HOW TO KNOW ABOUT COLUMNS
 (
Each
 
column
 
has
 
a
 
specific
 
range
 
of
 
stability
 
about
 
pressure,
 
flow
 
rate,
 
pH
 
and
 
temperature.
 
Before
 
to
 
mount
 
a column
 
please
 
always
 
check this
 
information
 
on
 
dedicated
 
table
.
For the optimal method and good maintenance of columns, also check the maximum amount of
 
sample, injection volume and minimum wash volume on the same table. You should remind to 
filter
 
all
 
your
 
sample
 
with
 
appropriate
 
HPLC
 
filters
 
(0.45
 
µm),
 
especially
 
whe
n
 
the
 
column
 
hasn’t
 
got
 
a
 
guard
 
column! Before the journal shutdown of system or before removing the column, 
perform the final
 
washing
 
procedure:
W/ACN
 
90/10,
 
1
 
mL/min
 
for
 
15
 
min;
W/ACN
 
10/90,
 
1
 
mL/min
 
for 15
 
min.
Store the columns
 in a mixture of organic solvent and water (
e.g.
 W/ACN 25/75) after final washing
 
procedure and put the caps at the end. Never store the columns with some buffer inside (it request
 
different
 
washing
 
procedure), because this
 
will short
 
the
 
lifetime.
)

Equilibration (for the beginning)
Cartridges need to be flushed properly before the use. Starting from a flow equals to 0, gradually increase the flow rate in small manual steps, or using the settable gradient directly into the software (Pump > Auxiliary… > set at 1 mL/min). This method must always be used when the flow in column starts from zero, this avoids a strong impact on the stationary phase preventing its breakage.
 (
If the column has dried out
 during the storage, follow this special method (during the flux
 
please check frequently
 
the pressure
 
profile):
Activate
 
the packing
 
by flushing
 
W/ACN
 
5/95
 
at
 
0.1
 
mL/min
 
for
 
1
 
or
 
2 
hours;
Increase
 
flow
 
at
 
0.3
 
mL/min
 
for
 
30
 
min;
Increase
 
flow
 
at
 
0.5
 
mL/min 
for
 
30-20
 
min;
Increase flow
 
at
 
1
 
mL/min
 
for
 
10
 
min.
You can change timing by evaluating the UV line at 210 nm and 254 nm, when the profile
 
become
 
dish
 
you
 
can
 
pass
 
at
 
next
 
step.
 
If
 
all
 
went
 
well,
 
now
 
the
 
column
 
is
 
packed
 
and
 
you
 
can
 
proceed
 
with
 
the
 
equilibration.
Adapt the method in case of different maximum flow rate, long length or if the column is
 
a
 
direct phase.
)

Reversed phase columns (RP-18, RP-8) are shipped in W/ACN (50/50 or 25/75) and normal phase columns (Si, NH2, CN, Diol) are shipped with n-heptane/dioxane 99/1, or differently if specified.


Procedure for equilibration:
· Set flow at 1 mL/min with W/ACN 10/90 for 10 min;
· Set your initial eluent of the method at 1 mL/min for 10/15 min;


adjust the time depending on the column length

· Leave running the eluent at flow of your method, the injection should start with the pump on.

Now the column is ready for the injection.
Washing program (for the end of method)
At the end of each method, program the wash of column as follow (the time depends on the column length):
· Bring the eluent to W/ACN 5/95 in gradient;
· Isocratic at this composition;
· Gradient to W/ACN 90/10;
· Isocratic W/ACN 90/10.
If the UV and pressure lines are stable, the column is ready for a new injection.

GUIDE TO GOOD USE HPLC

Fill Register USERS.
Open purge pump with a little rotation (you should feel a friction decrease), turn on the system using all physical buttons, and open the Agilent ChemStation software.
Choose your solvents and Check:
· the eluent volume into the bottle;
· dip-pipes are immersed and close to the bottom;
· no air in all lines;
· the method opened.

Select DEF method. Don’t modify any method other than yours! DEF is preset and cannot be overwritten, so
you can operate in security.
Set, or check, the real volume of each eluent into the software (click on Bottle image > Solvent bottle filling
> fill the boxes with volume and the lower level admitted before stopping flow) Click on Pump > Auxiliary > Set properly compressibility
 (
If in the line is present some air
, connect the capillary instead of a column,
 
close
 
purge
 
pump,
 
click
 
on
 
Pump
 
>
 
S
et
 
pump
 
>
 
1
 
mL/min;
 
set
 
100%
 
of
 
line
 
that
 
contains
 
air
 
and
 
keep
 
this
 
set for
 
15
 
min
 
or
 
more
 
(you
 
should
 
check
 
the
 
waste
 
line,
 
if
 
you
 
see
 
bubbles
 
continue
 
with
 
this
 
conditions).
 
When
 
pressure
 
become
 
stable the
 
system is
 
ready to proceed.
) (
If in the lines is present W/
i-PrOH
 eluent, keep install the capillary, leave purge pump open, and run
 
the
 
correct
 
eluent
 
clicking
 
on
 
Pump
 
>
 
Set pump
 
>
 
5
 
mL/min;
 
set
 
properly
 
the
 
percentage of
 
solvent
 
and
 
condition the lines keeping this set for 15 min. Do
 this for the lines you will need. Stop the flow, close
 
the
 
purge
 
pump,
 
click
 
again
 
on
 
Pump
 
>
 
Set
 
pump
 
>
 
1
 
mL/min
 
and
 
keep
 
conditions
 
for
 
other
 
5
 
min.
 
Then
 
you
 
can
 
proceed.
)


Turn on the pump and click on Pump > Set pump > 5 mL/min; Name of solvent; set 50% of B and condition the line keeping this set for 10-15 min (skip this part if you already performed the previous procedure in blue box).
Stop the flow and click on Pump > Auxiliary > set 1.00 mL/min as gradient flow.
If there isn’t air in the system, put your column, close purge pump, turn on DAD (> Control > ON only lamp you will need)
Equilibrate the column: click on Pump > Set up pump > fill the box with “Procedure for equilibration”

Set you method in pump and DAD (or open it, if so check again Pump > Auxiliary > 1 mL/min), remember to
add “Washing program (for the end of method)”.

Click on Injector > Set up Inj > select Inj with needle wash and fill the box with Vial 91 (if the Vial isn’t already
present, put in one in this position containing MeOH).

Remember to set Standby mode of system at the end of a Sequence (Sequence > Sequence Parameter > tick on Post-Sequence Command/Macro > Standby and set Not Ready Timeout at 2 min) or if no one will use the instrument after then you (for manual control: Pump > Control.. > Standby)
 (
Procedure
 
to
 
shutdown
 
the
 
system:
)

· At the end of each day proceed with the “final washing procedure” (with the column connect: W/ACN 90/10, 1 mL/min for 15 min, then W/ACN 10/90, 1 mL/min for 15 min);
· At the end of the week, or before a long stop period, wash the instrument
· perform the “final washing procedure”,
· open purge pump,
· replace the column with the capillary,
· put all dip-pipes into a solution of W/i-PrOH 1:1,
· set the pump with A1 active, B1 = 50%, 5 mL/min for 10 min,
· set the pump with A2 active, B2 = 50%, 5 mL/min for 10 min,
· stop flow, close purge pump and set flow at 1 mL/min for 5-10 min.
Proceed with turn off the modules (pump and DAD) on software, close software, and turn off the buttons.
Remember that if the lines of HPLC contain W, ACN, or other organic solvents, turn on the instrument and eluent running for 15 min in each lines every day to avoid the degradation lines. Finish this procedure with “final washing procedure”.

REGISTER USERS
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	COLUMN TYPE
	SOLVENTS USED
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REGISTER WEEKLY WASH INSTUMENT W/i-PrOH

	DATE
	NAME
	SIGN
	DATE
	NAME
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