
-500 - ——r T : 1 . ey —p v
0 1 2 3 4 5 8 min
8===l:--.--.-..---:BﬂBBSSH-.-.....-I--=====ﬂ=.8.-..-.----‘-S=========-
Area Percent Report
...'..--.II.'SBSB:B::B-.--...I-..========---.--.-----.=‘3=======8==-I
Sorted By Signal
Multiplier B 1.0000
Dilution 1.0000

Signal 1: DAD1 C, 8ig=210,16 Ref=360,100

Peak RetTime Type Width Area Height hrea
# | [min] | | [min] | [mAU+*E] | [mau] | % |
1 3.292 MM 0.0540 3681.00220 1135.43750 98,8700

2 3.735 MM 0.0601 11.99747 3.32725 0.3222

3 4.435 MM 0.0602 24.68976 6.83854 0.6632

4 5.202 MM 0.0546 5.38534 1.64315 0.1446

Totals : 3723.07477 1147 ,24684
Results obtained with enhanced integrator!

Summed Peaks Report

Signal 1: DAD1 C, Sig=210,16 Ref=360,100

Final Summed Peaks Report
-ﬁﬂ::BBBRII--.---I...-SSB====BRGI---.-.--..ISSS=====B---.-----..’-388

8ignal 1: DAD1 C, Sig=210,16 Ref=360,100
wes Bnd of Report ***

instrument 1 11/21/22 4:59:23 PM Chelsi Almocdovar Page 1 of 1
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Data File D:\HPCHEM\1\DATA\HX\HX122225.D Sample Name: HX5045

S===HSBII"----------BSSHSSBBSI---..--.-...=B=======B:.-------.--.--- {0
Injection Date : 12/22/21 3:03:16 PM Seq. Line : 25
Sample Name : HX5045 vial : 44
Acg. Operator : HX Inj : 1
Inj Volume : 10 ul
Acg. Method : D:\HPCHEM\1\METHCDS\G GRADRP.M

Last changed s 12730/21 1:53:38 PM by HX

Analysis Method : D:\HPCHEM\ 1\METEODS\G GRADRP.M

Last changed : 11/12/22 3:05:14 PM by Chelsi Almodovar
(modified after loading)

GGG QGradien
1C, Sig=210,16 Ref=360,100 (RX\HX122225.0)
] ; ."@
1250 -
] ‘ﬁw
1000
> &
750 N
] \ QﬁQg \éﬁ? ds
i ’ 267 307 &
250
E—
[+
250
3
B A — - e ettt o
0 1 2 3 4 5 ) min
sE== == ---.-...----‘:232883.----..------B============-.“---.-
Area Percent Report
BE:8=.----.--..--“..::S::EB:.-..--.---.-===========--.-.--..-.---.-8
Sorted By 2 Signal
Multiplier 3 1.0000
Dilutien S 1.0000

Signal 1: DAD1 C, Sig=210,16 Ref=380,100

Peak RetTime Type Width Area Height Area
# [min] [min] [mAU*s] [mAU] ¥
1 2.784 MM 0.0569 4126.32520 1208.36877 99.0580
2 3.735 MM 0.0452 8.12620 2.99556 0.1551
3 4,438 MM 0.0600 24.95240 6.92884 0.53%50
4 5.205 MM 0.0558 6.16133 1.83906 0.147%

Totals : 4165,56513 1220.13204

Results obtained with enhanced integrator!

--...--.-I=8:======ﬂB‘-I----I..--ﬂ======:=ﬂﬂ.....--.I-.-.--BBBGSSEBBB
Summed Peaks Report

---.-I=======S..-I’---.-.I.---8=::===B:BIII-...-I.-"883838===B==-.--.

Signal 1: DAD1 C, Sig=210,16 Ref=360,100

P L L L L L L L T e bt bl

Final Summed Peaks Report

Signal 1: DAD1 C, Sig=210,16 Ref=360,100
#x» Bnd of Report **~

instrument 1 11/21/22 5:02:15 PM Chelei Almcdovar Page 1 of 1
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Pata File D:\HPCHEM\1\DATA\HX\ACRBK217.D Sample Name: HXS048

==SS--.-...-.--E=======-----...-838“:!SI........IB::BB:B'.----.---..
Injection Date : 11/22/22 4:10:37 PM Seq. Line : 18 JI
Sample Name : HX5048 vial : 17
Acqg. Operator : BX Inj : 1
Inj Volume : 10 ul
Different Inj Volume from Sequence | Actual Inj Volume : 5 ul
Acg. Method + D:\HPCHEM\1\METHODS\G GRADRP.M

Last changed : 9/12/22 1:24:01 PM by HUA

Analysis Method : D:\HPCHEM\1\METHODS\GC GRADRP.M

Last changed : 11/12/22 3:05:14 PM by Chelsi Almodovar
{modified after loading)

[elelc] 0"q§ﬁ§t
1 C, Sig=210,16 Ref360,100 (HX\ACREN217.0)

1200 -

1000 —
800
500

400 -

T

| QRO v At S NN B T v T ™1 T Y
0 1 2 3 4 5 8 mn

T T L L L L b T

Area Percent Report

Sorted By $ Signal
Multiplier 2 1.0000
Dilution $ 1.0000

Signal 1: DAD1 C, 8ig=210,16 Ref=360,100

Peak RetTime Type Width Area Height Area
- [min] {min] [mAU*s] [mAU] %

Sl Vi ] il |mmmmnne |mnmmmnee |-meeeee |
1 2.419 MM 0.0446 148.02930 55.3275%0 4.1718

2 2.569 FM 0.0466 3386.45557 1212.02075 95.4387
3 4.027 MM 0.0468 13.81989 4.91879 0.3895

Totals : 3548,30475 1272.26744

Results obtained with enhanced integrator!

R EEC oo ENNMES S S S C s NNE S S S S S S S TN AN S SESISS S S S SIS R R A RS

Summed Peaks Report

Signal 1: DAD1 C, Sig=210,16 Ref=360,100

Final Summed Peaks Report

signal 1: DAD1 C, Sig=210,16 Ref=360,100
e#» End of Report ***

instrument 1 11/22/22 4:28:45 PM Chelsi ARlmodovar Page 1 of 1
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Data File D:\HPCHEM\1\DATA\HX\ACRBN301.D Sample Name: HX5022

Injection Date : 11/22/22 5:52:23 PM Seq. Line : 2 lZJ%
Sample Name ;1 HX5022 Vvial : 23
Acg. Operator 1 HX Inj : 1
Inj Volume : 10 ul
Different Inj Volume from Sequence ! Actual Inj Volume : 1 ul
Acg. Method : D:\HPCHEM\1\METHODS\G GRADRE.M

Last changed 1 9/12/22 1:24:01 PM by HUA
Analysis Method : D:\HPCHEM\1\METHODS\G GRADRP.M
Last changed + 11/12/22 3:05:14 PM by Chelsi Almodovar

(modified after loading)
GGG Gradient
DAD1 C, 5ig=210,16 Ref=350,100 (HXACRBN3C1.D)

mAU

-200 - ' - . . —
6 1 2 i 5 gd

Area Percent Report

o

Sorted By $ Signal
Multiplier : 1.0000
pilution ) : 1.0000

Signal 1: DAD1 C, Sig=210,16 Ref~360,100

Peak RetTime Type Width Area Height Area
# | [min] | I [min] | [mAU*g] | [mAU] | ¥
.................................................. |
2.229 MM 0.0435 18.04005 6.90549 0,6469

1

2 3.036 MM 0.0536 15.52878 4.82857 0.5568

3 3.240 MM 0.0439 15.88430 7.54501 0.7130

B 3.349 MF 0.0371 24.78491 11.13879 0.8887

5 3.425 FM 0.0507 2676.93555 879.61127 95.9878

6 3.576 MM 0.0401 21.92204 59.10044 0.7861

7 4.023 MM 0.0424 11.73377 4,61374 0.4207
Totals : 2788.82542 923.74332

Results cbtained with enhanced integrator!
=====I=------.---.IBSB====BI----.-.-..lﬂBﬂﬂ:EBB-..-...---I...ﬂ::ﬂ::ﬂﬂ
Summed Peaks Report

===‘=---..-.-.--=Bﬂ=====I..---.....ﬂﬂﬂ::ﬂﬂ:'...........-.---:::gﬂﬂﬂﬂﬂ

gignal 1: DAD1 C, 8ig=210,16 Ref=380,100

Final Summed Peaks Report

Signal 1: DAD1 C, Sig=210,16 Ref=360,100

instrument 1 11/22/22 6:01:07 PM Chelsi Almcdovar Page 1 of 1
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Data File D:\HPCHEM\1\DATA\HX\ACREN218.D

Injection Date : 11/22/22 4:;19:03 FM Seq. Line : 19
Sample Name + HT37 t vial : 18
Acg. Operator + HX Inj : 1

Inj volume : 10 ul
pDifferent Inj Volume from Sequence ! Actual Inj Volume : 5 ul
Acq. Method : D:\HPCHEM\1\METHODS\G GRADRP.M

Last changed t 9/12/22 1:24:01 BM by HUA

Analysis Method : D:\HPCHEM\1\METHODS\G GRADRP.M

Last changed : 11/12/22 3:05:14 PM by Chelsi Almodovar
(modified after loading)

GGG Gradient

DAD1 B, Sig=254,18 100 (HX\ACRBN218.D)
e g
b & \'s
380 - ‘§ﬁ§
300~
i
250
4
200
150
100
éé\ﬁ ﬁg\é\
50 @ @ o LS s
gggr kh. gﬁﬁ
0 PO ; Al e e
T T T T Lo AQCU Bl T g T Y
) 1 2 3 4 -] 6 min

Area Percent Report

x---------a-:::::::::---------.-x:::::n--.--.-----.-u:z:a====-----.
Sorted By $ Signal
Multiplier : 1.0000
Dilution s 1.0000

Signal 1: DAD1 B, Sig=254,16 Ref=360,100

Peak RetTime Type Width Area Height Area
# [min] | [min] | [mAU*E] | [mAU] | %

1 1.569 MM 0.0477 8.30578 2.901%92 0.7123
2 3.217 MM 0.0780 9.20823 1,96638 0.7897
3 3.317 MM 0.0438 6.68373 2.54435 0.5732
4 3,518 MM 0.0491 1115,12622 378.38632 95.6376
5 3,741 MM 0,0659 11.65351 2.94818 0.9895
& 4.025 MM 0.0452 15.01368 5.08525 1.2876

Totals : 1165.99115 393.83240

Results obtained with enhanced integrator!

T T T RN NN NS S S S T S S S T NN AN NSNS SE S S S S S S SOOI SO OORNA NN RS ERSSEEEEE

Summed Peaks Report

NN NN EE S S S S ST S T I N AN N A S S S S S S S SIS C T I RERR N AR sMRSREESEEEEESEE

Signal 1: DAD1 B, S5ig=254,16 Ref=360,100

Final Summed Peaks Report

Signal 1: DAD1 B, Sig=254,16 Ref=360,100

instrument 1 11/22/22 4:31:35 PM Chelsi Almodovar
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Data File D:\HPCHEM\1\DATA\HX\ACRSN219.D Sample Name: HT38

.HB==SBBB------..-.‘I-83==3---------.I=‘==ﬂ---.-....---.-3:::3::3:-‘-
Injection Date : 11/22/22 4:27:36 PM Seq. Line : 20 rzc;
Sample Name 1 HT38 vial : 18
Acg. Operator :+ HX Inj : 1
Inj Volume : 10 ul
Different Inj Volume from Sequence | Actual Inj Volume : 5 gl
Acg. Method + D:\HPCHEM\1\METHODS\G GRADRFP.M

Last changed : 9/12/22 1:24:01 PM by HUA

Analysis Method : D:\EPCHEM\1\METHODS\G GRADRP.M

Last changed : 11/12/22 3:65:14 PM by Chelsi Almodovar
{medified after loading)

GGG Gradient
DAD1 B, Sig=254.1 100 19.0)

mAU 1 :‘E Q
= b ?
s &
2
00- «
400
300
1
]
200 -
~ &
100 " gl N Q.h"i,,‘?
5 ,,,4&«? '
0 s oo AT s,
4; LERAL) | 1 Y | S | | SR 1 LAAD/ T
0 1 2 3 4 5 [ min
:sn-------.a::z:-:--.-..-n-::a:=-------x--====n---.....s-====n-l----.
Area Percent Report
.--.-.“lﬂugﬂ-----.-.-.-BISBIB-'.---.--::2288.-..---l--======BBI.---
Sorted By $ Signal
Multiplier ] 1.0000
Diluticn 3 1.0000
Signal 1: DAD1 B, 8ig=254,16 Ref=360,100
Peak RetTime Type Width Area Height Area
4 [min] {min] [mAU*s] I [mAU] %
1 2.118 BP 0.0422 14.92668 5.77318 0.8062
2 2.377 PP 0.0418 6.10328 2.38568 0.3296
3 3.359 MM 0.0402 14,13776 5,85836 0.7636
4 3.543 MM 0.0493 1790.46948 604.77234 96.6996
5 3,734 MM 0.0570 10,42096 3.04821 0.5628
6 4,029 MM 0.,0474 15.51956 5.45429 0.8382
Totals : 1851.57812 627.29205
Results obtained with enhanced integrator!
:2-3:..--.--I===:8-.----.....8828’..----I-IBBSBIBQ--..-----B==B==3’--
Summed Peaks Report
SEmDTEEEAsMARESESESSSESEETEEe . -—-—— RN sANESSESSooSTooODaAsMREESES SIS SEESESS
Signal 1: DAD: B, Sig=254,16 Ref=360,100
-8-'-...-IB=====I.-----.-.-=====.-.----.-838838------.I-8-===B==’-I--
Final Summed Peaks Report
-..--“====8=ﬂ---.--.BIB====----.-...B====I--'--..--BSSSSSS‘---.-..-..
Signal 1: DAD1 B, Sig=254,16 Ref=360,100
instrument 1 11/22/22 4:35:19 PM Chelsi Almodovar Page 1 of 1
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Data File D:\HPCHEM\1\DATA\HX\ACREN220.D Sample Name: HX5023

---..-‘B.====3.---...---..:3===3-:.-..-..-:::===-..---.--.-“====-ﬂﬂ- l 3
Injection Date : 11/22/22 4:36:02 PM Seq. Line : 21
Sample Name : HX5023 vial : 20
Acq. Operator : HX Inj @ 1
Inj Volume : 10 ul
pifferent Inj Volume from Sequence | Actual Inj Volume : 5 ul
Acg. Method 1 D:\HPCHEM\1\METHODS\G GRADRP.M

Last changed : 9/12/22 1:24:01 PM by HUA

Analysis Methed : D:\HPCHEM\1\METHODS\G GRADRP.M

Last changed : 11/12/22 3:05:14 PM by Chelsi Almodovar
(modified after loading)

080G Grad e 770,16 Rel=380.100 (FCACRBNZZO D)
1 1
$
600 «

4

200- k wg{ il

T Siass Rasns UERsT Taaa CRERE TR B RSl

Area Percent Report

EENNNSEEE S S R mAsss s T T TR RNANE RS S ST S asAsMES SIS S S S SsSEane N

Sorted By s 8ignal
Multiplier : 1.0000
Dilution : 1.0000

signal 1: DAD1 C, Sig=210,16 Ref=360,100

Peak RetTime Type Width Area Height Area
7 [min] | [min] [maU+g] l [maU) %

2.663 MM 0.0466 45.76773 16.35418 2,1347
0.0395 7.86519 3.31990 0.3668
0.0475 2057.36060 721.53906 95.9577
3.797 MM 0.0467 22.02277 7.86695 1.0272
4.023 MM 0.0441 11.01241 4.18222 0.5136

Totals : 2144.02869 753.24232

Results obtained with enhanced integrator!

Summed Peaks Report

e T T L L L L L e

signal 1: DAD1 C, Sig=210,16 Ref=360,100

e b L e

Final Summed Peaks Report

===:-.-.---l==B:n:-------l===:|B---..---B:::zn--.-----.sgzzazatncnunn

gignal 1: DAD1 C, Sig=210,16 Ref=360,100
w*% End of Report ***

instrument 1 11/22/22 5:24:45 PM Chelsi Almodovar Page 1 of 1
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Data File D:\HPCHEM\1\DATA\HX\ACRBN405.D Sample Name: HEX5047

--'.---‘BBSSBSSB.'-I-.-.‘.-.-.=B====BII----.-.-.’:I:‘E:::Iﬂ-.-....... laNT
Injection Date : 11/23/22 2:44:30 PM Seg, Line : 2
Sample Name : HX5047 Vial : 2
Acqg. Operator : HX Inj : 1
Inj Volume : 10 ul
pDifferent Inj Volume from Sequence ! Actual Inj Volume : 50 ul
Acqg. Method + D:\HPCHEM\1\METHODS\G GRADRP.M

Last changed + 9/12/22 1:24:01 PM by HUA

Analysis Method : D:\HPCHEM\ 1\METHODS\G GRADRP.M

Last changed : 11/12/22 3:05:14 PM by Chelsi Almodovar
(modified after loading)

[elele Gradiﬁ?;
1 B, Sig=254.16 Ref=360,100 (HXACRBNA05 D)

mAU - ©
: $ &

300

250

N~ 2

; ' T -

G
&
o

Area Percent Report

Sorted By 3 Signal
Multiplier t 1.0000
Dilution t 1.0000

Signal 1: DAD1 B, Sige254,16 Ref=360,100

Peak RetTime Type Width Area Height Area
# | [min] | | [min) | [mAU*a] | [mAU] ' %

1 2.9995 MM 0.0456 11.23807 4.11089 0.5608
2 3.469 MM 0.0542 1137.44678 349.45285 97.2477
3 3.760 MM 0.0645 8.87346 2.29280 0.7586
“ 4.034 MM 0.0493 12.08030 4.08035 1.0329

Totals : 1169.63921 355,93693

Results obtained with enhanced integrator!

EEEEEANMEE S S S S AN NME S S S S S TS NN EESE S S SISO TR R AN s R RS Ss s =S

Summed Peaks Report

Signal 1: DAD1 B, Sig=254,16 Ref=360,100

.-----.‘.‘:::'—'2!......'....3::==B--.-.--..-ESBSHII.--..-....-IIII.BSH
Final Summed Peaks Report
.-.-..====BB-----.....:G====ﬂ--...-----Bﬂ==='--------.-.-=ﬂB==B=.----

Signal 1: DAD1 B, Sig=254,16 Ref=360,100
*** BEnd of Report *+*»

instrument 1 11/23/22 2:52:04 PM Chelsi Almodovar Page 1 of 1
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pata File D:\HPCHEM\1\DATA\HX\ACREN221.D

.I‘B'SS:::SEIII--.--.-----‘.I======.I--.--...-...'.=3=====IEIB-----.
Injection Date : 11/22/22 4:44:31 PM Seq. Line : 22
Sample Name :+ HX5025 vial : 21
Acg. Operator 1 HX Inj @ 1

Inj Volume : 10 ul
pDifferent Inj Veolume from Sequence | Actual Inj Volume : 5 ul
Acg. Method : D:\HPCHEM\1\METHODS\G GRADRP.M
Last changed : 9/12/22 1:24:01 PM by HUA

Analysis Method : D:\HPCHEM\1\METHODS\G GRADRE.M
Last changed + 11/12/22 3:05:14 PM by Chelsi Almodovar
{modified after loading)

Sample Name: HX5025

4

CG0 Gragdi
G bA%i E Sig=210,18 Ref=360,100 (HX\ACRBN221 D)

mAU ]
] ] §$;P

1

T T T T T T
0 1 2 3 - 5 8

™ T T T
T T

P T T 1 s Lt L R L L

Area Percent Report

--..-.----::SSI‘II---...-..--IEﬁBH‘...-..----‘8=====-8I:-.---..--.HS
Sorted By : Signal
Multiplier : 1.0000
Diluticn : 1.0000

Signal 1: DAD1 C, Sige210,16 Ref=350,100

Peak RetTime Type Width Area Helight Area
# ' [min] | | [min] | [mAU*s] | [mAU] | % |
MM 0.0786 15.35868 3.25481 0.3650
MF 0.0361 79.60774 36.7635%4 1.8920
™ 0.0499 4012.36084 1338,80505 95.3586
3.892 MM 0.0540 17.74263 5.48084 0.4217
MM 0.0496 62,43245 20.99657 1.4838
MM 0.0460 20.15042 7.29313 0.4789

Totals : 4207.65276 1412.59434

Results obtained with enhanced integrator!

RN N eSS NN NNNE S S T T T T T O NS ESEES S S ST S SIS SRR AR RS E

Summed Peaks Report

Signal 1: DAD1 C, Sig=210,16 Ref=360,100

SB.-I--.---3========I..--..---BaBSBBBBI---..I..‘l=3=8=====--.-I-.-..-
Final Summed Peaks Report
---...--Iﬂ======B‘.--.-.-..-..======--------I.‘-=8.====B------..-.--I

Signal 1: DAD1 C, Sige210,16 Ref=360,100

instrument 1 11/22/22 5:29:34 PM Chelsi Almodovar
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