
Use of HPLC
Before use:
1. Mobile phase preparation: We need to prepare the mobile phase required for the experiment
before using the instrument. After preparing a certain concentration of solution, use 22 μm filter
membrane removes impurities in the solution by suction filtration to prevent it from blocking the
injection pipe of the instrument. Then the solution was treated in an ultrasonic instrument for ten
minutes to remove bubbles in the solution, because the existence of bubbles will affect the
detection effect of the instrument. After preparing the mobile phase, connect it to the mobile phase
inlet of the instrument.

2. Turn on the instrument: Turn on the switches of sample injector, UV detector, fluorescence
detector and other equipment in turn. After the indicator lights of all instruments turn green, turn
on the HPLC instrument control software in the computer. Turn on the deuterium lamp in the
column of ultraviolet detector for subsequent detection.

3. Exhaust bubble: Turn the three-way valve so that the mobile phase can directly enter the waste
liquid tank through the pipeline of the instrument without passing through the chromatographic
column. After that, click the instrument monitoring window in the software, adjust the flow rate at
the injection port where the mobile phase has been replaced to the maximum (5ml / min). Waiting
for about 2 minutes, drain the remaining mobile phase in the pipeline and remove the bubbles in
the pipeline.

4. Cleaning: Click the "cleaning" button in the instrument monitoring window to automatically
clean the injector and plunger respectively. The injector is cleaned about 5 times and the plunger is
cleaned 2-3 times.

5. Preparation of samples: Samples to be tested shall be centrifuged in a centrifuge at the speed of
12000r/min for 3-5 minutes to remove solid impurities in the samples and prevent them from
blocking the pipeline. After that, move the sample to the sample bottle dedicated to the HPLC
instrument so that the injector needle can absorb the sample.

In use:
1. Method setting: Before formally measuring the sample, the method should be set first, and the
parameters such as column temperature, injection volume, UV wavelength and measurement
duration mentioned in the literature should be set.

2. Placing the sample bottle: Place the special sample bottle for the instrument containing the
sample on the platform of the sampling device. Be sure to place the sample bottle and the
platform in place to prevent the needle of the sampler from touching the place outside the rubber
port of the sample bottle.

3. Start analysis: Enter the "single needle analysis" or "multi needle analysis" window, select the
method just set, send the method to the instrument hardware, select the position of the sample



bottle, and click the "start" button for sample injection analysis. In the process of analysis, the UV
monitoring window can be opened at any time to observe the real-time analysis results of the
sample. Note that the hand cannot be extended above the sampler platform during instrument
injection, so as to prevent the needle of the sampler from harming people.

After use:
1. Result analysis: after all samples are analyzed, the chromatograms of one or more samples can
be observed, and the area of a specific peak can be integrated and calculated by clicking the
"integration" button to reflect the relative content of the substance corresponding to the peak. The
chromatogram can be output as a file for storage for later analysis.

2. Turn off the instrument: when turning off the instrument, first adjust the flow rate to 0 in the
instrument monitoring window, then turn off the corresponding software of the instrument in the
computer, finally turn off the switches of hardware equipment in turn, and fill in the instrument
use record form. Complete the whole use process.


