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Characterization of peptides 1-20

1

104_Peak#10 RT:6.38 min NL: 5.05E6
%

Supporting Information

T:{0.0} + c ESI !corona sid=50.00 det=859.00 Full ms [100.00-2000.00]
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100 250 375 500 625 750 875 1,000 1,125 1,250 1,375 1,500 1,625 1,750 1,875 2,000
(m/z)calad (m/z)found
4+ 4+
[m+4H]" 868.5 [m+4H]" 868.9
5+ 5+
[M+SH]** 695.0 [M+5H]" 695.3
105_Peak#18 RT:5.81 min NL: 2.94E5 T:{0.0} + c ESI Icorona sid=50.00 det=859.00 Full ms [100.00-2000.00]
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88
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100 250 375 500 625 750 875 1,000 1,125 1,250 1,375 1,500 1,625 1,750 1,875 2,000
(m/z)calad (m/z)found

[m+3H]"" 1148.3
[m+4H]* 861.4

[m+3H]"" 1148.5
[m+4H]* 861.7
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105_Peak#16 RT:5.79 min NL: 1.91E5
%

Supporting Information

T:{0.0} + ¢ ESl!corona sid=50.00 det=859.00 Full ms [100.00-2000.00]
1136.9
88|
75
63-]
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38|
2812
25|
8533 1754
] 191.0 10157 1705.1
7617 18193
332 4326 4, 888 OO | 9059 Toes ‘ 12403 1473.9 l | |
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100 250 375 500 625 750 875 1,000 1,125 1,250 1,375 1,500 1,625 1,750 1,875 2,000
(m/z)calad (m/z)found
3+ -
[m+3H]" 1136.9 [m+3H]"" 1136.9
4+ 4+
[m+4H]" 852.9 [m+4H]" 853.3
105_Peaki#5 AV: 4.34-4.66 min (19) NL: 6.87E5 T:{0.0} + ¢ ESI Icorona sid=50.00 det=859.00 Full ms [100.00-2000.00]
Ed 865.3
88|
75-]
63-]
50-]
38]
25| 6928
: 2812 11538
130.2151 , 2o 801.0
. - 13845
Ll il e ‘ i 2 di e
100 250 375 500 625 750 875 1,000 1,125 1,250 1,375 1,500 1,625 1,750 1875 2,000
(m/z)calad (m/z)found
4+ 4+,
[m+4H]" 865.4 [m+4H]""865.3
S5+
[m+5H]>"692.5

[m+5H]>"692.8
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105-Peak#6 RT: 549 min NL: 8.03E5
o

Supporting Information

T:{0.0} + ¢ ESl lcorona sid=50.00 det=859.00 Full ms [100.00-2000.00
8 8616
88|
75
63-]
50-]
11485
38|
21 689.3
2813
13
130.1 7974 9059 1378.6
[ } J‘ll . 3‘9‘1'5 , 59.2‘5“‘6??4” SR FTVIY . il “123\0"5 P 149\‘3'8 , ‘17‘\?93 : miZ
100 250 375 500 625 750 875 1,000 1,125 1,250 1,375 1,500 1,625 1,750 1,875 2,
(m/z)calad (m/z)found
4+, v.en
[m+4H]"861.5 [m+4H]"'861.6
5+ 5+
[m+5H]""689.4 [m+5H]*"689.3
105_Peak#8 AV: 4.53-4.96 min (25) NL: 2.34E6 T:{0.0} + ¢ ESI !corona sid=50.00 det=859.00 Full ms [100.00-2000.00]
% 861.6
88|
75+
63|
50|
3]
5] T3 e, 689.3
2093
13]
1502 8366 11485
j \ \ 8116 13782
ol Ll ‘ Ly 3855 : 63‘0'6 " Ll : : : : e : : : : ]
100 250 375 500 625 750 875 1,000 1,125 1,250 1,375 1,500 1,625 1,750 1,875 2,000
(m/z)calad (m/z)found
T =5
[m+4H]"861.5 [m+4H]*"861.6
S5+ 5+
[m+5H]""689.4 [m+5H]""689.3
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105_Peak#10 AV: 5.28-5.51 min (14) NL: 1.67E6
%

Supporting Information

T:{0.0} + ¢ ESI Icorona sid=50.00 det=859.00 Fuil ms [100.00-2000.00]
] 8618
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38]
2] 772 2502
2093
1302
13] 836.9 Tass
3555 5165 6895 7706 13785
0w L / \m.. L ol 60.9‘? ot byl " : ‘ : 1 : ‘ 172‘30‘ ‘ ma
100 250 375 500 625 750 875 1,000 1,125 1,250 1,375 1,500 1,625 1,750 1,875 2,000
(m/z)calad (m/z)found
3+ -
[m+3H]"1148.6 [m+3H]""1148.8
4t 4+
[m+4H]"861.7 [m+4H]"861.8
105_Peak#5 RT: 1.78 min NL: 5.04E6 T:{0.0} + ¢ ESI Icorona sid=50.00 det=859.00 Fuil ms [100.00-2000.00]
% 897.1
88|
75]
63|
50
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38|
25|
13]
4799 8649 1196.9
1303 269.3 4208 s305 6322 79641 | 14355 17939
PR . e L \‘dm pobiadi by i | . . . . . L , . - . m/z
100 250 ars 500 625 750 875 1,000 1,125 1,250 1,375 1,500 1,625 1,750 1,875 2,000
(m/z)calad (m/z)found
4+, 4+,
[m+4H]"897.3 [m+4H]""897.1
5+
[m+5H]"718.0

[m+5H]*"718.3
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105_Peak#9 AV:4.99-5.35 min (21) NL: 2.97E6
%

Supporting Information

T:{0.0} + c ESI!corona sid=50.00 det=859.00 Full ms [100.00-2000.00]
B 861.8
88+
75+
63+
50+
38
25
1
102 223 . 11488
689.5
R T e 0wl ‘ ‘ s e o m
100 250 375 500 625 750 875 1,000 1,125 1,250 1,375 1,500 1,625 1,750 1,875 2,000
(m/z)calad (m/z)found
+ +
[m+3H] 1148.6 [m+3H] 11488
+ +,
[m+4H]*'861.7 [m+4H]"'861.8
105 Peak#18 AV: 4.48-4.96 min (28) NL: 2.98E6 T:{0,0} + cESI!coronasid=50.00 det=859.00 Full ms [100.00-2000.00]
% 861.7
88+
75+
63+
50
384
689.3
254
13+
7703 11486
1812 5210 6165 lvss7 l \
- : ‘ " | TPRINON SR WYY Y : : : ‘ : : : : miz
100 250 375 500 625 750 875 1,000 1,125 1,250 1,375 1,500 1,625 1,750 1,875 2,000
(m/z)calad (m/z)found
+ +,
[m+4H]*861.5 [m+4H]"'861.7
5+ 5+
[m+5H]""689.4 [m+5H]""689.3
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105_Peak#8 AV:5.88-5.92 min (3) NL: 1.88E4
%

Supporting Information

T:{0,0} +cESI!coronasid=40.00 det=859.00 Full ms [100.00-2000.00]
B 857.2
88+
754
63
50
38
181.4
251 7065
231 2704 737.0
3 3210 1417
0 3816 4419 5306 g5
L { 820.2 989.6 1490.1
1 ! - 1 ) T T ! T T T T g
100 250 375 500 625 750 875 1,000 1125 1,250 1375 1,500 1625 1,750 1875 2,000
(m/z)calad (m/z)found
3+ 3+
[m+3H]"1142.3 [m+3H]"1141.7
4+ 4+
[m+4H]*'857.0 [m+4H]*857.2
405_Peak#4 AV:5.87-5.94 min (5) NL: 1.82E4 T:{0,0} + cESI!coronasid=40.00 det=859.00 Full ms [100.00-2000.00]
T 866.5
88]
754
63]
693.2
390.6 4757 7933 1154.2
A‘ | h \ . ]\ 977.7‘ 1050.7 ‘ ‘ ‘ ‘ ‘ : 17§s 5 : i
750 875 1,000 1,125 1,250 1,375 1,500 1,625 1,750 1,875 2,000
(m/z)calad (m/z)found
4 4+
[m+4H]"865.5 [m+4H]"866.5

[m+5H]°"692.6

[m+5H]>'693.2
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Supporting Information

105_Peak#15 AV: 4.18-4.89 min (41) NL: 2.04E6 T:{0.0} + c ESI lcorona sid=50.00_det=869.00 Full ms [100.00-2000.00]
& 861.6
88|
75
63|
50| 6893
38]
25
= 11486
8117
1812
521.0 649.7
[ - : : : | |.‘|Mm L‘ L \.MH\\ .l‘ : - : 13?4 . : 172.25‘ : miz
100 250 375 500 625 750 875 1,000 1,125 1,250 1,375 1,500 1,625 1,750 1,675 2,000
(m/z)calad (m/z)found
4+, v.en
[m+4H]"861.5 [m+4H]"'861.6
5+ 5+
[m+5H]"689.4 [m+5H]*"689.3
105_Peak#12 AV: 347-423 min (44) NL: 3.24E6 T:{0.0} + ¢ ESI lcorona sid=50.00_det=859.00 Fuil ms [100.00-2000.00]
% 847.3
88|
75]
63|
50
38 678.2
25|
13]
s224 11295
1812 6035 756.1
PR W : Ry Ly e . : : : i : : — : m
100 250 375 500 625 750 875 1,000 1,125 1,250 1,375 1,500 1,625 1,750 1,875 2,000
(m/z)calad (m/z)found
4+, 4+,
[m+4H]"'847.2 [m+4H]""847.3
5+
[m+5H]"678.0

[m+5H]>'678.2
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Supporting Information

105_Peak#8 AV: 3.25-3.80 min (32) NL: 347E6 T:{0.0} + c ESI Icorona sid=50.00 det=859.00 Full ms [100.00-2000.00]
% 865.3
86|
75-]
63-]
50-]
38
6928
25-]
13
1153.8
181.2 8404 13846
Ot bt T T -t T el T T T - T T 173‘&\6 T e
100 250 375 500 625 750 875 1,000 1125 1,250 1,375 1,500 1,625 1,750 1,875 2,000
(m/z)calad (m/z)found
i ves
[m+4H]"'865.5 [m+4H]""865.3
5+ 5+
[m+5H]""692.6 [m+5H]""692.8
105_Peak#11 AV: 3.88-4.57 min (40) NL: 2.53E6 T:{0.0} + c ESI !corona sid=50.00 det=859.00 Full ms [100.00-2000.00]
% 865.3
86|
75
63-]
50
38 6928
25-]
13 801.0 1153.9
181.2
0 T i ‘ " ‘2719.3 T ‘5216 3 6\2‘1&5\ ol Lo l” ll L) ‘\ T 10238'1 T T 13;8:‘.7 T T T T mz
100 250 375 500 625 750 875 1,000 1,125 1,250 1,375 1,500 1,625 1,750 1,875 2,000
(m/z)calad (m/z)found
i ves
[m+4H]"865.5 [m+4H]""865.3
S5+
[m+5H]""692.6

[m+5H]>"692.8
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Supporting Information

105- Peak#19 AV: 5.30-5.74 min (26) NL: 2.13E6 T:{0,0} + cESI!coronasid=50.00 det=859.00 Full ms [100.00-2000.00]
% 861.9
88+
754
63+
50+
38
254
1148.9
13 825.1
1812 1378.6
713.8 7705 & 17231
0 T Lo 31‘3.2 ‘27193 t T T 1 T L \ “l + T T T ‘\ T T L T T m/z
100 250 375 500 625 750 875 1,000 1,125 1,250 1,375 1,500 1,625 1,750 1,875 2,000
(m/z)calad (m/z)found
3+ 3+
[m+3H]1148.6 [m+3H]"1148.9
4+ 4+
[m+4H]""861.7 [m+4H]""861.9
105- Peak#10 AV: 4.03-4.75 min (41) NL:4.31E4 T:{0,0} + cESI!coronasid=50.00 det=859.00 Full ms [100.00-2000.00]
% 880.0
88+
7045
754
63
50+
1814
8504 1173.3
gt gl 4l wa
7‘50 5‘75 1,0‘00 1,1‘25 1,2‘50 1,:-‘375 1,5‘00 1,&‘125 1,7‘50 1‘5‘75 2,000
(m/z)calad (m/z)found
i ves
[m+4H]"879.5 [m+4H]""880.0
5+, 5+
[m+5H]""703.8 [m+5H]""704.5
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Supporting Information

105- Peak#17 AV: 5.67-6.11 min (26) NL: 3.57E4 T:{0,0} + cESI!coronasid=50.00 det=859.00 Full ms [100.00-2000.00]
% 862.4
88
75
63 1814
50+
381 2747
254
13+
812.8
376.6 459.2 500.1 6602 7246 L 11496
T .“ ul.u‘. i 956.2 1120 /2
100 250 375 500 6‘25 7‘50 8‘75 1,0‘00 1,1‘25 1.2‘50 1,:;75 1,5‘00 1‘5‘25 1‘7‘50 1‘8‘75 2,000
(m/z)calad (m/z)found
EFF 3+
[m+3H]1148.6 [m+3H]""1149.6
4+ 4+
[m+4H]" 861.7 [m+4H]""862.4
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Characterization of xGLP-1B-Sen and peptides 21-24

xGLP-1B-Sen

,_Peak#3 RT: 1.28 min NL: 6.26E5 T:(0.0} + ¢ ESI Icorona sid=50.00 det=859.00 Full ms [100.00-2000.00]
e 8262
88
9914
75+
63
50|
38 1303
25
13l 12387
507 706.0 l 971.4 10826
181.3 249.2 454.7 - i 1187.3 1267.5 1418.3 1490.0 1697.2 1845.7 1947.7
el L 36\9"5 TR H\Jun‘wmﬂl‘.h‘M\HH‘JHHMm“\““lhmlhHMI“I gyl i L BT e
100 250 375 500 625 750 875 1,000 1125 1,250 1375 1500 1,625 1,750 1,875 2,000
(m/z)calad (m/z)found
S+, >+
[m+5H]990.9 [m+SH] 9914
6+ 6+
[m+6H]*"826.0 [m+6H]**826.2
104_Peak#6 RT:9.31 min NL: 4.18E6 T:{0.0} + ¢ ESIcorona sid=50.00 det=859.00 Full ms [100.00-2000.00
% 821.7
88|
986.1
75
63
50
38
25
13]
188.3 rosa 9456
631.2 g 12323 14077
‘1647 “ " . . ‘J L . } wl L\\ L 1 J i‘L L . | . - . . 1628 . ‘ /4
100 250 375 500 625 750 875 1,000 1,125 1,250 1,375 1,500 1,625 1,750 1,875 2,000
(m/z)calad (m/z)found
S5+ e
[M+SHT 985.7 [M+5SHT986.1
6+ 6+
[M+6H]”" 821.6 [M+6H]"" 821.7
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Supporting Information

T:{0.0} + ¢ ESlicorona sid=70.00 det=859.00 Full ms [100.00-

000.00]

43.0_Peak#5 AV: 4.71-5.60 min (51) NL: 1.75E4
[% 8254

Y t T
1,100 1,200 1,300

T T T
1,400 1,500 1,600

T
1,700

T
1,800

T
1,900

2,000
(m/z)calad (m/z)found
[M+5H]>" 988.9 [M+5H]°7990.1
[M+6H]*" 824.3 [M+6H]*" 825.4
10&Peak#.m AV: 5.76-5.92 min (10) NL: 1.62E4 T:{0,0} + cESI!coronasid=70.00 det=859.00 Full ms [100.00-2000.00]
% 822.7
80—
60
] 986.6
404
2 722.0
o617 "5 873.4
928.5 1234.2
I‘ Ll Lol Lo | 1383.1 18802 i
8‘75 1,600 1.1‘25 1.2‘50 1.3‘75 1.5‘00 1.é25 1,7‘50 1,é75 2,000
(m/z)calad (m/z)found

[M+5H]" 985.9
[M+6H]*" 821.8

[M+5H]>7986.6
[M+6H]*" 822.7

S13
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24

103_Peak#4 RT:5.37 min NL: 1.65E4
%

80—

70+

60—

40|
806.9

989.8
30

20

862.6 9087

1188.1

1099.6 1276.3
.m‘mm Ll m.m‘n U i

(RTIRTIRTIO WP
f '

T:{0,0} + c ESI!corona sid=70.00 det=859.00 Full ms [100.00-2000.00]

1390.0
L

1,000 1,100 1,200 1,300

T T T T T
1,400 1,500 1,600 1,700 1,800

,000

(m/z)calad

(m/z)found

[M+5H]" 988.9
[M+6H]®" 824.3

[M+5H]>7989.8
[M+6H]*" 825.0

S14
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Characterization of PEGylated conjugates 25-36

25

(m/z)calad (m/z)found
18  [m+9H]*' 661.2 [M+8H+Na]’" 663.6 [m+9H]’* 661.2 [M+8H+Na]’" 663.6
19  [m+9H]"" 666.1 [M+8H+Na]”" 668.5 [m+9H]*" 666.1 [M+8H+Na]”" 668.3
20 [m+9H] 671.0 [M+8H+Na]*" 673.4 [m+9H]"" 671.7 [M+8H+Na]*" 674.5
21  [m+9H] 675.9 [M+8H+Na]”" 678.3 [m+9H]"" 676.5 [M+8H+Na]’" 679.4
22 [m+9H]’" 680.8 [M+8H+Na]’" 683.2 [m+9H]’" 680.6 [M+8H+Na]’" 683.8

S15
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Supporting Information

T:{0,0} + c ESI!corona sid=70.00 det=859.00 Full ms [100.00-2000.00]

10.5

9.0+

Peak#7 RT: 6.42 min NL: 1.34E4
%

i |
(m/z)calad (m/z)found

38 [m+11H]"" 6212  [M+10H+Na]'"623.2  [m+11H]'" 621.2 [M+10H+Na]'"* 623.5

39 [m+11H]" 6252  [M+10H+Na]'"627.2  [m+11H]"" 625.3 [M+10H+Na]'"" 627.1

40 [m+11H]"629.2  [M+10H+Na]'"631.2  [m+11H]"" 630.0 [M+10H+Na]'"* 631.6

41 [m+11H]"" 6332  [M+10H+Na]'""6352  [m+11H]"" 633.7 [M+10H+Na]'"" 635.7

42 [m+11H]"" 6372  [M+10H+Na]''"639.2  [m+11H]"" 637.8 [M+10H+Na]'"* 639.6

S16
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27
8.64 7°F'Aeak#7 RT:6.93 min NL: 1.71E4 T:{0,0} + c ESI !corona sid=70.00 det=859.00 Full ms [100.00-2000.00]
7.00; 619.5
6.00; 623.1
: 625.9
5.00—7 614.6 o185
4.00; ' 616.7 628.0 631.2
200 612.2 625.1 o 633.2
2_0&7 607.3 . 615.7 » 635.7
: 627.1
0.00 | ‘ T T T T T T T T T T T T m/Z“
(m/z)calad (m/z)found
106 [m+16H]'*" 614.4  [M+15H+Na]'*" 615.7 [m+16H]'*" 614.6 [M+15H+Na]'®" 615.7
107 [m+16H]'*" 617.1  [M+15H+Na]'® 618.5 [m+16H]'*" 617.7 [M+15H+Na]'®" 618.3
108 [m+16H]'*" 619.9  [M+15H+Na]'*" 621.2 [m+16H]'*" 619.5 [M+15H+Na]'®" 622.1
109 [m+16H]'*" 622.6  [M+15H+Na]'®" 624.0 [m+16H]'" 623.1 [M+15H+Na]'®" 624.1
110  [m+16H]'*" 625.4  [M+15H+Na]'*" 626.7 [m+16H]'*" 625.9 [M+15H+Na]'*" 627.1
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28

. N T O s N Y Y
(m/z)calad (m/z)found

18 [m+11H]""542.6  [M+10H+Na]'" 544.6 [m+11H]'"" 542.7 [M+10H+Na]'" 544.9

19 [m+11H]""546.6  [M+10H+Na]''"" 548.6 [m+11H]""547.7 [M+10H+Na]"" not found

20 [m+11H]""550.6  [M+10H+Na]''"552.6  [m+11H]""551.1 [M+10H+Na]""" not found

21 [m+11H]""554.6  [M+10H+Na]''"556.6 [m+11H]'""5552 [M+10H+Na]'"" 557.3

22 [m+11H]'""558.6  [M+10H+Na]''* 560.6 [m+11H]"" 558.5 [M+10H+Na]''* 561.4

S18
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29
ool ! ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ ‘ | e
(m/z)calad (m/z)found

38  [m+11H]'""622.6  [M+10H+Na]'"624.6 [m+11H]"" 623.1 [M+10H+Na]'" 624.8
39  [m+11H]'"626.6  [M+10H+Na]'""628.6 [m+11H]'"" 626.2 [M+10H+Na]''" 628.5
40 [m+11H]" 630.6  [M+10H+Na]'"632.6 [m+11H]"" 630.8 [M+10H+Na]'" 632.9
41  [m+11H]'"" 634.6  [M+10H+Na]'""636.6 [m+11H]"" 634.5 [M+10H+Na]'"" 636.7
42  [m+11H]'"" 638.6  [M+10H+Na]'"640.6 [m+11H]"" 638.5 [M+10H+Na]'" 640.8

S19
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30
979 Eeak#? RT:6.75 min NL: 2.38E4 T:{0,0} + c ESI!coronasid=70.00 det=859.00 Full ms [100.00-2000.00]
9.0(%7
8.0(%7
5.0(%7
4_0&;7 624.4
1 604.1 608.6
i 595.2 633.1
3.00*7 601.4 606.1 612.2 630
4 596.5 619.0 | 6217 ci08 651.1
200| 5854 5013 6283 637.4 . 6568 gg0.2
] 587.2 oo . saso 6467 6550 s 665.0
o.ooi ‘ ‘ ‘ | H Ui
582.7 590 0 600.0 610.0 620.0 630.0 650 0 660 0 667.4
(m/z)calad (m/z)found
106 [m+16H]'*" 6154  [M+15H+Na]'*" 616.7 [m+16H]'*" 615.5 [M+15H+Na]'*" 616.6
107 [m+16H]'" 618.1  [M+15H+Na]'®" 619.5 [m+16H]'" 618.0 [M+15H+Na]'®" 620.3
108 [m+16H]'*" 6209  [M+15H+Na]'*" 622.2 [m+16H]'*" 621.7 [M+15H+Na]'*" 622.8
109 [m+16H]'*" 623.6  [M+15H+Na]'*" 625.0 [m+16H]'*" 624.4 [M+15H+Na]'®" 625.2
110  [m+16H]'*" 626.4  [M+15H+Na]'*" 627.7 [m+16H]'" 626.4 [M+15H+Na]'®" 627.5
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Peak#4 RT:4.92 min SB1:3.41 SB2:5.51 NL: 1.22E4
%

Supporting Information

T:{0,0} + c ESI!corona sid=50.00 det=859.00 Full ms [100.00-2000.00]

o ‘ ‘ \ ‘ [ ‘ i
(m/z)calad (m/z)found

18  [m+9H]” 661.3 [M+8H+Na]”" 663.7 [m+9H]"" 660.8 [M+8H+Na]”" 663.9

19  [m+9H]” 666.2 [M+8H+Na]”" 668.6 [m+9H]" 667.1 [M+8H+Na]”" 668.4

20 [m+9H]’ 671.1 [M+8H+Na]”* 673.5 [m+9H]” 672.1 [M+8H+Na]”" 674.1

21  [m+9H]" 676.0 [M+8H+Na]”" 678.4 [m+9H]" 676.2 [M+8H+Na]”" 678.4

22 [m+9H]’" 680.9 [M+8H+Na]”" 683.3 [m+9H]”" 681.9 [M+8H+Na]”" 684.0
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32

M + |

(m/z)calad (m/z)found

38  [m+10H]'" 683.3  [M+9H+Na]'" 685.5 [m+10H]""" 683.9 [M+9H+Na]'"" 685.5
39  [m+10H]'" 687.7 [M+9H+Na]'"" 689.9 [m+10H]""" 687.6 [M+9H+Na]'"" 689.7
40  [m+10H]'" 692.1  [M+9H+Na]'"" 694.3 [m+10H]""" 692.4 [M+9H+Na]'"" 694.9
41  [m+10H]'" 696.5 [M+9H+Na]'"" 698.7 [m+10H]""" 696.4 [M+9H+Na]'"" 698.8
42 [m+10H]'" 700.9  [M+9H+Na]'"" 703.1 [m+10H]'"* 700.6 [M+9H+Na]'*" 703.2
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33

(m/z)calad (m/z)found
106 [m+16H]'* 6144  [M+15H+Na]'® 6158 [m+16H]'® 6142 [M+15H+Na]'*" 615.7
107 [m+16H]'*" 617.2  [M+15H+Na]'®" 618.5 [m+16H]'®" 617.4 [M+15H+Na]'®" 618.3
108 [m+16H]"* 619.9 [M+I5H+Na]'® 621.3 [m+16H]'®" 620.3 [M+15H+Na]"®" not found
109  [m+16H]"® 622.7 [M+15H+Na]'" 624.0 [m+16H]"" wottowma  [M+15H+Na]"®" not found
110  [m+16H]'® 6254  [M+15H+Na]'®" 626.8  [m+16H]"" wotrowma  [M+15H+Na]'®" 627.0
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34

g ] )

(m/z)calad (m/z)found

18  [m+10H]'" 596.8 [M+9H+Na]'® 599.0  [m+10H]""" 596.3 [M+9H+Na]”* 599.0
19  [m+10H]'" 601.2 [M+9H+Na]'® 603.4  [m+10H]"" 601.1 [M+9H+Na]”* 603.3
20 [m+10H]'" 605.6 [M+9H+Na]'"" 607.8 [m+10H]""" 606.4 [M+9H+Na]”" 608.8
21  [m+10H]'*"610.0  [M+9H+Na]'"" 612.2 [m+10H]""" 610.1 [M+9H+Na]”* 612.3
22 [m+10H]' 6144 [M+9H+Na]' 616.6  [m+10H]'*" 614.5 [M+9H+Na]”" 616.4
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T:{0,0} +c ESI!corona sid=70.00 det=859.00 Full ms [100.00-2000.00]

605.8

591.7

595.5 604.5

614.8

612.9

Peak#4 RT:6.04 min SB1:5.01 SB2:6.61 NL: 9.53E3
%

633.1
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m/z|

600 610

T
620 630

650 660

(m/z)calad

(m/z)found

38
39
40
41
42

[m+11H]"" 622.6
[m+11H]"" 626.6
[m+11H]"" 630.6
[m+11H]"" 634.6
[m+11H]"" 638.6

[M+10H+Na]'"*624.6
[M+10H+Na]'""628.6
[M+10H+Na]'"*632.6
[M+10H+Na]'""636.6
[M+10H+Na]'"*640.6

m+11H]"" 622.9
m+11H]"" 626.9

1" 634.5

]
]
m+11H]
]

m+11H]"" not found

[
[
[m+11H]"" not found
[
[

[M+10H+Na]'"* 624.3
[M+10H+Na] " hot found
[M+10H+Na]'"* 633.1
[M+10H+Na]'" 636.5
[M+10H+Na]'"* 640.6
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36
22.0 ;eakﬂe AV: 6.01-6.51 min (29) SB1: 5.88 SB2: 6.93 NL: 4.40E3 T:{0.0} + c ESl!corona sid=70.00 det=859.00 Full ms [100.00-2000.00]
G-cl T ‘ ‘ T T ‘ T T ‘ T T — T T ‘ T T ‘ ‘\LZ
(m/z)calad (m/z)found
106 [m+16H]'*" 6154 [M+15H+Na]'® 616.7 [m+16H]'*" 6154  [M+15H+Na]'*" 617.2
107 [m+16H]'*" 618.1  [M+15H+Na]'®" 619.5 [m+16H]'*" 6182  [M+15H+Na]'®" 619.3
108 [m+16H]'*" 6209 [M+15H+Na]'® 6222 [m+16H]'" 621.6  [M+15H+Na]'*" 622.7
109 [m+16H]'*" 623.6  [M+15H+Na]'®" 625.0 [m+16H]'*" 624.0  [M+15H+Na]'*" 625.4
110  [m+16H]'*" 626.4  [M+15H+Na]'®" 627.7 [m+16H]"" notfound [M+15H+Na]"®" not found
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Figure S1. The representative concentration response curves of hGLP-1 and PEGylated conjugates.
The data for the test peptides were normalized and plotted as the percentage of the response

stimulated by saturating GLP-1 (1000 nM).
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Table S1. Time table of in vivo IPGTT and OGTT tests

Mice Peptides Glucose
Entry Test T Fasted Dose Treatment Dose Load time Blood collection
ype
time (h) (nmol/kg) time (min) (g/kg) (h)
1 acute [IPGTT KM mice 6 12 25 -10 2 0 -10, 0, 15, 30, 60, 120 min
2 IPGTT db/db mice 6 18 25 -30 1 0 -30, 0, 15, 30, 60, 120 min
3 pre-OGTT db/db mice 6 18 -120 1.5 0 -120, 0, 30, 60, 90, 120 min
4 pre-OGTT db/db mice 6 18 25 (33 and lixisenatide)  -360 1.5 0 -360, 0, 30, 60, 90, 120 min
) ) or 100 (33) -0.5,0,0.25,0.5,1,2,3,6,6.25,6.5,7,
5 multiple-OGTT  db/db mice 6 18 -30 1.5 0,6,12
8,9,12,12.25,12.5,13, 14, 15,18 h
IPGTT after chronic
6 db/db mice 6 18 / / 1 0 0, 15, 30, 60, 120 min
treatment
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