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Glycopeptide Yields
Compound Yield on 0.25 mmol scale % Yield
(mg)
CRA_DV_3022 (1) 25.7 3.6
CRA_DV_3023 (2) 23.5 3.1
CRA_DV_3024 (3) 7.7 0.9
CRA_TG_3025 (4) 36 4.5
CRA_TG_3026 (5) 19.7 2.5
CRA_TG_3027 (6) 31.2 3.9
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Analytical HPLC Data
CRA_DV 3022 (1)

Data File: c:i\star\data\chris a\pacap 23mers\23mers  Operator (Calc): polt lab
Channel: 2 =280.00 nm RESULTS Calc Date: 04/26/2021 05:14:19
Sample ID: CRA_DV_3022 pure Times Calculated: 2
Operator (Inj): polt lab Calculation Method: c:\docume-1\poltlab\locals - 1\temp\- 215
Injection Date: 04/26/2021 04:16:13 PM Instrument (Calc): varian
Injection Method: c:\starimethod\lajos\chris30min.mth Run Mode: Analysis
Run Time (min): 37.013 Peak Measurement: Peak Area
Workstation: Calculation Type: Percent
Instrument (Inj): varian Calibration Level: N/A
Verification Tolerance: N/A
mAU ; ’
! ‘J 90%
190 70%
75
50%
50
25 30%
0 - b 10%
-18 1 . -
5 10 15 20 25 30 35
Minutes
Peak Peak Name Result () Ret. Time Area Rel Sep. Width Status  Group
No I'ime Offset (counts) Ret Code 1/2 Codes
(min)  (min) Time (sec)
1 100.0000  13.984 0.000 6515282 0.00 BB 7.0 0
Totals 100.0000 0.000 6515282
CRA_DV 3023 (2)
Data File: ci\star\data\chris a\pacap 23mers\23mers  Operator (Calc): polt lab
Channel: 2 =1280.00 nm RESULTS Calc Date: 04/27/2021 09:59:52
Sample 1D: CRA DV 3023 pure Times Calculated: 2
Operator (Inj): polt lab Calculation Method: c:\docume~1\poltlab\locals~1\temp\~2ls]

Injection Date:

04/26/2021 04:56:34 PM

Instrument (Calc):

varian

Injection Method: c:\star\method\lajos\chris30min.mth Run Mode: Analysis
Run Time (min): 37.013 Peak Measurement: Peak Area
Workstation: Calculation Type: Percent
Instrument (Inj): varian Calibration Level: N/A
Verification Tolerance: N/A
mAU | e L 90%
300 | 70%
200 | | 50%
100 (l 30%
0 - L10%
43 ‘ — o | by
5 10 15 20 25 30 35
Minutes
Peak Peak Name Result () Ret. Time Area Rel Sep.  Width Status  Group
No Time  Offset (counts) Ret Code 172 Codes
(min)  (min) Time (sec)
1 100.0000 13.595 0.000 18338214 0.00 BB 7.2 0
Totals 100.0000 0.000 18338214
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CRA_DV 3024 (3)

Data File: c:\star\data\chris a\pacap 23mers\23mers Operator (Calc): polt lab

Channel: 2 =280.00 nm RESULTS Calc Date: 04/27/2021 10:00:37

Sample ID: CRA_DV 3024 pure Times Calculated: 2

Operator (Inj): polt lab Calculation Method: c:\docume~I\poltlab\locals~1\temp\-2ls|
Injection Date: 04/26/2021 06:17:15 PM Instrument (Calc): varian

Injection Method: c:\star\method\lajos\chris30min.mth Run Mode: Analysis

Run Time (min): 37.013 Pcak Measurement: Peak Area

Workstation: Calculation Type: Percent

Instrument (Inj): varian Calibration Level: N/A

Verification Tolerance: N/A

ma) 1 , | 90%
200- 1‘ —
| L | 70%
150— 3 \
100 | | 0%
| \
50— | L 30%
0 ' - 10%
-29 . ! e -
5 10 15 20 25 30 35
Minutes
Peak Peak Name Result () Ret. Time Area Rel Sep.  Width Status Group
No Time  Offset (counts) Ret Code 172 Codes
(min)  (min) Time (sec)
1 100.0000 13.235 0.000 10758523 0.00 BB 7.0 0
Totals 100.0000 0.000 10758523
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CRA_TG 3025 (4)

Data File:
Channel:
Sample ID:
Operator (Inj):
Injection Date:

c:\star\data\chris a\pacap 23mers\23mers
2 =280.00 nm RESULTS
CRA_TG_3025 pure

polt lab

04/26/2021 12:54:31 PM

Operator (Calc):
Calc Date:

Times Calculated:
Calculation Method:
Instrument (Calc):

polt lab

04/26/2021 02:05:20

2
c:\docume~I\poltlab\locals~I\temp\~cra
varian

Injection Method: c:\star\method\lajos\chris30min.mth Run Mode: Analysis
Run Time (min): 37.013 Peak Measurement: Peak Area
Workstation: Calculation Type: Percent
Instrument (Inj): varian Calibration Level: N/A
Verification Tolerance: N/A
mAU | f| 90%
125 } \
I \ 70%
100 ‘
75 | 50%
50 [l
| 30%
25 it
0 —— ‘ — - - b 10%
e . ‘ - T
5 10 15 20 25 30 35
Minutes
Peak Peak Name Result (} Ret. Time Area Rel Sep.  Width Status Group
No Time  Offset (counts) Ret Code 12 Codes
(min)  (min) Time (sec)
1 100.0000 13.587 0.000 8293504 0.00 BB 7.8 0
Totals 100.06000 0.000 8293504
CRA_TG 3026 (5)
Data File: ciistar\data\chris a\pacap 23mers\23mers  Operator (Calc): polt lab
Channel: 2 =280.00 nm RESULTS Calc Date: 04/26/2021 02:22:18
Sample ID: CRA_TG_3026 pure Times Calculated: 2
Operator (Inj): polt lab Calculation Method: c:\docume~I\poltlab\locals~1\temp\~cra
Injection Date: 04/26/2021 01:34:52 PM Instrument (Calc): varian
Injection Method: c:\star\method\lajos\chris30min.mth Run Mode: Analysis
Run Time (min): 37.013 Peak Measurement: Peak Area
Workstation: Calculation Type: Percent
Instrument (Inj): varian Calibration Level: N/A
Verification Tolerance: N/A
mAU ; | 90%
125 |
100 | 70”()
| |
75— 50%
50
25 30%
0 A\ 10%
19— T ‘ :
5 10 15 20 25 30 35
Minutes
Peak Peak Name Result () Ret. Time Area Rel Sep.  Width Status  Group
No Time  Offset (counts) Ret Code 172 Codes
(min)  (min) Time (sec)
1 100.0000 13.477 0.000 8895272 0.00 BB 8.0 0
Totals 100.0000 0.000 8895272
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CRA_TG 3027 (6)

Data File:
Channel:
Sample 1D:

Operator (Inj):
Injection Date:
Injection Methed:

c:\star\data\chris a\pacap 23mers\23mers
2 =280.00 nm RESULTS

CRA_TG 3027 pure

polt lab

04/26/2021 02:15:13 PM

Operator (Calc):
Calc Date:

Times Calculated:
Calculation Method:
Instrument (Calc):

polt lab
04/26/2021 02:58:34
o

c:\docume~1\poltlab\locals—1\temp\-cra
varian

c:\star\method\lajos\chris30min.mth Run Mode: Analysis
Run Time (min): 37.013 Peak Measurement: Peak Area
Workstation: Calculation Type: Percent
Instrument (Inj): varian Calibration Level: N/A
Verification Tolerance: N/A
mAU
300 ‘ 90%
250 70%
200
150 50%
100
0%
50
0 10%
37 S :
5 10 15 20 25 30 35
Minutes
Peak Peak Name Result () Ret. Time Area Rel Sep.  Width Status  Group
No Time  Offset (counts) Ret Code 12 Codes
(min) (min) Time (sec)
1 97.8103 13.424 0.000 15267866 0.00 BB T2 0
2 2.1897 14.045 0.000 341804 0.00 TS 0.0 0

Totals

100.0000 0.000

15609670

Mass Spectra
CRA_DV 3022 (1)

Generic Display Report

Analysis Info
Analysis Name

D:AData\2021_0MNCRA-41105400CRA_DV_3022 02.d

Acquisition Date 4/28/2021 3:47:01 PM

il i Operator KK
Method Tuning Mix.m X S
Sample Name CRA_DV_3022 . Instrument mazZol
Comment Dissolved in 200 ul 50%ACN, then 2x dil with S0%ACN and a few drops of 0.3%FA
+MS, 0.2-3.0mi
Intens .
x106 s+ m/z of interested was detected
3] 570.71
ar
27 71285
19 B+
3+ S+ 3+ 3+ +
"5{‘9 53?07 s 631-37 Mrsdmrmahited 27059 95020 99321 1075.08 1153.6
R o 800 200 1000 1100

+MS, 0.2-3.0mi

3+ 3+ 4+
715.12 715.46 716.71 71
71
+MS, 0.2-3.0mi
x10% 3+ R
950.20 +
2.04 950.55
1.5] 3+
1 949.90 3+ 3
+ 3+954.67
ol saron 4839 948.82 953.46 34 954.42
- 947.05 947.46 -
0.5
> o53 o954
946 947 948 949 950 a51 95.

Bruker Compass DataAnalysis 4.2

4/28/2021 4:01:45 PM
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CRA_DV 3023 (2)

Generic Display Report

Analysis Info Acquisition Date 4/28/2021 4:20:13 PM
Analysis Name DAData\2021_0MCRA-4110540\CRA_CRA_DV_3023.d
Method Tuning Mix.m Operator KK
Sample Name CRA_DV_3023 Instrument amaZon SL
Comment Dissolved in 200 ul 50%ACHN, then 2x dil with S0%ACN and a few drops of 0.3%FA. Ultrascan
Intens_ +MS, 0.1-0.9min #8
x107
5+
1.0+ 603.09
0.8
&+
1 502.77
0.6
1 a+
570.70 753,68
0.4
47573
0.2
4 1+
415.35
0.0 T
400 500
Bruker Compass DataAnalysis 4 2 printed: 4730/2027 123810 PM by. KK Page 1 of 1
CHA-4110540 CRA DLV 3024 wkA 4/3U/Z0271 102082 AM CHA-4110540
Dissolved in 200ul 50%ACN, then 2x with50%ACN+2 drops of 0.3%FA
SRA-4110540 CRA- DV 3024 wF.#1-15 RT: 0.01-020 AV: 15 NL: 521E6
T: FTMS + p ESI Full ms [300.00-2000.00]
652.76
100 =8 775.18
z=4
734.66
g % 54413 58703 63733 =4
5 6 =5 =1 815.69
E 60 z=4
a
-
2 a0 620.34
- -5 668.75
“ 20 570.53 7° 70618 | e
43721 497.25 529.43 / 3 z-8 207.49 1087.26 122004 .
z-1 =1 z=2 z=5 I z-5 / 5 z-3 1150.64 Py 12;;3165 12
s S Lud, a. Y U ST TR L i L 1 z=2 =
LI s e e e L S i LI e LU e e B
450 500 550 600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1
mz
SRA-4110540_CRA-DV_3024 wFA#1-15 RT: 0.01-0.20 AV: 15 NL:5.21E6
T: FTMS + p ESI Full ms [300.00-2000.00]
652.76
z-5
10 652.96
z5
g @
5 652.56 653.16
E & z-5 n
3
<
2 a 653.36
= z=5
® 2 650.19 650.35 g50.52 85358
64975 z-6 =6 ;g 65085 651.37 651.77 65215 652.35 =s 523_575 654.36 g5454  655.15 655.35 Sai'gS S‘E‘E'é;E 555';5 656
z=? _, ) AN &, =z z=5 = 25 ~ A g 22?7 | 27 z= z5 ' R z=
e e e o e B L s s o e s e B e e B e e e LY e s s sy s B B B s S L B e R e e
650.0 650.5 651.0 651.5 £52.0 652.5 653.0 6535 654.0 654.5 655.0 655.5 656.0 656
miz
CRA-4110540_CRA_DV_3024_wFA #1-15 RT: 0.01-0.20 AV: 15 NL
4.68E6 T: FTMS + p ESI Full ms [300.00-2000.00]
10
!
3
s
T s«
3
-
2 a
=
=
£
2
77157 771.82 772.43 772.92 F73.42 FFA70 77417 77443 77 7702 77742 77762 778.03 77867 778
z=7 z=7 z=7 7 z=1 z=4 z=4 Z= z=7 z=7 =7 z=7? Z=
I e e e e e e e N B e L R s e S e e ey e T
Akl 772.0 7725 773.0 7735 7740 7745 7T0 7775 778.0
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CRA_TG 3025 (4)

G\ Xcalibur\Data\CRA-4110540_CRA_TG_3025
Dissolved in 200ul 50%ACN, then 2x with50%ACN+2 drops of 0.3%FA

4/30/2021 10:46:11 AM

CRA_TG_3025

JRA-4110540 CRA_TG 3025#3-98 RT: 0.04-1.34 AV: 96 NL: 545E6
I FTMS + p ESI Full ms [300.00-2000.00]

793.93
100 T
635.35 7533.:2
! rs
80 z5
8
&
E 60
=
2
2
£ a0
g 1058.24
2 34132 813.92 z-3
20 z=1 40 700.90 z-4
z=1 z=2 86047 95326 1084 90 122094 1278.62 1360.72 1449.78 1586.86 163591 1784.13 1835.20
dakidatd Lo | L Z=4 = z=3 > 2 z. = ) _ 7
L e e e e A | LI D [ S B s e By S B B T TT T T T T T T UL T T T T T
400 500 700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900
miz
SRA-4110540_CRA TG 3025#3-98 AT: 0.04-134 AV: 96 NL: 1.19E6
I FTMS + p ESI Full ms [300.00-2000.00]
105324
10 105858
8
8 105191
5 105801
T s
<
E
4
P
g 1050.24
£ 3 1059.58
105521 105557 105581 1056.58 1057.23 105757 2‘3 1059.91 1060.60  1061.08  1061.57 106223 108257
=7 z=3 z=? z= z=3 z=3 z=7 z=3 L= 3
o b = T T T — T T T T T T T
1085.0 1085.5 1086.0 1056.5 1087.0 | 10875 10 58.5 1089.0 1089.5 1080.0 1060.5 1061.0 1061.5 1082.0 1082.5 10¢
mz
SRA-2110540_ CRA TG 3025#308 RT: 0.04-134 AV: 06 NL: 54566
I FTMS + p ESI Full ms [300.00-2000.00]
793.93
z=4 794.18
10 z-4
8
g 793.68
Z s
E-
=4
£ a4
=
3
= 5 794.94
—4 79793
791.43 791.63 79223 79243 79293 793.18 793.43 24 79519 70544 70583 70643 79558 79695 79743 79753 97 79;:8
z=5___z-5 z-5__7-4 -4 z=4 =4 2= =4 - Z4 zed o4 =, A
LIS O L B e o e e e ™ T T — T T — T T ...‘....“.. A
791.5 792.0 792.5 793.0 7935 794.0 7945 795.0 7955 796.0 7965 797.0 797.5 798.0
mz
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CRA_TG 3026 (5)

CRA-4110540 CRA TG 3026 210430115728
Dissolved in 200ul 50%ACN+2 drops of 0.3%FA, ITMS

4/30/2021 11:58:56 AM

CRA TG 3026 |

ITMS

CRA-4110540_CRA_TG_3026_210430115728 #25-583 RT: 0.07-1.59 AV: 559 NL: 3.36E5
T: ITMS + p ESI Full ms [300.00-2000.00]

100
80—
80—
70+
60—
50+

638.09

532.09 7i6.18

Relative Abundance

654.09
| T

341.42 415.34 45325
&

Jy

97.34

75676 79705

op1gs  956.85

817.10 1063.10
1z 995.60 :

111552 1151.44 1201.61

1273.50
A

T
700

500

400

T T
900 1000

T T
1100

1200

C141H221N37047 +H: C141 H226 N37 047 pa Chrg 5

100+ 638.13

90—
80—
70+
60—
50—
40—
30+
20+
10+

638.33
637.93

638.53

Relative Abundance

638.93
1
T

639.13
T

6£39.33 639.53 639.73 639.93 640.13
T T T T [T T T [ T T T [ T T T

640.34
L

640.54
T

640.74
L |

T T L
638.0 638.2 638.4 639.0

T
639.2

T
639.4 639.8 640.0

miz

639.6

T
640.8

C141H221N37047 +H: C141 H227 N37 047 pa Chrg 6

100— 531.94

a0+
80+
70+
B0
50—
40+
30+
20+
10

53211
531.77

532.28

Relative Abundance

532.44

532.61
1

53278

532.94 533.28 533.45 533.61
T

533.11
T

533.78

533.95

534.11
T

— T T — T T L —T T
531.8 532.0 532.4 532.6

L
5328

— T T —T — T T
533.0 533.2 533.4 533.6
miz
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CRA_TG 3027 (6)

G:\Xcalibur\Data\CRA-4110540 CRA TG_3027

Dissolved in 200ul 50%ACN+2 drops of 0.3%FA, ITMS

4/30/2021 11:42:25 AM

CRA_TG_3027

JRA-4110540_CRA_TG_3027 #5-338 RT: 0.01-0.91 AwV:

I ITMS + p ESI Full ms [300.00-2000.00]

334 NL: 2.29E6

638.01

100~
90—
80
70
60—
50—
40—
30+
20

532.01

Relative Abundance

573.26 605.67

10-|359.42 415.34 453.25
o T I S
T T 1 T T T T 1 T T T T

71818 25c en
797.18

654.09

i rodervesl
T T

817.18
i
T T T

sea01 95685
T T T

1017.52 198310 144569 115144
T 1 T T T

1274.52 1311.52
T T

1374.7
T

8 1428.¢

AL
400 500 600

800

Q00 1000

miz

Lana)
1100

T T
1200 1300

LML

1400

C141H221N37047 +H: C141 H226 N37 Q47 pa Chig &

100
90
80+
70+
60
50
40+
30
20
10+

o

Relative Abundance

638.33
637.83

638.53

63873

638.93
|

639.13 6£39.33 639.53
T

639.73
T

T T T T T T
637.4 637.6 637.8

T T
638.6 6388

miz

T
639.0

T T T
639.2 639.4 6396

T
B639.€

2141H221N37047 +H: C141 H227 N37 O47 pa Chrg 6

100
90+
80
70
60
50+
40+
30+
20
104

Relative Abundance

83177

531.94

532.11

532.28
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In Vitro cAMP Accumulation

CRA_DV_3022,3023 &3024 on PAC1-CHO; Agonist
300

S —®- Pacap 1-27
§ 200 = CRA_DV_3022
g 100- -+ CRA_DV_3023
z -+ CRA_DV_3024
= 04
<
(8]
“S -100-
X

-200 | | | 1

12 -10 -8 -6 -4

Log[Drug]M

CRA_DV_3025,3026 &3027 on PAC1-CHO; Agonist

200
S -~ Pacap 1-27
- 100- = CRA DV _3025
=}
£ —4 CRA_DV_3026
=
o o- -+ CRA_DV_3027
=
S
« -100-
o
S
-200 1 1 1 1
-12 -10 -8 -6 -4
Log[Drug]M
[ e [ [ | L Jain [ [
EC50(nM) 20 2.1 0.6 1.8 EC50(nM) 8.9 1.76 6.9 67
Emax(%) 100 68 53 52.65 Emax(%) 100 57.6 58 56.4
RA2 0.82 0.94 0.92 0.78 RA2 0.75 0.90 0.96 0.84

Cells: HA-PAC1-CHO Passage #31, (20.000/well) were plated in 3 ea. 96-well plate in
DMEM:F12 (1:1)medium, incubated
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24 hrs. Cells were serum-starved 4 hrs, then incubated with 500uM IBMX in Serum
free media for 20 min. Then treated the cells with serial drug dilutions in vehicle
(500uM IBMX in SF media) for 10 minutes incubation. Serial dilutions of different
ligands started at 10 uM final concentration. The mixtures were then damped, and
ice-cold assay buffer was added, plate was heated at 90 °C for 10 min. Plate was
centrifuged at 4000 rpm for 10 min. at 4°C, then supernatant was transferred into a
new 96-well plate. Supernatants were co-incubated

with ~ 1 pmol of [3BHIcAMP, 7 ug PKA in 0.05% BSA for 1 hr at RT. Data represent
mean +/- SEM of a single experiment, carried out in duplicate.

CRA_DV_3022,3023 &3024 on VPAC1-CHO; Agonist

200
-6~ Pacap 1-27

§ ! P
£ 100- ‘ = CRA_DV_3022
g . i B CRA_DV_3023
® od.. vy % ................. -~ CRA_DV_3024
= 1
= * v
g Pl
C -1004
o
S

-200 I I I 1

-12 -10 -8 -6 -4

Log[Drug]M

CRA_DV_3025,3026 &3027 on VPAC1-CHO; Agonist

200-
5 8- Pacap 1-27
& 100- -% CRA DV _3025
g CRA_DV_3026
z 0- —~ CRA DV 3027
=
<
O 1004
o
X T T T 1

-200 - -10 -8 -6 -4

Log[Drug]M
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- Pacap1-27 CRA DV 3022 CRA DV 3023 CRA DV 3024 - Pacap1-27 CRA DV 3025 CRA DV 3026 CRA DV 3027
30 5.2 36 25 6.4 20 38 195

EC50(nM) EC50(nM)

Emax(%) 100 94 105 127 Emax(%) 100 91.28 95.21 90.48

R72 0.62 0.32 0.72 0.70 R"2 0.85 0.89 0.69 0.81

Cells: HA-VPAC1-CHO Passage #22, (20.000/well) were plated in 3 ea. 96-well plate in
DMEM:F12 (1:1)medium, incubated

24 hrs. Cells were serum-starved 4 hrs, then incubated with 500uM IBMX in Serum
free media for 20 min. Then treated the cells with serial drug dilutions in vehicle
(500uM IBMX in SF media) for 10 minutes incubation. Serial dilutions of different
ligands started at 10 uM final concentration. The mixtures were then damped, and
ice-cold assay buffer was added, plate was heated at 90 °C for 10 min. Plate was
centrifuged at 4000 rpm for 10 min. at 4°C, then supernatant was transferred into a
new 96-well plate. Supernatants were co-incubated

with ~ 1 pmol of [3BHIcAMP, 7 ug PKA in 0.05% BSA for 1 hr at RT. Data represent
mean +/- SEM of a single experiment, carried out in duplicate.

CRA_DV_3022,3023 &3024 on VPAC2-CHO; Agonist

5 100 -~ Pacap 1-27
& -=- CRA DV_3022
E o 4 CRA_DV_3023
z -+ CRA_DV_3024
=
< -100
[T
o
2

-200 T T T 1

12 -10 -8 -6 -4

Log[Drug]M
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CRA_DV_3025,3026 &3027 on VPAC2-CHO; Agonist

200
g -&- Pacap 1-27
= 100- -= CRA_DV_3025
=
£ -+ CRA_DV_3026
=
x 0- -¥- CRA_DV_3027
=
S
O 100
o
X
-200 1 1 1 1
-12 -10 -8 -6 -4
Log[Drug]M
e o [ [ | [ [ [ans [
EC50(nM) 71 576 577 7369 EC50(nM) 28 1943 320 NC
Emax(%) 100 91 90.42 130 Emax(%) 100 118 115 NC
RA2 0.80 0.59 0.61 0.40 RA2 0.62 0.82 0.74 NC

Cells: HA-VPAC2-CHO Passage #28, (20.000/well) were plated in 3 ea. 96-well plate in
DMEM:F12 (1:1)medium, incubated

24 hrs. Cells were serum-starved 4 hrs, then incubated with 500uM IBMX in Serum
free media for 20 min. Then treated the cells with serial drug dilutions in vehicle
(500uM IBMX in SF media) for 10 minutes incubation. Serial dilutions of different
ligands started at 10 uM final concentration. The mixtures were then damped, and
ice-cold assay buffer was added, plate was heated at 90 °C for 10 min. Plate was
centrifuged at 4000 rpm for 10 min. at 4°C, then supernatant were transferred into a
new 96-well plate. Supernatants were co-incubated

with ~ 1 pmol of [3H]cAMP, 7 ug PKA in 0.05% BSA for 1 hr at RT. Data represent
mean +/- SEM of a single experiment, carried out in duplicate.
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