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Inset: Blow up of the inal purification step

norm] — O Purity measured by Anlon Exchange HPLC
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Conditions
Column: AMBERCHROM XT . lem LD. x 25cm L
Flow rate Loading and Equilibration: 4 mL/minute
Detritvlation: 4 mL/minute
Elution: I mL/minute

Mobile Phase A: 0.1M TEAA, pH 7.0
B: 20% acetonitrile in 0.1M TEAA, pH 7.0
C: 0.5% TFA (for detritylation)

Gradient 20% - 55% B in 10 column volumes (200 mL)

Sample 20-mer phosphodiester oligonucleotide
(5-AGC TAG CTA GCT AGC TAG CT-3")
DMT-on, not fully deprotected

Loading 100 pl of 1.0 pumol
Detection UV @ 260 nm
Fractions 1 ml fractions collected
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10032 34 36 3B 40 41 44 min
Silica K C4, 16 pm, 100 A
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Silica ¥ €4, |5 pm, 300 A
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Column:
Eluents:

Gradient:

Amberchrom™ XT

lem % 25 ¢cm
A.0.1% TFA inWater
B. 0.1% TFA in ACN
10% B for 5 min
10-60% B in 60 min

Silica¥ €4, 15 pm, 120 A

Flow rate: 2 mlfmin

Detection: UV @ 214 nm

Sample: 1. (lle7) Angiotensin IlI
2. (Val4) Angiotensin 1l
3. Angiotensin Il
4. Angiotensin |
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0,1 M Tris, pH 8
Highest purity fraction = 97,5%

0,1% TFA, pH 2
Highest purity fraction = 96,0%

b1 LE] 4] 128 150 175 200 min

Maorm
12007

1009

8004
|

i
g01]

|
1

1
4004

200

1]

| 0,1 MTris,pH B

0.1% TFA.pH 2

Columin: | em LD 1D cm L
Flow rate: 2 mLimin
Detecron: UV @ 280 rm |
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Conditions
D% TFA pH 2
0.1M Tris, pH 8

20 40 &0 a0 min

Total Capacity
55 mg/ml
101 mg/ml

I% capacity
50 mg/mil
99 mg/ml
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Packing Material Probe 1% Capacity Total

(mgfmL) Capacity

(mg/mL)
XT30 Vancomycin 44 nd
Resin S 15RPC Vancomycin 28 30
Resin P, 100A Vancomycin 37 44
XT30 Insulin 80 98
Resin 5 15RPC Insulin 76 nd
Resin P, 300A Insulin 53 61
Silica Y, 300A Insulin 44 46
XT30 Lysozyme 38 nd
Resin P, 100A Lysozyme 27 55
Resin P, 300A Lysozyme 26 38
Silica V C4 Lysozyme 23 24
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fibdik : IEFEEFXERMAXEHEEEILAKE 609 =

% : (010)-59812370, 59812371, 59812372, 59812373
f&€E : (010)-59812400

pdiii : http://www.prep-hplc.com

HB# : sales@prep-hplc.com

HB4% : 102208
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