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1H and 13C NMR spectra of 7
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1H and 13C NMR spectra of 8
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1H and 13C NMR spectra of 9
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1H and 13C NMR spectra of 11
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NOE of Compound 11
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HPLC Charts for Peptide 2, 3,4, 5, 13
Table 1. MS and HPLC retention time

No | Expect(M + H)* | Observed (M + | Retention time/ | HPLC
H)+ min method?

2 863.4 863.4 25.2 11

3 863.4 863.4 24.3 11

4 1051.6 1051.5 29.8 |

5 1037.6 1037.4 29.2 |

13 | 861.5 861.4 23.3 |

aHPLC Method:

A= 220 nm, flow rate: 10 mL/min

Solvent A: H20, 0.1% TFA; Solvent B: MeCN, 0.1% TFA

[:

Time 0 30 30.1 35

B% 0 100 100 100

II:

Time 0 30 30.1 35

B% 0 90 100 100
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HPLC spectra:
1. on-resin mistunobu reaction to afford 2, 3 (Experiment A)

C
SFFS \( C C
FmocHN H H
N - |
H;N—O _— j\ _O \)J\ /d‘;l\_)l\N N ..\\‘J\N
¢ </ c "< j\ H
HC-F=C N ¢
CEn 4 \ HC-F=C
N CEn
™

[ :]*)LH c cH c CH
. \ c C C C C
(Oeq) ‘\?j\/JL /[:iji\/ﬂ\ N L \Tj\/J\N H\{JLN/[%(H L
¢

" FFhai"0Oeq) DEAD("Oeq’ ‘h <;’§

2, TFA/H2C/T S(4 mL/0 * mL/C - mL] 4h ‘ — !

HC-F=C
HN N HC Fpii::j NN T

2 (Macr) 3 (Mincr)

0401

0.35

0.3[%5 |
- F/ |

0.20-

AU

0.154

25.142

0104
1 I i i

] ‘ 3 I\ \ i) \

0.057 |\ \4 \ 'yl |
] |

. —/\‘_\,‘;,/—-/-—’I "\"L’_’_ o —/"“A/ %_73'\4-1 \\_/" \—I\JI\_)‘_

0.004— S

— 77— —T— — T
0.00 5.00 10.00 15.00 20.00 25.00 30.00
Minutes

2. Test of Mechanism I (Intramolecular alkyl transfer of the phosphoryl ester
group) (Experiment B)
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3. Mixture Test (Experiment A mixed with Experiment B)
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4. Test of Mechanism II (Experiment C and D)
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5. Post-peptide synthesis on-resin N(m)-alkylation (Experiment E)
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Purity of Peptide 2, 3,4, 5, 13

Table 2. Purity of Peptides

No 2 3 4 5 13
Purity 97% 96% 98% 98% 100%
HPLC Method:

A= 220 nm, flow rate: 1.0 mL/min
Solvent A: H20, 0.1% TFA; Solvent B: MeCN, 0.1% TFA

Time

0
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30.1

35

B%

0
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100

100
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S12

T T T
20.00




Peptide 3
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Peptide 5
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