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'H NMR of Oxyma-B in CDCl;
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3C NMR of Oxyma-B in acetonitrile-d4
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Display Report

Analysis Info
Analysis Name

Acquisition Date

Di\Data\YAHYA\OXYMABOO0002.d

71912014 11:58:47 AM

Method tune_low m Operator BDAL@DE
Sample Name OXYMAB Instrument micrOTOF-Q 10139
Comment
Acquisition Parameter
Source Type ESI lon Polarity Negative Set Nebulizer 0.4 Bar
Focus Active Set Capillary 4000 v Set Dry Heater 220°C
Scan Begin 50 miz Set End Plate Offset -500V Set Dry Gas 4.0 Vmin
Scan End 600 m/z Set Collision Cell RF 200.0 Vpp Set Divert Valve Source
Intens, | -MS, 2.3min #137
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HPLCs

1- Z-Phg-Pro-NH;, Racemization test:

1.1- HOBt
VYWD1 A, Wavelength=220 nm (YAHYA\SIG10200.D)
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0 5 10 15
Peak RetTime Type Width Lrea Height Lrea
L [min] [min] mAU *5 [mAU ] %
S B e | === | === | === |
1 6.436 PV 0.1242 3414.27417 432.31744 85.0454
2 6.907 VB 0.1751 375.11981 33.31265 9.3438
3 95.201 BB 0.1312 225.25343 26.50491 5.6108

Totals : 4014.604742 45Z2,13500



1.2-HOAt

VWDT A, Wavelength=220 nm (YAHYA\SIG10309.D)
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Peak RetTime Type Width Area Height Area
# [min] [min] mAU * 5 [mRAU ] %
e R R Rty R | === - | —=—————-
1 6.326 MM 0.1349 5088.91650 ©268.00004 88.3934
2 6.800 MM 0.1974 197.94566 16.70938 3.4383
3 9.072 MM 0.1427 470.25909 54.91633 8.1683

Totals : 5757.12126 700.22575



1.3-OxymaPure

VWD A, Wavelength=220 nm (YAHYA\SIG10942.D)
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Peak RetTime Type Width Area Height Area
¥ [min] [min] mAU * 3 [mAU ] %

1 2 0.0834 3e077.48315 735.308>01 45.0767
2 6.223 MF 0.1329 4193.46582 525.72107 51.4014
3 6.693 FM 0.211¢ 37.31252 2.93868 0.4574
4 8 0.1394 250.01295 29.89925 3.0645

Totals : 8158.27445 1293.86651



1.4-Oxyma-B

VWD A, Wavelength=220 nm (YAHYA\SIG10198.D)
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Peak RetTime Type Width Area Height Area
# [min] [min] mAU * 5 [mAU ] %
e e R —— | - . .
1 6.434 PV 0.1222 3953.95679 495.56058 87.3388
2 6.905 VvV 0.1890 40.04154 3.15152 0.8845
3 9.200 BB 0.1298 394.05420 47.02825 8.7042
4 10.440 BB 0.1418 139.09808 15.168406 3.0725

Totals : 4527.15001 560.92440



2-Z-Phe-Val-Pro-NH, Racemization test:

2.1- HOBt
VWD1 A, Wavelength=220 nm (YAHYA\SIG10108.D)
mAU
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0 5 10 15
Peak RetTime Type Width Area Height Area
¥ [min] [min] mAU * 5 [mAU ] %
———— |- R s Rt | ——————— - | ———————-
1 5.809 MM 0.1118 7761.60791 1156.86853 84.2642
2 6.916 MM 0.1590 1149.51404 120.45636 12.4797
3 8.134 MM 0.109¢ 299.91574 45.59239 3.2560

Totals : 9211.03769 1322.91728



2.2-HOAt

VWD A, Wavelength=220 nm (SUHAS\SIG10326.D)
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Peak RetTime Type Width Area Height Area
¥ [min] [min] mAU *3 [mAU ] %
e el R e Bty
1 5.731 MM 0.1082 3411.99072 525.58350 91.5428
2 6.829 MM 0.1680 200.89302 19.93414 5.3899
3 g§.020 MM 0.1209 84.51738 11.64983 2.2676
4 8.505 MM 0.1416 29.80651 3.50751 0.7997
Totals 3727.20763 560.67498



2.3-OxymaPure

VWD1 A, Wavelength=220 nm (YAHYA\SIG11038.D)
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Peak RetTime Type Width Area Height Area
# [min] [min] mAU *s [mAU ] %
=== === | === === | === | === | === |
1 2.055% MM 0.0720 1792.40074 414.90189 42.6902
2 5.662 MM 0.1045 2063.95459 329.12589 49.1578
3 ©.750 MM 0.1e29 159.58696 16.32829 3.8009
4 7.822 MM 0.11e2 182.68468 26.21371 4,.3511
Totals 4198.63297 7TB8e6.56978



2.4-Oxyma-B

VWD1 A, Wavelength=220 nm (YAHYA\SIG10109.D)
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Peak RetTime Type Width Area Height Area
# [min] [min] mAU * 5 [mAU ] %
e B R — R | —mm - | ———————-
1 5.825 MM 0.1138 7€80.01074 1124.86694 B85.2334
2 6.695 MF 0.122° 147.56154 20.13989 1.637¢6
3 6.929 FM 0.1768 392.41583 36.99476 4,.3551
4 8.151 MM 0.1176 790.58063 112.03448 8.7739
Totals 9010.56874 1294.03608



3- H-Gly-Ser-Phe-NH,; racemization Experiments

3.1-HOBt
YWD1 A, Wavelength=220 nm (YAHYA\SIG10683.D)
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Peak EetTime Typs Width Lrea Height Lrea
it [min] [min] mAT *z [mRTT ] %
== |- e | ——=—=————= | ——=—=————= |———————~ |
1 S.074 MM .0991 1142.39124 192.13385 96.8261
z £.127 MM 0.0834 37.44660 T7.478%2 3.1739
Totals : 1175.83784 189.61277



3.2-HOAt

VWD1T A, Wavelength=220 nm (YAHYA\SIG10682.D)
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Peak EetTime Typs Width Lrea Height Lrea
s [min] [min] m& g [mRU ] %
== | ———= === | ——=—==———= | - | ===~ |
1 5.376 MM 0.09%%6c 13%6.228303 233.66008 45.6245
2 £.135 MM 0.117%9 3.25738 7.43010=-1 0.3731

Totals

1401.48541 234.4030%



3.3-OxymaPure

VWD1 A, Wavelength=220 nm (YAHYAVSIG10680.D)
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0 25 5 7.5 10
Peak RetTime Typs Width Lrea Height Lrea
# [min] [min] mAU g [mRT ] %
=== e | ========—= | === | ======== |
1 5.566 MM 0.1013 1493.40833 245.600&65 56.7048
2 £.124 MM 0.08&2 5.859822 1.13334 0.3754
3 B.5936 MM 0.0872 45.028¢c4 8.60984 2.9158

Totals : 1544 .258561% 255.34382



3.4-Oxyma-B

VWD1T A, Wavelength=220 nm (YAHYA\SIG10678.D)
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Peak RetTime Type Width BArea Height Area
# [min] [min] mAU *3 [mAU ] %
—— | | —— - | —————- | -—— | ———————-
1 5.550 MM 0.1119 2143.38477 319.10770 99,7258
2 c.125 MM 0.0873 5.89329 1.12541 D.2742

Totals : 2149.27806 320.23311



4- H-Gly-Cys-Phe-NH,; racemization experiments

4.1-HOBt
VW D1 A, Wavelength=220 nm (YAHYAWSIG10792.0)
mAU ] &
350+ 0
300 -
250
200
150 -
100
50 -
i ]
] .-
{]_-_ e~ —— '| I\“-, —I:— e
T T T T I T T T T I T T T T I T T T T I T T T
0 25 5 75 10
Peak EetTime Typs Width Lrea Height Lrea
# [min] [min] mAT *3 [mRIT ] %
-— - |-—— - |- | ——————— |- |
1 &.783 BE 2.0%929%9 Z2083.23022 349.22TZ20 9449.5136
2 T.993 BV 0.0744 10.1392% 2.07863 0.4644

Totals : 2093.36952 351.30583



4.2-HOAt

VIWD1 A, Wavelength=220 nm (YAHYA\SIG10793.D)
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Peak RetTime Typs Width Lrea Height Lrea
# [mimn] [min] mAT = [mATT 1 %
=== e | ——=—==———= | ——=—==———= | ——=————= |
1 £.785 MM 0.1015 2412.39%185 396.08378 99.6032
2 7.5891 MM 0.23597 9.56204 6.64877=-1 0.35%48

Totals : 2421.9538% 3%96.750&6



4.3-OxymaPure

VW D1 A, Wavelength=220 nm (YAHYA\SIG10782.0)

mAU ] =
- o
] o
400
350
300
250
200
150
100
50 |
§ f , =
4 [ E
0 B A | - |.| ll'\_l I"“'I At -
7] T T T T I T T T T I T T T T I T T T T I T
0 25 5 75 10
Peak EetTime Typs Width Lrea Height Lrea
k4 [min] [min] mATU *5 [mATT ] %
== e | ——=—=————= | ——=—==———= | ———————~ |
1 £.773 BB 0.1015 2B812.95752 43€.01724 99_.6684
2 7.981 BB 0.1475 9.338%1 B.37331l=-1 0.3316

Totals : 2822.31643 436.85457



4.4-Oxyma-B

VIWD1 A, Wavelength=220 nm (YAHYAVSIG10781.D)
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Peak EetTime Typs Width Lrea Height
# [min] [min] mAU * g [T ]
=== e i
1 &£.728 BB 0.0%3% 2147.025632 354.7605%
2 B.11% VB 0.0845 6.22254 1.08330
3 9.157 Vv 0.0&e87 27.6711¢ 5.960898
4 10.453% MM 0.08559 38.50278 7.4731¢
Totals : 2219.42212 369.27803



5- H-Gly-Cys(Acm)-Phe-NH, racemization experiments

5.1-HOBt
VW D1 A, Wavelength=220 nm (YAHYAWSIG11056.0)
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it [min] [min] mAU *g [mATT ] %=
———— |- e | —————————= | ———————— |-~ |
1 £.731 BV 2.0768 1858.75610 365.47003 90.e81Z
2 £.900 VB 0.0821 183.13722 31.6208¢ B8.5345
3 7.594 VvV 0.1031 7.87659 1.11133 0.3843

Totals : 2045.769%1 358.20223



5.2-HOAt

VWD1 A, Wavelength=220 nm (YAHYA\SIG11205.0)
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i [min] [min] mAU *g [mAT ] %
Sl |—— = | ——==—————- | ——==———= |
1 £.733 MM 0.0812 12880.7410% 3285.%9368& 499_.7250
2 7.6258 MM 0.1056 3.11073 8.06673=-1 0.2710

Totals : 1885.85182 38B6.80353



5.3-OxymaPure

YW D1 A, Wavelength=220 nm (YAHYAWSIG11054.D)
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Peak EetTime Typs Width Lrea Height Lrea
# [mim] [min] m& * g [mAT ] %
———= == |———= - | ——=—=———== | ——=——————= | ———————= |
1 £.741 MF 0.0%00 1868.01404 345.85800 52.7531
2 £€.5910 FM 0.0853 135.07304 27.16454 6.9085
3 7.481 MM 0.0%88 €.007el 1.01381 0.2584

Totals : 2013.09669

374.0363¢



5.4-Oxyma-B

VWD1 A, Wavelength=220 nm (YAHYA\SIG11204.D)
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Peak RetTime Typs Width Lrea Height Lrea
i [mimn] [min] mAT * 3 [T 1 %
|- |—— - | === | === | ——==———= |
1 £.735 MM 0.0841 2341.8Z642 464.22574 59.6642
2 7.618 MM 0.0804 7.892059 1.63655 0.3358

Totals : 2345.71700 4&5.8622%



6- H-Gly-His-Phe-NH, racemization experiments

6.1-HOBt
VWD A, Wavelength=220 nm (YAHYAVSIG11258.0)
mAU g 2
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0 25 5 75
FPeak EetTime Typs Width Lrea Height Lrea
# [min] [min] maU g [maU ] %
== | ———= === | ——=——————= |————=————= | ===~ |
1 4.011 MM 2.1318 3182.47703 402.45045 S58.861Z2
2 4.735 MM 0.0%98 36.65T7596 6.12365 1.1388

Totals : 3219.13501 40858.61410



6.2-HOAt

VIWD1 A, Wavelength=220 nm (YAHYA\SIG11260.0)
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Peak BetTime Typs Width Lrea Height Lrea
i [min] [min] mAU *g [mAT ] %
Sl |—— = | ——==—————- | ——==———= |
1 3.571 MM 0.159%5 567&€.70312 3553.043578 9B.1428
2 4.766 MM 0.0%10 107.42307 1%.66437 1.857Z2

Totals : 5784.1261% &12.71075



6.3-OxymaPure

VIWD1 A, Wavelength=220 nm (YAHYA\SIG11256.0)
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Peak EetTime Typs Width Lrea Height Lrea
i [min] [min] mA g [mRLT ] %
===l | ———= === | ——=—=————= | ——=—==———= | ——=————~ |
1 3.831 MF 0.085%9 51.47545 8.54173 2.8827
2 4.021 PM 0.1087 1683.22681 258.035417 54.2¢61¢
3 4.711 MM 0.08%7 530.%9501 9.472&5 2.8557

Totals : 1785.69727 Z76.46854



6.4-Oxyma-B

VD1 A, Wavelength=220 nm (YAHYA\SIG11259.0)
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Peak EetTime Typs Width Lrea Height
# [mimn] [min] mAU * 5 [mRT ]
———= - | ———— == | ——=——————= | ——=————— | ———=———= |
1 2.872 MM .1996 1.05798e4 BE83.4982%
2 4,730 MM d.0850 104.5%5971 18.3498%

Totals : 1.06844=4 901.84818



7- Peptide synthesis experiments (Synthesis of H-Tyr-Aib-Aib-Phe-Leu-NH,)

7.1- HOBt
VW D1 A, Wavelength=220 nm (YAHYA\SIG10399.0)
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Peak REetTime Typs Width Lrea Height Lrea
i [min] [min] mAU * g [mRT 1 %=
=l | ———= === | ===~ | === | ———————= |
1 2.23¢ MM 0.0857 T&.48318 14.8751% S.8645
2 4.073 MM 0.0921 34.22553 £.19343 2.6243
3 £.590 MF 0.0%%6 105.77419 18.37111 2.4171
4 6.812 FM 0.1084 1083.693543 166.60365 B£83.05%41

Totals : 1304.17834 206.04338



7.2- HOAt

VIV D1 A, Wavelength=220 nm (YAHYAVSIG10392.D)
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———=| == | === === === ===
1 4.012 MM 0.0%34 T7.42957 13.81854
2 £.487 MEF 0.1002 127€.28418 Z212.3c047
3 6.70& FM 0.11%7 2051.1¢6e02 Z285.52¢06
Totals : 340487576 511.703508



7.3- OxymaPure

VIWD1 A, Wavelength=220 nm (YAHYA\SIG10915.0)
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Peak EetTime Typs Width Lrea Height Lrea
# [min] [min] mA *5 [mAT ] %
e B |—— === | ————————== | ===~ |
1 1.77¢ MM 0.0783 T1.77528 1527117 1_3228
2 2.537 MM 0.1547 120.53087 13.0258975 2.2287
3 3.51% MM 0.084¢& T2.44285 14 27463 1.32351
4 4.03% MM 0.0%&7 104.41430 158.00078 1.5243
3 £.5246 MF 0.100&6 Z2321.6640& 384.56546 4Z.78&8
& 6.750 FM 0.1250 2734.859282 3e4.77655 S0.402
Totals : 2426 .12022 B809.91874



7.4-Oxyma-B (without preactivation)

VIWD1 A, Wavelength=220 nm (YAHYA\SIG10300.0)
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1] 5 10
Peak EetTime Typs Width Lrea Height
# [mim] [min] mAU = [mAT 1
———= - | ———= === | ——=——————= | ——=—————— | ———=———= |
1 4.139% MM 0.1475 €.32693 T7.145%c3=-1
2 E.567 MF 0.0%E9 43.44279 T.32467
3 6£.813 FM 0.1024 1&€2.51740 26.51380
4 95.562 MM 0.1241 11.357382 1.55468
Totals : 224 26094 36.10811



7.5-Oxyma-B (3 min preactivation)

VIWD1 A, Wavelength=220 nm (YAHYA\SIG10246.0)
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0 25 5 7.5 10
Peak RetTime Typs Width Lrea Height Lrea
4 [min] [min] mAU * g [mRIT 1 %
- === e | ——==——===- | ——==———=== | —===———= |
1 1.323 MM 0.0625 50.99625 13.59133 1.7591
2 2.288 MM 0.0840 29.534¢8 5.85700 1.0188
3 3.20% MM 0.0%04 32.24356 5.94303 1.1122
q 4.164 MM 0.1018 22.12324 3.62274 0.7633
5 £.627 VWV 0.1027 Te&6.14014 112.55873 26.4279
& £.879 VB 0.110% 1771.568%7 235.82402 ¢€1.1101
7 S.266 vV 0.1787 49.47144 3.784¢4 1.7065
2 5.5532 VB 0.230% 137.40427 7.94631 4.7397
9 10.327 BV 0.2151 3%.49155 2.5988¢ 1.3623

Totals : 28598.58014

381.72666



7.6-Oxyma-B (3 min preactivation with 0.1 eq. DIEA)

VIWD1 A, Wavelength=220 nm (YAHYA\SIG10314.D)
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Peak RetTime Typs Width Lreaz Height
i [min] [min] mAT * 3 [T ]
-— - | —— - | ===
1 4,090 MM 0.1207 11.45700 1.5822¢6
2 £.5%1 MF 0.0%%6 80.614%97 13.49381
3 6.838 FM 0.1058 6l4 . 02222 9¢.72003
4 9.512 MM 0.1317 12.277%92 1.535411
2 10.512 MM 0.1524 31.723¢8 5.63723
Totals : T70.09378 119.00743



7.7-Oxyma-B (7 min preactivation)

VIWD1 A, Wavelength=220 nm (YAHYA\SIG10257.0)
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Peak EetTime Typs Width Lrea Height
# [min] [min] mA = [mAT 1
=== | ———= === | ===~ | ——=—=————= | ———————= |
1 4.170 BP 0.05801 2.66901 4.€635%0=-1
2 5.745 MM 0.144¢ 3.34171 3.85115e=-1
3 £.304 MM 0.102& 1.53044 2.48714=-1
4 6.637 VV 0.0%35 35.35608 3.873515
=] £.92% VB 0.0%58 310.494¢6% 4%9.5363%
6 8.245 MM 0.107& 8.43066 1.3203571
7 95.532 PB 0.1312 9.21584 1.08481
g 10.531 MM 0.1311 3.56004 5.03600=-1
Totals : 375.0024¢ 3%9.80388
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