USER'S MANUAL

Reversed Phase Separation Column

EICOMPAK PP-ODS Il

EICOMPAK PP-0DS Il is a reversed phase octadecylsilane bonded porous
silica gel column. EICOMPAK PP-ODS Il is suitable for the separation of
dopamine and serotonin.

Instruction

EICOMPAK PP-ODS I is shipped in 20% MeOH/H,0 after extensive
conditioning to render it compatible with electrochemical detection. You
may run mobile phase without further washing.

Recommended mobile phase composition:

1.5%MeOH, 100 mM phosphate buffer, pH5.4, 500 mg/L DSS, 50 mg/L
EDTA Na2.

+ When Using EICOMPAK PP-ODS Il after long time storage, BGC in
electrochemical detector will be higher. Please run with mobile phase
until BGC is lower. (We recommend running with mobile phase for
more than 12 hours)

+ Acceptable pH range for the mobile phase is from 3.5-6.0.

+ Use methanol for organic solvent. Acetonitrile may also be used.

Cleaning & Maintenance

1. Cleaning
Cleaning the column can solve problems such as shorten retention time,
higher column pressure, and smaller peaks.
Process:
a. Run through Ultra-Pure Water forward direction 0.5 ml/min x 30 min
b. Run through 0.1% phosphoric acid/Acetonitrile reverse direction 0.5
ml/min x 60 min
c. Run through ultra-pure water forward direction 0.5 ml/min x 30 min
d. Replace mobile phase and run for at least 2 hours 0.5 ml/min
e. Check by running standards

2. High column pressure

The pressure should be around 7 MPa when EICOMPAK PP-0DS Il column
is set to normal conditions, depending on the tubing. Contact us if column
pressure is still high after cleaning.

3. Storage

Although it is possible to store the column with analytical mobile phase
for up to 1 month, for longer storage please flush the column with 20%
methanol/ultrapure water 0.4 ml/min x 30 min and store in a cool and dark

space. DO NQOT store in refrigerator.
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Installation in-line precolumn

Please install a 4 x 5 mm precolumn packed with CA-ODS or AC-ODS before
the injector. This will prevent problems associated with mobile phase
contaminants. This should be repacked every 1-6 months depending of use.
After repacking, flush precolumn with mobile phase for 10 minutes before
installing.

Analysis with EICOM electrochemical detector
Please set the detector to TIME CONST. = 1.5 sec.

Technical data

1. Adjustment of 700 mM Phosphoric acid buffer fluid pH5.4.
Add NaH,P0,. 2H,0 14.99 g Na,HPQ,. 12H,0 1.376 g to 1 L of ultra-
pure water.

2. Experiment with different methanol concentrations.
At constant 500 mg/L DSS, changing the methanol concentration will
change the retention time.

Concentration of | Retention Time of DA | Retention Time of 5HT
Methanol (%) (min) (min)
1.0 2.0 5.2
15 19 48
2.0 1.8 45

3. Experiment with different DSS concentrations
At constant 1% MeQH, changing DSS concentration causes the
following changes in retention time.

DSS Concentration | Retention Time of DA | Retention Time of 5HT
(mg/L) (min) (min)
300 2.0 48
500 1.8 52
800 *1.9 *5.0

* Retention time shorter when DSS is too high

Although all EICOM products are thoroughly inspected before shipment, please
contact us immediately if EICOMPAK PP-ODS Il does not perform well. Please

understand that if more than 10 days have passed since receipt, we may not be
able to replace the item. We cannot accept a column that has been damaged
by misuse or has changed due to normal wear.
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