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CHAPTER 5 - APPENDIX
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5.1 MALDI-TOF MS of H-Kis-NHy, (10), method 4.31 ()

Intensity Oct.10th_2008/SARAH-k15-2nd_cleave_A.1_R
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H-Kis-NH: MW —1939.61 g/mol
Analysis performed on unpurified peptide.
MS (H*: 1940.0942 m/z, Na*: 1962.1239 m/z, K*: 1978.0737 m/z)
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5.2 MALDI-TOF MS of H-CK1s-NH: (2), method 4.51 (i)

tntensity RCSlisarah-CK15_linear A1_L
(counts)
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H-CKis--NH2 MW — 2042.76 g/mol
Analysis performed on unpurified peptide.
(H*: 2042.9569 m/z, Na*: 2065.9619 m/z, K*: 2081.7832 m/z)



5.3

MALDI-TOF MS of H-Kis-NH: (10), method 4.6 G)

intensily RCSUSARAH_K15_SIEB_UNPROT_12501s1 0_A1_L

(counts)
A

H-Kis-NH: MW —1939.61 g/mol

Analysis performed on unpurified peptide.

(H*: 1939.1220 m/z, Na*: 1960.9486 m/z).

Note:

Greater occurrence of deletion peptides in Sieber amide resin versus MBHA
polymer resin, even though resin loading is slightly less (0.64mmol/g (Sieber
amide, 0.7mmol/g Rink amide MBHA resin). Sieber amide is polystyrene
based, whereas MBHA is copolystyrene(styrene-1% (DVB). Each deletion peak

corresponds to the target peptide with 15-n residues.
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5.4 MALDI TOF MS of H-Kis-NH: (10), method 4.6 (i)

Infensity RCSUSARAH_K15_SIEB_UNPROT_12s01s10_A1_L
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H-Kis-NH2 MW 1939.61g/mol
Analysis performed on unpurified peptide.
(H*: 1939.1220 m/z, Na*: 1960.9486 m/z).

Note: Small occurrence of extra peaks corresponding to deletion peptides



5.5 MALDI TOF MS of H-Kis-NH: (10), method 4.72 ()

Intensily RCSUSARAH_KI5_20fant0_A22 L
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H-K:5-NH: MW 1939.61 g/mol

Analysis performed on unpurified peptide.

(H*: 1939.0919 m/z, Na*: 1961.0453 m/z, K*: 1977.0674 m/z)

Note: Occurrence of extra peaks above the expected mass of H-Kis-NHz, most likely
due to either unprotected side chains, and/or reattachment of reactive

protecting groups. These peaks could not be definitively identified.
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5.6 MALDI-TOF MS of H-Kzs-NH: (29), method 4.72 (ii)

Infensity RCSUSARAH_K25_20jan10_A16_L
{counts)
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H-Kzs-NH: MW 3221.34 g/mol

(H*: 3224.8197 m/z, Na*: 3247.0079 m/z).

Note: Small occurrence of deletion peptides, below 3224.8197 m/z and peaks larger
than the expected total mass (3388.3071, 3524.6569, 3688.7046 m/z). These are
most likely due to the cleavage process, with unprotected side chains and/or
reattached reactive protecting groups, which could not be definitively assigned,
however mass increase is equivalent to that found for H-K1s-NH-: (10),

Appendix 5.5 from method 4.72 (i) (163 and 299 m/z).
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5.7 MALDI-TOF MS of H-Ks-NH: (1), method 4.72 (iii)

Intensity RCSUSARAH_K30_25thJent10_A18_ L
(coums)J 40301484
12,000—]

11,000

10,000
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= 83 5360

H-Kzo-NHz: MW 3862.20 g/mol

Analysis performed on unpurified peptide.

(H*:3866.8690 m/z, 2H*: 1934.0732, 2Na*: 2015.6863, 2K*: 2083.5360).

Note: ~ MS displays half masses of the target peptide, through doubly charged
moieties. Also, deletion peptides seem to be minimised, but there is still
apparent increased-mass impurities, (4030.1484 m/z, 4166.5241 m/z), which also
displayed half masses (2015.6863, 2083.5360 m/z). The mass increase is
equivalent to those present in the precursors H-Kis-NHz (10) (Appendix 5.5)
and H-K>s-NH: (29) (Appendix 5.6).
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5.8 MALDI-TOF MS of H-CK3-NH: (2), method 4.72 (iv)

Intensity RCBUSarah_CK30_B_01febt0_A1_L
(cuums)‘ 706753 41338851

- I067,3459

. 1995710y

2,500 82705167

T
H-CKs-NH2 MW - 3965.34 g/mol
Analysis performed on unpurified peptide.
(H*: 3970.6753 m/z, 2H*: 1985.7368 m/z)
Note: Occurrence of half mass by doubly charged peptide, and small occurrence of

deletion peptides. However, there is considerable presence in increased-mass
impurities (4133.9850, 4270.6167 m/z), as seen in Appendix 4.5-7. Their half
masses were visible also (2067.3459, 2135 m/z).
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5.9 MALDI-TOF MS of Purified H-CKsx-NH: (2), method 4.72 (iv)

Intensfty RCS¥Sarah_CK30_HPLCOB_BFERTO_AG_L
(coumts)
A
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H-CKs-NH2 MW - 3965.34 g/mol

(H*: 3971.1789 m/z)

Note: Occurrence of peptide dimer at 7941.1367 m/z due to disulfide linkage between
cysteine thiols. Peaks at 1099.6110 m/z and 2196.9565 m/z could not be

identified. Increased mass peak were not seen here.
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5.10 MALDI-TOF MS of H-K2-NH: (28), method 4.73 (iii)

Intensity RCSVSARAH_K20_20jan10_A.20 L
{counts)

Ii.lJIJB:' 29609243

4,500 A4 6184

30007 2600,4265
= 2581 Jar7

3,000 T sde T T Tagu

H-K2-NH2 MW - 2580.48 g/mol

Analysis performed on unpurified peptide.

(FF*: 2581.3417 m/z, Na*: 2603.4265 m/z)

Note: Occurrence of impurities with increased-mass of same quantity as seen in

Appendix 4.5-8. These peaks could not be definitively assigned.
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5.11 MALDI-TOF MS of H-CKs-NH: (2), method 4.73 (iv)

Intensity RCSYSara_CK30_28/an10_A19_L
teoumiz) 3971 4185

5,600
5400
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5,nnn-
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2,000

1,800

H-CKso-NHz MW 3965.34g/mol

Analysis performed on unpurified peptide.

(H*: 3970.6793, 2H*: 1985.7167 m/z)

Note: Occurrence of a small number of deletion peptides. No occurrence of increased

mass impurities.
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5.12 MALDI-TOF MS of Purified H-CKx-NH: (2), method 4.73 (iv)

tnlensity RCSUSARAH_CK30_HPLC4_REFLECT_1 2FEB10_AG_R
(counts)

3 3967 4228
3.200—

3,000

2,600
2,400

2,200

2000
1,500 41317353

1 Jl]ll—; 4048 7722

H-CKsz-NHz MW 3965.34g/mol

Analysis of purified peptide

(H*: 3971.1789 m/z)

Note: Occurrence of increased mass impurities (4048.7722, 4131.7363 m/z), with

increase of 163 m/z (as before) and 81 m/z. Impurities could not be identified.
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5.13. MALDI-TOF MS of P17 (5), method 4.8

intansily Jap.20th_200%SARAH_P17_AH_R
(counts)

H Bﬁr 400

- Al K

48025
802503 838301 1745 6360

10760219

20012034

§ 1,000 1. 2, 2, 3,000 3,500

P17 MW 2186.77 g/mol
Analysis performed on unpurified peptide.
(H*: 2188.4408 m/z, Na*: 2210.4901 m/z)

Note: - Small occurrence of deletion peptides.
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5.14

IR Spectrum of Imidazole-1-sulfonyl azide 1.HCI (35), method 4.91
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Analysis performed on unpurified compound

IR KBr: 3102 cm, 2168cm(azide), 1422cm™
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5.15 1H NMR Spectrum of Imidazole-1-sulfonyl azide 1.HCI (35), method 4.91
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5.16

13C NMR of Imidazole-1-sulfonyl azide 1.HCI (35), method 4.91
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Analysis performed on unpurified sample
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5.17 1H NMR of Fmoc-Lys(N3)-OH (6), method 4.93
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Analysis performed on unpurified sample
TH NMR (CDCls, 400MHz) &: 1.48 (m, 2H), 1.61 (m, 2H), 1.75 (m, 1H), 1.98 (m, 1H), 3.20 (t,
2H), 4.13-5.31 (5H), 7.22 (t, 2H), 7.32 (t, 2H), 7.39 (m, TH), 7.45 (m, 1H), 7.68 (d, 2H)
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5.18 MALDI TOF MS of Fmoc-Lys(Ns)-OH (6), method 4.93

Intensity Nov.26st_2008/sarah_27s11 s08_Lys—N3 _MeCN_A.9_R
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Fmoc-Lys(N3)-OH MW — 394.16 g/mol
Analysis performed on unpurified sample

(Na* 416.9885 m/z)
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