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Sample name

Melanotan 2

Batch No. 2024196
Sample No. 01
Specification NA
Manufacturing NA

date

Submitter of

analytical request

UAB Nauja oda eshop, Lithuania

1. Peptide content by HPLC/CLND:

1.1 HPLC Instrument:
Agilent 1200 Series, Quat Pump G1311A
Agilent 1260 Series, Hip ALS G1367E
Agilent 1200 Series, Degasser G1379B
Agilent 1200 Series, VWD G1314B
Nitrogen detector Antek 8060

Pump:
Sampler:
Degasser:
Detectors:

1.2 HPLC conditions:
A - MilliQ water
B — isopropanol
D - 1% TFA in MilliQ water

Eluents:

Flow rate:
Gradient:

Column:

1.3 Sample preparation:

1 mL/min

Time A (%) B (%) D (%)
0 90 0 10

1 90 0 10

9 10 80 10

10 10 80 10

11 90 0 10

15 90 0 10

ARION 5p C4-BIO 300 A, 4.6 x 100 mm
Serial No 221258

The whole amount of Melanotan 2 (10 mg) was dissolved in 2 mL of water.

Injection:

2 uL
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1.4 Chromatograms and calibration curve:
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NNC: Melanotan 2 (PO-2024 Salt: 0
MW M content N conc,
feaie ke [eaitwated) [measured)
gfmal % mg = Nfml
1024,2 20,51 1,6203

Theoretical Volume

mil

Lyophilizate amount

mg

1,00

10,00

Peptide concentration

mig/mil

nimiod'mil

Quantified amount

mg

nimil

7,90

7713

71,9

7713

Peptide content assay

%

79,0

Summary table:

Peptide

Melanotan 2

Aliquoting
(mg)

10

Total weight of
sample (mg)

NA

Content of the
peptide by CLND
(mg)

7,9

Content of the peptide
in the sample (%)

NA

Content of the peptide against
the amount on label.

79.0%
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2. Purity assessment by UPLC:

2.1 HPLC Instrument:

LC-System Waters Acquity UPLC
Detectors: UV or DAD at 214 nm
2.2 HPLC conditions:
Eluents: A - MilliQ water + 0.05% TFA
B - acetonitrile + 0.05% TFA
Flow rate: 0.40 mL/min
Gradient: from 5% B to 60% B in 4 min, according to chromatogram results
Column: Waters Acquity BEH, C-18, 1.7um, 2.1mm x 50mm

Part No 186002353

2.3 Sample preparation:
The whole amount of Melanotan 2 (10 mg) was dissolved in 2 mL of water.
Injection: 0,1 pL
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2.4 Chromatogram of Melanotan 2 (P0O-2024196)

Sample information

UPLC5S Sample: Melatonan 2 (PO-2024196)
Channel Desnption POA Chtl 2949nm s Bam P Acguared A/B/2024 1195 B CEST
Wial  1:B1 Vel : 010l Date Processed  4/9/2024 33008 FM CEST

Azg Mathad Set

GreD_ o0 _dmi _40C_ 0 4T5mi_K2_mei_g

| 1 N 1
100 153 20 250 AL 5 410 a5
kA ndes

A 005% TFA inwaler

B: 205K TFA inacetonitrile
Gredlient
D0-08minB-5% B

A5 -4dmin5-&80% B

40 -4 B8 minsd-100% B
45-50minl0C% B
EO-BEBminl00-BEX B
tmin 5% B

QO dABmiSmin

Azgai ty UPLC BEMCLE, [LTum, 2.1 = 30 mm columnn
calurin cwn tenp, = 40 70

2.5 Result of purity assessment
The overall purity is 99.75 % at 214 nm.
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3. Peptide identity by UPLC/MS:

3.1 HPLC Instrument:

LC-System Waters Acquity UPLC
Detectors: UV or DAD at 214 nm
3.2 HPLC conditions:
Eluents: A - MilliQ water + 0.05% TFA
B - acetonitrile + 0.05% TFA
Flow rate: 0.40 mL/min
Gradient: from 5% B to 60% B in 4 min, according to chromatogram results
Column: Waters Acquity BEH, C-18, 1.7um, 2.1mm x 50mm

Part No 186002353

3.3 MS Detector:

Detector Waters (Micromass) ZQ 2000
Ionisation method: ES+

Scanning range: 200 - 2000 amu

Capillary voltage: 3.0 kv

Cone Voltage: 20V
Scantime: 0.9s
Interscan delay: 0.1s

Detection method: quadrupole

3.4 Sample preparation:
An aliquote of Melanotan 2 (1 mg) was dissolved in 1 mL of water.
Injection: 1.0 uL
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3.5 Mass Spectra of Melanotan 2 (PO 2024196)

UPLC1 ZQ Sample: Melanotan 2 (PO-2024196)
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Theoretical values of m/z:

P‘;’:;’zde [M+2H]2* [M+3H]3* [M+4H]** [M+5H]5* [M+6H]s* [M+7H]7*
1023,5 512,8 342,2
Found 512,8 NA
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CONCLUSION:
The sample Melanotan 2 (Batch No. 2024196) was analyzed for peptide
content, UV purity and identity.

Peptide content is 79.0 % (7,9 mg in 10 mg)
Purity is 99.75 % (UPLC at 214 nm).
MS identity complies with theoretical calculation of m/z values.

ANALYSIS COMPLETED: Date: 21.01.2025

Issued by QC: Date: 23.01.2025  Signature:

APIGENEX s.r.o. Podebradska 173/5, Prague 9, 190 00 Czech Republic
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