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1.1. Analytical methods

HPLC System A:

Stationary phase:

Temperature:

Mobile phase:

Gradient timetable:

Flow rate:
Detection (UV):
Injection:

Sample conc.:

HPLC System B:

Stationary phase:

Temperature:

Mobile phase:

Gradient timetable:

Flow rate:
Detection (UV):
Injection:

Sample conc.:

Lichrosorb 60 RP-Select B 5 um

75 x 4 mm column packed by Merck KGaA

RT

gradient elution

A =0.01 M KH,PO4 and 0.017 M H;3POy, in water

B = CH;CN
mn %A %B
0 95 5

30 20 80
45 20 80
I mL/min

210 nm

10 uL

1 mg/mL

Lichrosorb 60 RP-Select B 5 pm

75 x 4 mm column packed by Merck KGaA

45 °C

gradient elution

A =0.01 M KH,PO,4 and 0.017 M H3POy, in water

B = CH;CN
mn %A %B
0 95 5

15 20 80
20 20 80

I mL/min

210 nm

10 uL

I mg/mL or 5 mg/mL
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HPLC System C:

Stationary phase: Lichrosorb RP-Select B; 5 um

250 x 4 mm column packed by Merck KGaA
Temperature: 45° C
Mobile phase: gradient elution

A =KH2P0O4 0.01 M —H3PO4 0.017 M

B = CH3CN
Gradient timetable: min % A %B

0 95 5

30 20 80

45 20 80
Flow rate: I mL/min

Detection (UV): 210 nm
Injection: 10 pul

Sample concentration: 1 mg/mL

HPLC System D:

Stationary phase: XTerra MS C18, 5 um
4.6 x 50 mm column packed by Waters
Temperature: RT
Mobile phase: gradient elution
A =0.1% TFA in water
B =0.1% TFA in CH3;CN
Gradient timetable: min %A %B

0 95 5
10 80 20
Flow rate: 3 mL/min

Detection (UV): 210 nm
Injection: 10 uL

Sample conc.: 1 mg/mL
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HPLC System E:

Stationary phase:

Temperature:

Mobile phase:

Gradient timetable:

Flow rate:
Detection (UV):
Injection:

Sample conc.:

Lichrosphere 100 RP18, 5 um,
4 x 125 mm column packed by Merck
RT
gradient elution
A =0.1% TFA in water
B =0.1% TFA in CH3;CN
min %A %B
0 90 10
10 80 20
I mL/min
210 nm
10 uL
1 mg/mL

1.2. Semi-preparative methods

HPLC system F:

Stationary phase:

Temperature:

Mobile phase:

Gradient timetable:

Flow rate:
Detection (UV):

XTerra PREP MS C18, 5 um
19 x 50 mm column packed by Waters
RT
gradient elution
A =0.1% TFA in water
B =0.1% TFA in CH3;CN
min %A %B

0 97 3

16 60 40
50 mL/min
210 nm
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HPLC System G:

Stationary phase:

Temperature:

Mobile phase:

Gradient timetable:

Flow rate:
Detection (UV):

1.3. FPLC method

Stationary phase:

Temperature:

Mobile phase:

Gradient timetable:

Flow rate:

Detection:

Lichrosorb C18, 7 um

25 x 250 mm column packed by Merck
RT

gradient elution

A =0.1% TFA in water

B =0.1% TFA in CH3;CN

mn %A %B
0 95 5
30 95 5

60 50 50
80 20 80
90 20 80
20 mL/min

210 nm

Resource RPC 1 ml, 15 pm

column packed by Amersham Pharmacia Biotech

RT
gradient elution
A =0.1% TFA in water

B = CH;0H

min %A %B
0 0 100
37 100 0

4 mL/min

UV 210 nm, radiometer
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2. NMR Spectra

2-[2-(2-Propenyloxy)ethoxy]acetic acid (1)
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2-[2-(2-Propenyloxy)ethoxy]acetic acid benzyl ester (2)

r04779c03.100 20 1 CDC1l3 AF21
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2-[2-(2-Oxiranylmethoxy)ethoxy]acetic acid phenylmethyl ester (3)

r04795c03.100 20 1 CDC13 AF22C
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10-[2-Hydroxy-3-[2-[2-0x0-2-(phenylmethoxy)ethoxy]ethoxy]propyl]-1,4,7,10-tetraazacyclododecane-1,4,7-triacetic
acid 1,4,7-tris(1,1-dimethylethyl) ester (4)
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al05809c06.298 10 1 CDC1l3 AF29C
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10-[3-[2-(Carboxymethoxy)ethoxy]-2-hydroxypropyl]-1,4,7,10-tetraazacyclododecane-1,4,7-triacetic
tris(1,1-dimethylethyl) ester (5)

al05839c06.298 20 1 CDC1l3 AF139
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4-(Oxyranylmethoxy)benzoic acid phenylmethyl ester (6)
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4-[2-Hydroxy-3-[4,7,10-tris[2-(1,1-dimethylethoxy)-2-oxoethyl]-1,4,7,10-tetrazacyclododec-1-yl]propoxy]benzoic acid
phenylmethyl ester (7)

10 ppm
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4-[2-Hydroxy-3-[4,7,10-tris[2-(1,1-dimethylethoxy)-2-oxoethyl]-1,4,7,10-tetrazacyclododec-1-yl]propoxy]

acid (8)
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