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Column: ACE® Excel 2 C18, 100x3,0 mm

Mobile phase: A: 10 mM ammonium formate pH 3,0 in H,0
B: 10 mM ammonium formate pH 3,0 in ACN/H,0 (90:10 v/v)

Gradient: 5 to 100% B in 10 minutes
Flow rate: 0,4 ml/min

Temperature: 30 °C

Detection: UV, 254 nm
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Sample: 1: Cytosine 2: Uracil 3: Caffeine 4: Nortriptyline 5: Toluene

REVERSED PHASE HILIC

Column: ACE 5 C18, 150x4,6 mm Column: ACE 5 C18, 150x4,6 mm

Mobile phase: 10 mM NH,COOH pH 4,7 in MeCN/H,0 (40:60 v/v) Mobile phase: 10 mM NH,COOH pH 4,7 in MeCN/H,0 (92:8 v/v)

Flow rate: 1.5 ml/min Flow rate: 1.5 ml/min

Temperature: 30°C Temperature: 30°C

Detection: UV, 254 nm Detection: UV, 254 nm
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Phase USP listing Functional group Endcapped Particle size (um)
ACE HILIC-A L3 Proprietary SIL No 17;3;5
ACE HILIC-B L8 Proprietary aminopropyl No 1735
ACE HILIC-N Pending Proprietary polyhydroxy No 17,35

Pore size (A) Surface area (m%/g) Carbon load (%) pH range
100 300 - 2-7
100 300 4,0 2-7
100 300 70 2-7
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Column format: 5 um, 150x4,6 mm, mobile
phase: isocratic, 10 mM ammonium formate
pH 4,7 in MeCN/H20

(90:10 v/v), flow rate: 1,5 ml/min, temperature:
25 °C, injection volume: 5 pl, detection:

UV, 254 nm. Sample: 1. 4-amino benzoic
acid, 2. nicotinamide, 3. 4-hydroxybenzoic
acid, 4. adenine, 5. mandelic acid, 6.
2'-deoxyguanosine, 7. acebutolol, 8. tyramine,
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B 9. FR2BENMAE pH (CH1F5 HILIC-B 48 ED
B (7R). 18R (B). Pl () DFNORS
YIDLEES Column format: 5 um, 150x4,6 mm,
mobile phase: Isocratic, 10 mM ammonium
formate in MeCN/H20 (90:10 v/v), flow rate: 1,
5 ml/min, temperature: 25 °C, injection
volume: 5 pl, detection: UV, 254 nm. Sample: 1.
4-amino benzoic acid, 2. nicotinamide,

3. 4-hydroxybenzoic acid, 4. acebutolol,

5. adenine, 6. tyramine, 7. atenolol, 8.
2'-deoxyganosine, 9. mandelic acid.

RIS, BI3BTBENME pH T 3 D0 HILIC AHTEMMF I BB Z
FERLTYYIINERII-Z2I U DBSEUZNTI AL pH OEAFED
BERRFELES (ATvT 2). RIC. B %, RE. BERBERED
INSA=A-%REELT (A7vT 3). RI&IIA HILIC DREEZEITSC
WNTEFY ., COLSBEBRZIRAIZET, XYY RAFETOERH(C
DRERCEDVERIEANREZ FU. BUIRNSALFEEMEDE
BDEZERUTRERAVYRERFE TN TEFT,

Comments

ACE HILIC-A, ACE HILIC-B and ACE HILIC-N, 150x4,6 mm

Parameter
Column

A: 10 mM ammonium formate in MeCN/H,O (96:6 v/v)
B: 10 mM ammonium formate in MeCN/H,O (50:50 v/v)
Ammonium formate is at pH 3,0; 4,7 or 6,0

Gradient mobile phase

Gradient screen Time (mins.) %B
0 o]
15 100
20 100
21 (o]
1 0]

10 mM ammonium formate in MeCN/H,O (90:10 v/v)
Ammonium formate is at pH 3,0; 4,7 or 6,0

Isocratic mobile phase

Flow rate 1,5 ml/min
Temperature 25°C
Detection Dependent on sample
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FIGURE 10. Flow diagram for recommended

HILIC method development strategy.
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