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LC Method:

UPLC solvents (use only HPLC grade materials): water, 0.2% formic acid (Solvent A)
acetonitrle, 0.2% formic acid (Solvent B)

UPLG:  Column oven: 50°C  Injection volume: 5yl Flow rate: 900 ylimin
Integrate the following method into your setup. If you are still ising the 50 mm column, please refer to page 90

UPLC Pump Settings
for Column: Waters ACQUITY UPLC BEH C18 1.7 pm 2.1 x 75 mm

Step  Total Time (minutes)  Flow Rate (uLmin) A (%) B (%)
0

0 0.00 900 100
1 038 900 100 0
2 300 900 8 15
3 540 900 0 70
4 550 900 0 100
5 566 990 0 100
6 584 990 0 100
7 593 900 0 100
8 6.10 900 100 0
9 660 900 100 0

Column cleaning: It is recommended to clean the column after each plate for at least 30 minutes at 95% B,
Column long-term storage: 100% acetonitrle without acid or buffer additives is recommended.
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FIA Method:
Anisocratic FIA method is used for the Kit

HPLG solvent: Biocrates Solvent I diluted with 290 mL methanol (see page 14)
Injection Volume: 20 L
Tubing: Biocrates recommends PEEK tubing (colored red)

Upchurch Scientific (1535) 1/16 x 0.005 in, approximately 60-90 cm

Integrate the following method into your setup:

Step  Total Time (minutes) ~ Flow Rate (uUmin) ~ A(%) B (%)
0 0 30 0 100
1 16 30 0 100
2 24 200 0 100
3 28 200 0 100
4 30 30 0 100

Note: Depending on the length of the tubing that connects the autosampler with the ES| Source, this method
might need some minor adjustments. The FIA peaks should be approximately in the middle of the 3-minute data
collection window.
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‘Autosampler Injection Volume [uL] 5 2
Column oven Temp [C] 50 o ‘:;“’"" e
Capilary Voltage [<V] 320 neg. mode 3.30, pos. mode 3.80
Cone Votage [V] 27 2
Source Offset [V] (TQ-S only) 50 50
Source Temp [C] 150 150
Desolvation Temp C] 620 350
s Cone Gas [LiHr] 100 (TQ-MS) 0 (TQ-Ms)
150 (TQ-5) 150 (TQ-S)
Desolvation Gas [LiH1] 1000 650
Colision Gas Flow [mLiMin] 0.15 015
Collsion 2 2
Probe Position 5 5





