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Table S1. IC50s of the select compounds against B1i, f2i of the immunoproteasome and B1c,

2c of the constitutive proteasome

ICs0 (uM)
® Bli- PAL Blc- LLE B2i- VLR B2c - VLR
PKS3053 >333 >333 >333 >333
PKS21210 >33.3 >33.3 >33.3 >33.3
PKS21272 >33.3 >33.3 >33.3 >33.3
PKS21209 >33.3 >33.3 >33.3 >33.3
PKS21265 >33.3 >33.3 >33.3 >33.3
PKS21266 >33.3 >33.3 >33.3 >33.3

PAL: Ac-PAL-AMC; LLE: Z-LLE-AMC; VLR: Z-VLR-AMC

Table S2. Protease selectivity of select compounds against Chymotrypsin, Cathepsin L and

Trypsin. Percentages of remaining hydrolysis activity of each protease were measured in the

presence of the compounds at concentrations 100, 33.3 and 11.1 uM and calculated relative to

enzymatic activity in the presence of DMSO. Results are means from two independent experiments

and each in triplicate.

Enzyme activity % at indicated compound concentrations

Chymotrypsin Cathepsin L Trypsin
100 yM 33.3pM 11.1puyM 100uM 33.3pM 11.1pM 100pM 33.3uM 11.1 uM
PKS3053 0.0 16.0 77.6 60.7 109.2 112.8 154.6 106.7 84.8
PKS21210 118.4 109.1 95.3 91.1 101.6 105.6 100.6 122.7 120.0
PKS21272 102.4 99.3 99.1 117.2 114.5 112.0 186.5 120.5 89.5
PKS21209 114.8 106.3 104.2 115.3 109.0 105.8 268.8 179.5 134.0
PKS21265 104.1 99.0 96.4 126.2 112.2 112.0 244.7 178.0 144.1
PKS21266 105.6 101.2 101.7 114.8 113.2 108.5 175.9 199.1 159.2
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Supplementary Experimental section

Materials: a-Chymotrypsin (cat. No. C4129), Trypsin from porcine pancreas (cat. No. T-8253)
and Cathepsin L from human liver (cat. No. C6854) were purchased from Sigma-Aldrich. Suc-
LLVY-AMC, Z-LLE-AMC, Z-LRR-AMC, Ac-ANW-AMC and Suc-LY-AMC (cat. No. S-260)
was from Boston Biochem and Z-FR-AMC (cat. No. GWB-E9DDA43) was from GenWay
Biotech. Proteasome-Glo™ Chymotrypsin-Like Cell-Based Assay kit (cat. No. G8660) and
CellTiter-Glo® Luminescent Cell Viability Assay kits (cat. No. G7570) were from Promega
(Madison, WI). Complete Media (CM) is RPMI 1640 (LTI 11875-085) with 10% FCS (cat. No.
26140), 1% L-glutamine (cat. No. 25030-081), 50ug/ml gentamicin (cat. No. 15750-060) were
from Gibco. Separation Media (SM) is RPMI 1640 (LTI 11875-085) with 2.5mM EDTA (Gibco
15575-038). Lympholyte®-H Lymphocyte Separation Medium (CL5020) was from Cedarlane
Laboratories. 96-well round bottom plates (Falcon 3077). Unifilter GF/C plates (cat. No.

5007185) were from Packard. *H-thymidine (Net-027005MC) was from PerkinElmer.
Protease selectivity assays

Protease selectivity of select compounds was performed as reported with minor changes.* Briefly,
1 uL of select compound at concentrations of 100, 33.3 and 11.1 uM in DMSO were spotted into
the bottom of a black 96-well plate. Reaction buffer (100 uL, see table below) containing proteases
and their substrates were dispensed into each well, and the plate was then spun in a simple benchtop
plate centrifuge at 1000 rpm for 1 min, followed by recording the fluorescence of the product AMC
(Aex 360 nm and Aem 460 nm) on a SpectraMax M5 plate reader over 1.5 h. Percentages of

remaining activity of proteases were calculated relative to DMSO.
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Protease (final con.) Substrate (final con.) Buffer

50 mM Tris, 100 mM NacCl, 5
a-Chymotrypsin (2 nM) Suc-Leu-Tyr-AMC (50 uM) | mM CaCl,, 0.01% Tween 20,

pH 8.0
Trvosin from porcine 50 mM Tris, 100 mM NaCl, 5
yp P Z-FR-AMC (12 uM) mM CaCl,, 0.01% Tween 20,
pancreas (4 nM) bH 8.0

100 mM sodium acetate, 5 mM
DTT, 1 mM EDTA, pH 5.5

Cathepsin L from human liver

2 M) Z-FR-AMC (37.5 pM)

Human PBMC Proliferation Assay
All Informed consents were obtained from blood donors after the nature and possible

consequences of the studies were explained.

PBMC Isolation- The procedure was carried out as our previous report.! In brief, the EDTA-
treated blood samples from donors were separated by Ficoll as follows: The syringes of blood
were inverted to mix and divided equally among 50ml tubes (~20ml/tube) containing 20ml
separation media (SM), RPMI 1640 with 2.5mM EDTA, and carefully loaded on top of 10ml of
Ficoll in each tube. Tubes were spun at 1800 rpm for 20 min (low brake). The interfaces from
each two tubes were combined into one 50ml tube, brought up to 45ml with SM and spun at
1700 rpm for 8 min. Supernatant was aspirated; and cells were resuspended in 45ml SM and
spun at 1100 rpm (to remove platelets) for 8 min. Cells were then resuspended in Complete

Media (CM).

Methods: These experiments were carried out as our previously reported with slight changes.?
Compounds were tested in a series 3x concentration dilution (final concentrations were from 3

MM to 0.56 nM as indicated in plate map). 10ul of each appropriate dilution in CM were added
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to the appropriate wells. The PBMC cells in CM at 1 x 10%/mL, 100ul/well (100,000 cells/well)

were then added to the appropriate wells of the plates and were incubated for 1hr at 37°C, 5%

CO- prior to adding the stimuli, 50ul Anti-human CD3 at 0.5 pg/ml. All wells were brought up

to 200ul with 0.1% DMSO/CM. The plates were incubated at 37°C, 5% CO; for 5 days. On day

5, 100l supernatant was removed from each well of the PBMC assay plates, and 0.5uCi of H-

Thymidine in 100ul CM was added to each well, and incubated for 6 hours. The assay plates

were harvested on a Packard Filtermate Harvester according to the manufacturer’s instruction.

The plates were dried overnight at room temperature or for 1hr in a 37°C vacuum oven and then

50pl/well PerkinElmer Microscint-20 scintillant was added. The plates were then counted on a

Packard TopCount scintillation counter.

Plate map for assay of anti-human CD3 antibody stimulated human PBMC Proliferation

1 2 3 4 5 6 7 8 9 10 11 12
A
B 3000 | 900 | 270 81 24 7.29 | 219 | 0.56 PBMC | PBMC
nM nM nM nM nM nM nM nM | +xCD3 only
C Cmpd1 " " " " " " " " " "
D
E 3000 | 900 | 270 81 24 729 | 219 | 0.56 | PBMC | PBMC
nM nM nM nM nM nM nM nM | +xCD3 only
= Cmpd2 " " " " " " " " " "
G
H
References
1. Singh, P. K.; Fan, H.; Jiang, X.; Shi, L.; Nathan, C. F.; Lin, G., Immunoproteasome beta5i-

Selective Dipeptidomimetic Inhibitors. ChemMedChem 2016, 11 (19), 2127-2131.
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HRMS

Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min =-1.5, max = 110.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 4

Monoisotopic Mass, Even Electron lons

89 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)
Elements Used:

C:0-32 H:0-41 N:0-5 0:0-7 Na:0-1

C29H40N407

PK2160 8 (0.178) Cm (5:10) 1: TOF MS ES+
1.11e+004
579.2774
12? 580.2805
" 3411472  381.2980 419.1606 459.3108 4912776 557.2944 663.4639 699.4613 739.6047 795.515[%,2

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

Minimum: -1.5

Maximum: 5.0 5.0 110.0

Mass Calc. Mass mDa PPM DBE i-FIT Formula

579.2774 579.2795 -2.1 -3.6 11.5 5.9 C29 H40 N4 O7 Na

Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min =-1.5, max = 110.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 4

Monoisotopic Mass, Even Electron lons

98 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)

Elements Used:

C:0-30 H:0-42 N:0-5 0:0-8 Na:0-1

C30H42N408

PK2211 5 (0.127) Cm (4:8) 1: TOF MS ES+
1.12e+004

609.2897

610.2934

10

431.2848 646.3600708.3875

319.0081 381.3004 459.3119 491.2808 550.6303 587.3071 725.5702 739.6045 ?'95.529”6I
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

iz

Minimum: -1.5

Maximum: 5.0 5.0 110.0

Mass Calc. Mass mDa PPM DBE i-FIT Formula

6€09.2897 609.2300 -0.3 -0.5 11.5 5.5 C30 H42 N4 08 Na

Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min =-1.5, max =110.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 4

Monoisotopic Mass, Even Electron lons

97 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)
Elements Used:

C:0-31 H:0-43 N:0-5 0O:0-8 Na:0-1

C31H43N506

PK2226 14 (0.326) Cm (9:15) 1: TOF MS ES+
8.57e+003
100 604.3105
Yo 582.3287 9093139 647.5615 771.5323 860.4116
381.2989 459.3140 550.6333 | | : 739.6027 :  1882.4036947.57249626113
——— Tt e e e e e
350 400 450 500 550 600 650 700 750 800 850 900 950 1000
Minimum: -1.5
Maximum: 5.0 5.0 110.0
Mass Calc. Mass mDa PEM DBE i-FIT Formula
604.3105 604.3111 -0.6 -1.0 12.5 13.0 C31 H43 N5 06 Na

S42



Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min =-1.5 max =110.0

Element prediction: Off
Number of isotope peaks used for i-FIT = 4

Monoisotopic Mass, Even Electron lons

95 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)

Elements Used:

C:0-31 H:0-42 N:0-5 0:0-8 Na:0-1
C31H39N506

PK2220 5 (0.127) Cm (4:8)

100

1: TOF MS ES+
8.71e+003
600.2783

o 319.0042 3g1.3011 4312825 450.3121491 2801 520.1771 5782960 6475604 5975399 7255726 739.6103771.4935
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
Minimum: -1.5
Maximum: 5.0 5.0 110.0
Mass Calc. Mass mDa PPM DBE i-FIT Formula
600.2783 600.2798 -1.5 -2.5 14.5 2.1 C31 H39 N5 06 Na

Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min =-1.5, max = 110.0

Element prediction: Off
Number of isotope peaks used for i-FIT = 4

Monoisotopic Mass, Even Electron lons

57 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)

Elements Used:

C:0-33 H:0-41 N:0-5 0:0-5 Na:0-1
C31H36N405

PK2209 6 (0.144) Cm (5:9)

100

0y
’; 319.0055 381.2965 4312763

459.3117 491.2819

1: TOF MS ES+
5.13e+003
567.2568
5552553 |008.2612

697.5379

647.5585 725.5696_739.6029 795,522%2

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

Minimum:

Maximum: 5.0 5.0
Mass Calc. Mass mDa PEM
567.2568 567.2583 -1.5 -2.6

Single Mass Analysis

-1.5

110.0

DBE i-FIT Formula

15.5 2.4 C31 H36 N4 05 Na

Tolerance = 5.0 PPM / DBE: min=-1.5 max =110.0

Element prediction: Off
Number of isotope peaks used for i-FIT =4

Monoisotopic Mass, Even Electron lons

80 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)

Elements Used:
C:0-32 H:0-40 N:0-4 0:0-8 Na:0-1
C32H40N405

PK2230 6 (0.144) Cm (5:8) 1: TOF MS ES+
7.13e+003

10 583.2877

% 584.2920

i 3813014 4593130 4912986 564 3079( 647.5574 725.5700740.6270 (005148 92003%8041.5013 974027

R LR I I e R I e e e

350 400 450 500 550 650 700 750 800 850 900 950 1000
Minimum: -1.5
Maximum: 5.0 5.0 110.0
Mass Calc. Mass mDa PPM DBE i-FIT Formula
583.2877 583.2896 -1.9 -3.3 14.5 3.6 C32 H40 N4 05 Na

S43



Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min =-1.5 max =110.0

Element prediction: Off
Number of isotope peaks used for i-FIT = 4

Monoisotopic Mass, Even Electron lons

89 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)

Elements Used:

C:0-33 H:0-42 N:0-5 0:0-6 Na:0-1
C28H35N506

PK2244 5 (0.127) Cm (4:9)

10

% 3532694 394 aggp 4312813

459.3118 491.2805

1: TOF MS ES+
1.226+004
560.2478
561.2526
507.3068
538.2662 £638.2602 725 5781.739.6074 795.5234

m/z

300 320 340 360 380 400 420 440 460 480 500 520 540 560 580 600 620 €40 660 680 700 720 740 760 780 800

Minimum:

Maximum: 5.0 5.0

Mass Calc. Mass mDa PPM

560.2478 560.2485 -0.7 -1.2

Single Mass Analysis

-1.5

110.0

DBE i-FIT Formula

13.5 2.3 C28 H35 N5 06 Na

Tolerance = 5.0 PPM / DBE: min=-1.5 max =110.0

Element prediction: Off
Number of isotope peaks used for i-FIT = 4

Monoisotopic Mass, Even Electron lons

52 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)

Elements Used:

C:0-33 H:0-42 N:0-4 O:0-5 Na:0-1
C33H42N405

PK2243 14 (0.326) Cm (11:16)

100
%o

3g1.2072 431.2809

319.0016

459.3110491.2820 531.3757

1: TOF MS ES+
9.74e+003
597.3027

575.3172 675.3162

7255759 739.6056 795.5380
miz

300 320 340 360 380 400 420 440 460 480 500 520 540 560 580 600 620 €40 660 680 700 720 740 760 780 800

0
Minimum:
Maximum: 5.0 5.0
Mass Calc. Mass mDa PPM
597.3027 597.,3053 -2.6 -4.4

Single Mass Analysis

-1.5

110.0

DBE i-FIT Formula

14.5 6.0 C33 H42 N4 05 Na

Tolerance = 5.0 PPM / DBE: min =-1.5, max = 110.0

Element prediction: Off
Number of isotope peaks used for i-FIT = 4

Monoisotopic Mass, Even Electron lons

79 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)

Elements Used:

C:0-33 H:0-42 N:0-5 0:0-6 Na:0-1
C32H40N404

PK2255 6 (0.144) Cm (4:7)

10

% 353.2657

381.3007 4312753

459.3117  496.2590

1: TOF MS ES+
1.16e+004
567.2937
568.2990
580:2450 6054177 634680  725.5698.739.6023 7955028

0
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

Minimum:

Maximum: 5.0 5.0

Mass Calc. Mass mDa PPM

567.2937 567.2947 -1.0 -1.8

-1.5

110.0

DBE i-FIT Formula

14.5 0.4 C32 H40 N4 04 Na

S44



Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min=-1.5 max = 110.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 4

Monoisotopic Mass, Even Electron lons

89 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)
Elements Used:

C:0-32 H:0-39 N:04 0:0-4 F:0-1 Na:0-1

C32H39FN404

PKS21210 5 (0.127) Cm (5:8) 1: TOF MS ES+
1.78e+004
585.2843

12/0 586.2866

; 3161523 384 29924371908 459 3109 539.2420 563 3016 | 6634767 gg4 3770 739.6057 7955174 863.4091 iz
DB RRED NN N N DA N AN N AR AR SRR A EEN AR D AR RN BEREN AR |

300 325 350 375 400 425 450 475 500 525 550 575 600 625 650 675 700 725 750 775 800 825 850 875 900

Minimum: -1.5

Maximum: 5.0 5.0 110.0

Mass Calc. Mass mDa PPM DBE i-FIT Formula

585.2843  585.2853 -1.0 -1.7 14.5 5.3 €32 H39 N4 04 F Na

Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min =-1.5, max = 110.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 4

Monoisotopic Mass, Even Electron lons

63 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)
Elements Used:

C:0-32 H:0-41 N:0-5 0:0-5 Na:0-1

C32H35N505

PK3053 26 (0.598) Cm (25:27) 1: TOF MS ES+
3.27e+004
n 592.2508
%3 305.159 459.3118 593.2530 693.3381 795 5723
o 1591 3840975 3952777 437.1939 7 515.2067 5754126 _622.3005 N ; 7965253
AR A A BAE NS A AR A U A L R LA ALAAR M) KA MAARE LA LA A A A S A K A At A S A S AR A Ll S A M S e AR A M ) A L) L A
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
Minimum: =1.5
Maximum: 5.0 5.0 110.0
Mass Calc. Mass mDa PPM DBE i-FIT Formula
592.2508  592.2536 -2.8 -4.7 17.5 18.9 c32 H35 N5 05 Na

Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min =-1.5, max = 110.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 4

Monoisotopic Mass, Even Electron lons
143 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)
Elements Used:

C:0-31 H:0-39 N:0-5 0:0-6 F:0-1 Na:0-1

C31H37FN404

PKS21271 8 (0.179) Cm (5:8) 1: TOF MS ES+

1.33e+004
571.2689

b 572.2736

. 353.2668 4g4 9gg0 4371975 450, 3122515 2086 5492868 r‘ 647 5580 725 5726739.6037 7955172 8255635 859.5494 -
A UL AL L B N I N A I AL IS IR T L B L B L B B L B IR |

300 325 350 375 400 425 450 475 500 525 550 575 EDO 625 550 675 700 725 750 775 800 825 850 875 900

Minimum: -1.5

Maximum: 5.0 5.0 110.0

Mass Calc. Mass mDa PPM DBE i-FIT Formula

571.2689 571.2697 -0.8 -1.4 14.5 1.1 C31 H37 N4 04 F Na

S45



Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min=-1.5 max = 110.0

Element prediction: Off
Number of isotope peaks used for i-FIT =4

Monoisotopic Mass, Even Electron lons

134 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)

Elements Used:

C:0-27 H:0-32 N:0-5 0:0-5 F:0-1 Na:0-1
C27H32FN505
PKS21213 16 (0.360) Cm (15:21) 1: TOF MS ES+
1.91e+004
548.2267

10

585.2862_626.2402

725.5730739.6033 795.5167 833.3956

883.6073

m/z

300 325 350 375 400 425 450 475 500 525 550 575 600 625 650 675 V00 725 750 775 800 825 850 875 900

Minimum: -1.5

Maximum: 5.0 5.0 110.0

Mass Calc. Mass mDa PEM DBE i-FIT Formula

548.2267 548.2285 -1.8 -3.3 13.5 4.5 C27 H32 N5 05 F Na
Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min =-1.5, max =110.0

Element prediction: Off
Number of isotope peaks used for i-FIT = 4

Monoisotopic Mass, Even Electron lons

151 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)

Elements Used:

C:0-28 H:0-39 N:0-5 0:0-6 F:0-1
C28H34FN505

PKS21272 16 (0.360) Cm (13:16)

100

% 316.1548 384 2906

Na: 0-1

459.3124 9173713 540 2619

1: TOF MS ES+
1.60e+004
562.2433
563.2469
663.4664 859.5496

640.2551 725.5721739.6130 828.8583

miz

300 325 350 375 400 425 450 475 500 525 550 575 600 625 650 675 700 725 750 775 800 825 850 875 900

Minimum: -1.5
Maximum: 5.0 5.0 110.0
Mass Calc. Mass mDa PPM DBE i-FIT Formula
562.2433  562.2442 -0.9 -1.6 13.5 1.1 C28 H34 N5 05 F Na
Single Mass Analysis
Tolerance = 5.0 PPM / DBE: min =-1.5, max =110.0
Element prediction: Off
Number of isotope peaks used for i-FIT = 4
Monoisotopic Mass, Even Electron lons
158 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)
Elements Used:
C:0-28 H:0-34 N:0-5 0:0-6 F:0-1 Na:0-1
C28H34FN506
PKS21244 5 (0.127) Cm (5:10) 1: TOF MS ES+
2.89e+004
578.2377
122 579.2411
353.2659 381, 2981“37 1922 459 3120 531.3880 556,257 | 6362523 72557647396045 7955061 8613973 g83.09e8

350 375 400 425 450

300 325
Minimum:
Maximum: 5.0 5.0
Mass Calc. Mass mDa PPM
578.2377 578.2391 -1.4 -2.4

" i i i T
475 500 525 550 575 600 525 650 675 700 725 ?50 775 800 825 350 875 900

-1.5

110.0

DBE i-FIT Formula

13.5 8.4 C28 H34 N5 06 F Na
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Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min =-1.5 max = 110.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 4

Monoisotopic Mass, Even Electron lons

158 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)
Elements Used:

C:0-29 H:0-36 N:0-5 0O:0-6 F:0-1 Na:0-1

C29H36FN506
PKS21245 8 (0.179) Cm (5:8) 1: TOF MS ES+
1.68e+004
592.2537
1
22 593.2562
. 316.1541 331 2983 459.3119 5506253570 2726 | 670.2689 691 3444 7206024 795.54712199181 738735 e
300 325 350 375 400 425 450 475 500 525 550 575 600 625 650 675 700 725 750 775 800 825 850 875 900
Minimum: -1.5
Maximum: 5.0 5.0 110.0
Mass Calc. Mass mDa PEM DBE i-FIT Formula
592.2537 592.2547 -1.0 -1.7 13.5 3.0 C29 H3e N5 06 F Na

Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min =-1.5 max = 110.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 4

Monoisotopic Mass, Even Electron lons
158 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)
Elements Used:

C:0-289 H:0-36 N:0-5 0:0-6 F:0-1 Na:0-1

C29H36FN506
PKS21245 8 (0.179) Cm (5:8) 1: TOF MS ES+
1.682+004
592.2537
122 503 2562
. 316.1541 331 2983 459.3119 5506253570 2726 | 670.2689 691 3444 7206024 795.54712199181 738735 e
| N R N N N N R DR B RN RN SR AR BN B N L B I L B I B |

300 325 350 375 400 425 450 475 500 525 550 575 600 625 650 675 700 725 750 775 800 825 850 875 900

Minimum: -1.5

Maximum: 5.0 5.0 110.0

Mass Calc. Mass mDa PPM DBE i-FIT Formula

592.2537 592.2547 -1.0 -1.7 13.5 3.0 C29 H3e N5 06 F Na

Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min=-1.5 max=110.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 4

Monoisotopic Mass, Even Electron lons

229 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)
Elements Used:

C:0-29 H:0-35 N:04 0O:0-5 F:0-1 Na:0-1 S:0-1

C29H35FNAO5S
PKS21206 13 (0.309) Cm (13:18) 1: TOF MS ES+
6.22¢+003
503.2206
12/0 594.2244
"= 3532605 351 2970437-1945 4503116 517.3708 53g 2446 671.2333 739.6055 7955196 830 5648853.5839

0 miz
300 325 350 375 400 425 450 475 500 525 550 575 600 625 650 675 700 725 750 775 800 825 850 875 900

Minimum: -1.5

Maximum: 5.0 5.0 110.0

Mass Calc. Mass mDa PPM DBE i-FIT Formula

593.22086 593.2210 -0.4 -0.7 13.5 5.1 C29 H35 N4 O5 F Na S

S47



Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min=-1.5 max = 110.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 4

Monoisotopic Mass, Even Electron lons
229 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)
Elements Used:

C:0-30 H:0-37 N:0-4 0:0-5 F:0-1 Na:0-1 8:0-1

C30H37FN405S

PKS21209 16 (0.361) Cm (12:20) 1: TOF MS ES+
1.34e+004

100 607.2349

ch.zaae

% 685.2498

. 316.1551 381 29g4 4371958 459.3124 539.2458 585.2529 ) 7396030 7955227 8395704 8968581
e e 88 e b e e:2227 8395704 8968
300 325 350 375 400 425 450 475 500 525 550 575 600 625 650 675 700 725 750 775 800 825 850 875 900

Minimum: -1.5

Maximum: 5.0 5.0 110.0

Mass Calc. Mass mDa PPM DBE i-FIT Formula

607.2349 607.2366 -1.7 -2.8 13.5 2.0 C30 H37 N4 O5 F Na S

Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min =-1.5, max = 110.0
Element prediction: Off

Number of isotope peaks used for i-FIT = 4

Manoisotopic Mass, Even Electron lons
314 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)
Elements Used:

C:0-31 H:0-39 N:0-5 0:0-6 F:0-1 Na:0-1 S:0-1

C31H39FN406S
PKS21265 10 (0.235) Cm (9:15) 1: TOF MS ES+
1.74e+004
10 637.2464
o 638.2504
ol 2161952 3812086 4593116 517.3717578.03945922542 715.2599 7396055 g13.3880 8595413 Fraeals
R e B I B A B i o N B o o e e e e o ARARE RS s
300 325 350 375 400 425 450 475 500 525 550 575 600 625 650 675 700 725 750 775 800 825 850 875 900
Minimum: -1.5
Maximum: 5.0 5.0 110.0
Mass Calc. Mass mDa PPM DBE i-FIT Formula
637.2464 637.2472 -0.8 -1.3 13.5 0.4 €31 H39 N4 06 F Na S

Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min =-1.5 max =110.0
Element prediction: Off

Number of isotope peaks used for i-FIT =4

Monoisotopic Mass, Even Electron lons

302 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)
Elements Used:

C:0-31 H:0-39 N:0-5 0:0-6 F:0-1 Na:0-1 S:0-1

C30H37FN40BS
PKS21266 14 (0.326) Cm (13:186) 1: TOF MS ES+
7.96e+003
623.2307
b . 624.2360
i 93267¢ 3812082 371930 450.3127 545 9089 578.2343592.2557 | 701.2458739.6054 795, 5109 8395665 8835887

T T T T T T T T T T T T T T T T T T T
300 325 350 375 400 425 450 475 500 525 550 575 600 625 650 675 700 725 750 775 BOD 525 850 875 QUU

Minimum: -1.5

Maximums: 5.0 5.0 110.0

Mass Calc. Mass mDa PPM DBE i-FIT Formula

623.2307 623.2316 -0.9 -1.4 13.5 1.4 C30 H37 N4 O6 F Na S

S48



Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min =-1.5 max = 110.0

Element prediction: Off
Number of isotope peaks used for i-FIT = 4

Monoisotopic Mass, Even Electron lons

96 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)

Elements Used:
C:0-38 H:0-45 N:0-5 0O:04 F:0-1
C38H43FN404

Na: 0-1

PK21066 39 (0.888) Cm (39:42) 1: TOF MS ES+
1.07e+005

100 561.3165EA:J;-2 sros

[’ 1 7255720
AG% 3812990  437.1938 ?59.3 17 5152072 603.3312 651.3312 ( 7 795.5163 815.3131 9115632 977 8375 o
SRR BAASY SRR RAREY SURRE REREY SRR RARES SARRE EREAY LR RERLE SRR RARAE SARLAE RARRNSALEE RARSSAAREREREY SAARE RRARS BARAE RRSNBAREE RARAN
350 400 450 500 550 600 650 700 750 800 850 900 950 1000

Minimum: -1.5

Maximum: 5.0 5.0 110.0

Mass Calc. Mass mDa PPM DBE i-FIT Formula

661.3154 661.3166 -1.2 -1.8 18.5 83.7 C38 H43 N4 04 F Na

Single Mass Analysis

Tolerance = 5.0 PPM / DBE: min =-1.5, max = 110.0

Element prediction: Off

Number of isotope peaks used for i-FIT = 4

Monoisotopic Mass, Even Electron lons

95 formula(e) evaluated with 1 results within limits (up to 20 closest results for each mass)

Elements Used:

C:0-33 H:0-33 N:0-5 0:04 F:0-1 Na:0-1

C33H33FN404

PK21083 28 (0.632) Cm (27:29) 1: TOF MS ES+
1.44e+004

100
Yo

319.0011 381.2986

437.1948 4593117

535.2820

5362861 591.2374

592.2408

516.2058

6634752 725.5728 739.6053 7955233
m/z

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

Minimum:

Maximum: 5.0 5.0

Mass Calc. Mass mDa PPM

591.2374 591.2384 -1.0 -1.7

-1.5

110.0

DBE i-FIT Formula

18.5 1.2 C33 H33 N4 04 F Na

S49



HPLC

C18, 5-95
RW_PKS3053_569 (2) ELSD Signal
444 Range: 1561
1500.00¢ ‘
1000.00 | ‘
| 7}
-
500.00 \
|‘\
O O B B s B B e A L i ma s A o e A A LA A A T
-000 050 1.00 150 200 250 300 350 400 450 500 550 600 650 7.00 750 800
RW_PKS3053_569 2: Diode Array
4.36 Range: 4.378e+2
262.0
[|
3.0e+2 ‘
2
< 20e+2
0.92
1.0e+2 2210 ‘ ‘I
0.0 I\
O e e e T e R RN L L L A L L AR LA A R i
-000 050 1.00 150 200 250 300 350 400 450 500 550 600 650 7.00 750 800
RW_PKS3053_569 1: Scan ES+
4.42 TIC
4.
10(}, 570.3f570.3 2.55¢9
t 791
1 5172
‘ 7.84
s ‘ 566.6)
] | 7 32“"
5 566.5
1 | so3 67 5% /!
1 094 \ 50756376 v/\ |
1 4309 | \LL AN RS S  W Y |
R A R AR EE R LSRN A A LA AANR AR AR R A R LRI R AR REAa Aas LANAs Ay LN RAR LR AAARS ASAS Naal) Ran AN RAAR AN naninnnsan 11U
000 050 100 150 200 250 300 350 400 450 500 550 6.00 650 7.00 750 .00
C18, 5-95
RW_PKS21210_562 (2) ELSD Signal
455 Range: 122
F‘
75.00 ‘
"2 -
50.00 |
25.00 | “
J "\ 7.88
0.000Frrerprree LA A ) LA IR L I L AR A RS B AR LR AR AR AN RARA) LANAS AN MAN SRR AMARMAISELRAAR]
-0.00 0.50 1.00 150 200 250 300 350 400 4.50 5.00 5.50 6.00 6.50 7.00 7.50 8.00
RW_PKS21210_562 2: Diode Array
091 4.46 Range: 6.374e+1
5.0e+1 2930 220.0]
| l
I
|
4.0e+1 \
\
2 \ ‘
2.0e+1 \
\ \ 7.91
210.0
L\ \ I
0.0 e R R L L L A LA e LA AR R A AL T T I T
-000 050 100 150 200 250 3.00 350 400 450 500 550 600 650 7.00 750 8.00
RW_PKS21210_562 1: Scan ES+
791 TIC
100+ 452 253.1
] a2 1] 3.49e9
1 453
1 5634
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] \ 7.83
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, | ox g% 10
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C18, 5-95
RW_PKS21213_525

1500.00

1000.00¢

500.00

0.000 e

436

(2) ELSD Signal
Range: 1560

-0.00
RW_PKS21213_525

1.5e+2-

1.0e+2

AU

5.0e+1

750 | 6.0
2: Diode Array
Range: 1.571e+2

.00
RW_PKS21213_525

C18, 5-95
RW_PKS21271_548

60.0004

40.0004

20.0004

0.000

RW_PKS21271_548

6.0e+14

4.0e+1]
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L

2.0e+1

0.04

-0.00 050
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%

000 050 | 1.

7.91
| 210.0
7 T T R ]
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1: Scan ES+
791 TIC
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- o} 4.36
5
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(2) ELSD Signal
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1
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2: Diode Array
Range: 6.54e+1
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F
‘\ 7.91
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1: Scan ES+
457 TIC
9. a9 21368
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C18, 5-95
RW_PKS21244_555

(2) ELSD Signal

442 Range: 1561
1500.000H "
1000.000-
=3 E
-
500.000- ‘
B |
\
0000 T T T T T T T T T T T T T T T T T T T T T T T T T T T T T
-0.00 050 100 150 200 250 300 350 400 450 500 550 600 650 700 750 8.00
RW_PKS21244_555 2: Diode Array
435 Range: 2.605e+2
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5.0e+14 f‘ I
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-0.00 050 1.00 150 200 250 300 350 400 450 500 550 600 650 700 750 8.00
RW_PKS21244_555 1: Scan ES+
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556.2“556 2 3.45e9
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C18, 595
RW_PKS21272_539 (2) ELSD Signal
4.'28 Range: 729
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0000 F T P T T e e ety 7 S e s R s s
-0.00 050 100 150 200 250 3.00 350 400 450 500 550 6.00 650 700 750 800
RW_PKS21272_539 2: Diode Array
4.19 Range: 1.235e+2
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RW_PKS21272_539 1: Scan ES+
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