
Centre for PanorOmic Sciences ς Imaging and Flow Cytometry Core 

BD Influx Operation Manual 
 

BD Influx Standard Operation Protocol - 

System Startup 

Before turning on the system, please make sure the sheath tank is full (~6 kg) and waste tank is empty 

(only containing bottom filled layer of bleach. 

BSC Hood: 

Turn on the light of the BSC hood for a convenient working environment Ą Turn on the Blower and 

Aerosol Management System buttons if clean sorting environment is required or biohazardous samples 

are to be run on the machine Ą Open up the window of BSC hood.   

 

 

 

Machine Start Up: 

(1) Turn on the άMain PowerέĄ (2) άCƭǳƛŘƛŎǎ tƻǿŜǊέ and άL[[¦aέ Ą (3) ά!ƛǊ ŎƻƳǇǊŜǎǎƻǊέ (gauge must 

show 20 psi)Ą (4) Chiller Power and Arrow Ą (5) Air Pump (gauge must show between 5-10 Hg) Ą (6) 

Turn on the power of each laser that is required and warm up for about 20 minutes (blue laser is 

compulsory to be turned on) Ą(7) Air Switch at left side of Influx Ą(8) Computer Power (in the cabinet) 

Ą(9) Log in to ά!ŘƳƛƴƛǎǘǊŀǘƻǊ ŀŎŎƻǳƴǘέ, password ά.5L{έ (twice beep sound will be heard if the server 

has connected with the instrument successfully). 
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(10) Place the flush bucket and debubble reservoir under the nozzle assembly. Fill in MQ water and start 

the debubbling process with Purge/Rinse/Pulse/Long peak modes until all the bubbles are removed 

ŦƻƭƭƻǿŜŘ ōȅ ǘǳǊƴƛƴƎ ƻƴ ǘƘŜ ǎǘǊŜŀƳ ǿƛǘƘ άw¦bέ ōǳǘǘƻƴΦ wŜƳƻǾŜ ǘƘŜ ŘŜōǳōōƭŜ ǊŜǎŜǊǾƻƛǊ ŀƴŘ ŦƭǳǎƘ ōǳŎƪŜǘΦ 

 

 

 

 

Double click BD FACS Sortview Ą BD FACS SortwareĄ Make sure the flask is in place Ą Click Connect.  

 

 

 

(11) Start aligning the stream by adjusting the Horizontal, In/Out, Left/Right and the focus knobs until 

the brightest spot of the fluorescent signals and a sharp image of the stream and are obtained. 

 

 

 

 

 

(12) Restore the latest QC workspace for 100um nozzle ƛƴ άC/C v/ [ƻƎέ ŦƻƭŘŜǊ Ą restore Laser Delay 

and Fluidics Setup. Load Rainbow beads and start running the sampleĄ Adjust the sample flow rate, 

sample pressure >  sheath pressure 1psi ĄOpen Blue Laser shutter Ą close the door in front of the 

nozzle and activate laser by presenting your finger onto the sensor. 
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(13) Switch the video channel to Video 2 on the Oscilloscope. Start aligning the horizontal and vertical 

knobs corresponding to Forward Scatter to the pinhole and stream by referring to the fluorescent 

signals exciting by blue laser. 

 

 

 

 

SŜǘ ǘƘŜ ά5ƛǎǇƭŀȅ ŜǾŜƴǘ ǊŀǘŜέ ǘƻ мллΦ  

 

 

 

 

(14) Open the shutters of the other lasers, preferably with this sequence: 

άwŜŘέ Ą ά±ƛƻƭŜǘέ Ą ά¸Ŝƭƭƻǿ-ƎǊŜŜƴέΦ Open the shutter of each laser and 

highlight each dot plot in the Sortware by referring to its corresponding 

channel. Start adjusting the vertical knob of each laser to fit its designated 

pinhole followed by ƻǇǘƛƳƛȊƛƴƎ ǘƘŜ ά[ŀǎŜǊ 5Ŝƭŀȅέ ǘƻ ƳŀƪŜ ǎǳǊŜ ǘƘŜ ǎƛƎƴŀƭ ƻŦ 

each peak is located at the center of it corresponding bucket which shown 

on the oscilloscope (applies to all lasers except Blue laser).  

a. Blue Laser: vertical knobĄ 1st pinhole 

b. Red Laser: vertical knob Ą 7th pinhole 

c. Violet Laser: vertical knob Ą 5th pinhole 

d. YG Laser: vertical knob Ą 3rd pinhole 
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(15) Slightly adjust the horizontal knob to achieve highest signal strength and tightest CV. When all the 

alignments have been done, select QC Log folder to record FCS file Ą save workspace in FCF QC Log 

folder. 
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Accudrop Test: 

1. File Ą restores Accudrop workspaceĄ uncheck ά[ŀǎŜǊ 5Ŝƭŀȅέ and άCƭǳŘƛŎǎ {Ŝǘ ǳǇέ Ą(16) turn on 

the voltage of deflection plates Ą ǘǳǊƴ ƻƴ ά¢Ŝǎǘ {treamέ Ą άtƛŜȊƻ !ƳǇƭƛǘǳŘŜέ Ą άCƭŀǎƘ /ƘŀǊƎŜέ Ą 

ά{ƘƻǊǘ CƭŀǎƘέ Ą άtƛŜȊƻ !ƳǇƭƛǘǳŘŜέΣ ǘƻ ƳŀƪŜ ǎǳǊŜ ǘƘŜ ǎƛŘŜ ǎǘǊŜŀƳ ƛǎ ǿŜƭƭ ǎŜǇŀǊŀǘŜŘΦ 

 

 

 

 

 

 

 

 

 

 

 

2. Load Accudrop beads Ą(17) turn the filter knob to Accudrop filter Ą run accudrop beads Ą click 

ά{ǘŀǊǘέ ƛƴ ǘƘŜ ǎƻǊǘ ƭŀȅƻǳǘ Ą ŀŘƧǳǎǘ ǘƘŜ άŘǊƻǇ ŘŜƭŀȅέ ǳƴǘƛƭ ǘƘŜ ƭŜŦǘ ǎǘǊŜŀƳ ƛǎ ŀǎ ōǊƛƎƘǘ ŀǎ ǇƻǎǎƛōƭŜ ǿƘƛƭŜ 

nearly no fluorescent signals can be detected in the mainstream. Change the Sort Mode to 1.0 Drop 

Pure and adjust the Drop Delay again Ą Turn the Accudrop filter knob back to the ND filter position.  
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3. Turn off the voltage of deflection plateĄremove the cone-shaped flask Ą place the desired 

collection device and dummy tubes into the sort chamberĄ place a slide on top of the dummy 

tubesĄconnect the tubes to the ports if cold condition is needed  

 

 

 

 

 

4.  wŜǎǘƻǊŜ ŀ ǿƻǊƪǎǇŀŎŜ ŦƻǊ ά9ȄǇŜǊƛƳŜƴǘέ ƛƴ 5ŜŦŀǳƭǘ ŦƻƭŘŜǊĄ charge deflection platesĄdouble click 

ά¢Ŝǎǘ {ǘǊŜŀƳέ ǘƻ ŀŘƧǳǎǘ ǘƘŜ Ǉƻǎƛǘƛƻƴ ƻŦ ǘƘŜ ǎƛŘŜ ǎǘǊŜŀƳǎ Ą ά{Ŝǘ IƻƳŜέΦ 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

5. Turn off the voltage of deflection plates Ą replace the dummy tubes with the collection tubes that 

contain complete medium. The cytometer is now ready for your experiment. 
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Experiment Set Up: 

1. You may add or remove the plots as you wish according to your experimental design.  

 

 

 

 

 

 

 

 

2. Right click X and Y axes and use ADCs to label the parameters accordingly. 

 

 

 

 

 

 

3. [ƻŀŘ ǎŀƳǇƭŜΣ ǇǊŜǎǎ ά{ŀƳǇƭŜέ ōǳǘǘƻƴ ōŜǎƛŘŜ ǘƘŜ ǎŀƳǇƭŜ ƭƻŀŘƛƴƎ ǇƻǊǘ ŀƴŘ ŎƭƛŎƪ ά!ŎǉǳƛǊŜέ ƛƴ {ƻǊǘǿŀǊŜΦ 

 

 

 

4. ¢ƻ ǊŜŎƻǊŘ C/{ ŦƛƭŜΣ ǎŜƭŜŎǘ άǳǎŜǊέ ŦƻƭŘŜǊ ŀƴŘ ŎǊŜŀǘŜ ȅƻǳǊǎŜƭŦ ŀ ƴŜǿ ŦƻƭŘŜǊ ƛŦ ȅƻǳ Řƻ ƴƻǘ ƘŀǾŜ ŀ ŦƻƭŘŜǊ 

yet. Label the tube name Ą set event limit and select stopping gate Ą ŎƭƛŎƪ άwŜŎƻǊŘέΦ 

 

 

 

 

 

 


