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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.

Machine Start Up:

(1) Turn on the “Main Power”-> (2) “Fluidics Power” and “ILLUM” = (3) “Air compressor” (gauge must
show 20 psi)=> (4) Chiller Power and Arrow = (5) Air Pump (gauge must show between 5-10 Hg) = (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) =(7) Air Switch at left side of Influx = (8) Computer Power (in the cabinet)
-(9) Log in to “Administrator account”, password “BDIS” (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
followed by turning on the stream with “RUN” button. Remove the debubble reservoir and flush bucket.

N

P

vy BD FACS™ Sortware

Confirm the tray area is dear and then ciick Connect.
Sortware will connect to the cytometer

[EDIEAGS]
Ortwarc

(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 in “FCF QC Log” folder - restore Laser Delay
and Fluidics Setup. Load Rainbow beads and start running the sample—> Adjust the sample flow rate,
sample pressure > sheath pressure 1psi 2 Open Blue Laser shutter = close the door in front of the
nozzle and activate laser by presenting your finger onto the sensor.

i Restore Workspace
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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.

Marshail n - Marshall

Recording Settings [=]

Recording Settings

Recording | Keywords
Display Buffer

Defauit Display Cuu‘nr. -

FCS File
Folder: | User\Desktop\QC log\100um,
File: QC 24psi 38.2kHz 2 0:

<

'QC 24psi 39.2kHz 20170202
Prefix

(14) Open the shutters of the other lasers, preferably with this sequence:
“Red” = “Violet” - “Yellow-green”. 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 optimizing the “Laser Delay” to make sure the signal of
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 knob—> 1 pinhole
b. Red Laser: vertical knob = 7' pinhole
c. Violet Laser: vertical knob = 5% pinhole
d. YG Laser: vertical knob = 3 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 = save workspace in FCF QC Log
folder.

oo QC 24psi 39.2kHz 20170202_002
P P5-Qi

Mon 1540 MORINTAL

E

720740(640) APC-Alexa700

B w D w0 0
670/30(640) ARC

—— Recording Settings [&]
Ew FG e e [ Recoraing [ keyworas |
FILE EOIT CYTOMETER SORTING \WORKSHEET [';f”‘;““ﬁ’ . ‘
- — efault Display ﬂu1.’|33—|j
New Workspace-  acording || _= Data Sourc =
pesore " — (Eoe] ueooesiomac cioomy
| [ File: 'QC 24psi 39.2kHz 20170202_004.fcs
B see " I8 workspace ”
} - QC 24psi 39.2kHz 20170202
Ly lmport N Cytometer Settings

Analysis Tempiate

X Ext - ) Recording Rule
} A Sort Layout EventLimit. | 10,000 [}
-;J‘l" Calibrite beads Wingow Layout . Time(seck | Continuous =
Stopping Gate: | @AIl Events =
Storage Gate: | @Al Events |

Time Scale (sec): | 100 R
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Accudrop Test:

1. File = restores Accudrop workspace—> uncheck “Laser Delay” and “Fludics Set up” =(16) turn on
the voltage of deflection plates = turn on “Test Stream” = “Piezo Amplitude” - “Flash Charge” 2>
“Short Flash” = “Piezo Amplitude”, to make sure the side stream is well separated.

G
FRE EOIT CYTOMETER SORTING WORKSHEET W

New Workspace.

Restore.. l
Aralys's Tempiate
& mpont * o Sort Layout
| X B Window Layout

&9 Restore Workspace

9, Restore Workspace
Storage: |Defauit | »

Workspaces

&9 Restore Workspace

(=T

e, Restore Workspace

- Workspaces

Name. Date
Accudrop template 1( 11/10/2016 11:51 AM
Accudrop tempiate 1. 11/10/2016 12:28 M

| [ Accudrop template 100um 24psi 39.2KHZ. 111072016 11:51 AM |
e i~ v -

‘Accudrop template 200um 3psT 6.1KHz
Accudrop template 70um 40psi 81.5KHz

Dron Formation

Piezo Amplitude: 3.4 ﬂ Drop Drive

Voo

Drop Frequency: 3999 ﬂKH:

Stream
1120 ﬂﬂ %

Maximum Crop Charge (Volts)

i} I, T ., T

Stream Focus:

(st streams ) [ Fiasn Crerge | snort Fasn |

11/1072016 12:52 PM
11/10/2016 1147 AM

=

Accudrop template 2 11/10/2016 1259 PM
Accudrop template 7( 11/10/2016 11:47 AM
Accudrop template 8 11/10/2016 1116 AM
Accudrop tempiate 8 11/10/2016 1012 AM
Experiment template 11/3/2016 5:38 AM
Experiment template 1L/10/2016 12:30 PM
Experiment template 11/10/2016 101 PM
Experiment template LL/10/2016 11:49 AM
Experiment template 11/10/2016 10:13 AM
Installation-20161017 10/17/2016 1006 PM
Last Disconnect  11/8/2016 11:45 AM
QC template 100um ; 11/5/2016 %16 AM
QC ternplate 100um © 11/24/2016 404 PM
QC template 140um ! 11/10/2016 1223 PM
QCtempiate 200um ! 11/10/2016 1255 PM
QC template 70um & 11/10/2016 1141 AM
QCtempiate 86um 2! 11/10/2016 1020 AM

| Sort Setfings

Sotsetiogs ____________|

Drop Formation

Piezo Amplitude: 434 ﬂl‘ Drop Drive

[vor]

Drop Frequency: 320 ﬂKH:

1120 ﬂﬂ %

Maximum Drop Charge (Volts)
0 30 &0 9 120 150

Stream
Stream Focus:

=

130

Test Streams | Flash Charge

Stream Deflection (% Max)

Storage: [Defaut_| v

- Workspace Details

MName:(Accudrop template 100um 24psi 38.2KHZ
Date: [11/10/2016 115134 AM
Desaription:

12016:Nov made by Grace drop position 217 drop delay 315

Configuration to Restore
Restore Cytometer Settings
Laser and Parameter Names

Laser Delays.
v A —
/' Restore Data Sources

W Restore Analysis Template
V Restore Sort Layout

Restore Fluidics Setup

2. Load Accudrop beads = (17) turn the filter knob to Accudrop filter = run accudrop beads = click
“Start” in the sort layout = adjust the “drop delay” until the left stream is as bright as possible while
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 = Turn the Accudrop filter knob back to the ND filter position.

ND Accub
N e

Sort Layout

Sort Rate:

e e |

Eject when Sort Compiete

Son Mede:

Sort Seitings

Drop Formation

Plezo Amplitude: 434 im

Drop Frequency: 330 ﬂl‘m

Stream
Stream Focus:

1130 ﬂl‘ %
Maximum Drop Charge (Volts)
120 150

Test Streams

Stream Deflection (% Max)
Far left
a0 0 0 50 100

Left

Drop Drive

130

OoN

Drops: |

-

Objective: |
Edre

Coindidence

Phase Mask
Current Drop
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3. Turn off the voltage of deflection plate=>remove the cone-shaped flask = place the desired

collection device and dummy tubes into the sort chamber—> place a slide on top of the dummy
tubes—=>connect the tubes to the ports if cold condition is needed

4. Restore a workspace for “Experiment” in Default folder-> charge deflection plates=>double click

“Test Stream” to adjust the position of the side streams = “Set Home”.

& Restore Workspace

0 Restore Workspace

Storage: |Defauit | »

Name Date

QC template B6um 33psi 58,5k 11/10/201€
QC template 86um 25psi S0.6k- 11/10/2016
QC template 70um 40psi 814+ 11/10/2016
QC template 200um 3psi 6.1kH: 11/10/2016
QC template 140um Spsi 103k 11/10/2016
QC template 100um 24psi 39.2x 11/24/2016
QC template 100um 24psi 39.2 11//2016 ¢
Last Disconnect 11/8/2016
Installation-20161017 10/17/201€
Experiment template 86um 33p 11/10/2016
Experiment template 70um 40p. 11/10/201€
Experiment template 200um 3p. 11/10/201€

- Workspace Details

Name: |Experiment template 100um 24psi 38.2KHZ

Date: (11/9/2016 9:38:38 AM
Description:

2016 Mov made by Grace

Configuration fo Restore
Restore Cytometer Settings
Laser and Parameter Names
o Al Seitinge

Restore Laser Delays

& Restore Compensation

=

| Sort Layout

Sort Device

|2 Tube Holder - 2 Way Sort | - |

Sort Limit

Left

Q) start || 11 @ Reset

O net assigned

Sort: Unlimited

Total Events:

- - - 1 Sort Count: 0
Experiment template 100um 24 1].’9[2016' FIECEE e Sort Rate: -
T ELomE Abort Count:
Accudrop template B6um 25psi 11/10/2016 =R SR Abort Rate:
Accudrop template T0um 40pst 11/10/2016 W Restore Sort Layout Effici a
Accudrop template 200um 3psi 11/10/201€ = icency: -
Accudrop template 140um 5.2p 11/10/2016 Theo. Efficiency: 0.0%
ccudrop template 100um 24p: 11/10/201€

| 8 sortreay |[@ster Jun rove |[Reset]

[ Tray Cantral

Zoom Factor: 2.5 ~ | &rid units are mm

Current Sort Device | Create hew Sort Device

Grid Coordinates
Location: % 4921

Layout Type: Tubes

2faf v 3850 2l

A Drop Delay: T

@
o
v
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Imaging and Flow Cytometry Core

5. Turn off the voltage of deflection plates = replace the dummy tubes with the collection tubes that
contain complete medium. The cytometer is now ready for your experiment.

Experiment Set Up:

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

QC 24psi 39.2kHz 20170202_003 4 QC 24psi 39.2kHz 20170202_003 ¢ QC 24psi 39.2kHz 20170202.003
“rq1 nQ =~

s
670/30(640) APC

L2P2-Q4
s
QC 24psi 39.2kHz 20170202.003 QC 24psi

530/40(488) FITC 585/29(561) PE h " 670/30(640) APC.

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

3. Load sample, press “Sample” button beside the sample loading port and click “Acquire” in Sortware.
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4. To record FCS file, select “user” folder and create yourself a new folder if you do not have a folder
yet. Label the tube name = set event limit and select stopping gate = click “Record”.

Browse For Folder [ Recording Settings
Select the path where FCS files will be recorded Recording | Keywords

\100um),
a QC log i File: Unstained_001.fcs
86um

< TR
> )l 100um " |unstained Acquisition Dashboard

| ot

- User l :> |

= 0 | ¢ [oe] 0

109 Goofy
20161109_Lin Xiang
20161103-carol ﬁ
Goofy Event Limit: | 10,000

+ | Recording Rule

.

Lena

Time (sec): | Continuous
Louise Weng I - I
PEMC vy | Stopping Gate: \!AII Events
Hiao Hui o Storage Gate: | @ Al Events
II I oK I Cancel Time Scale (sec): | 100

Cleaning and Data Saving:

1. Run FACS Clean followed by FACS Rinse and DI water at sample pressure 27.5 psi for 5 minutes each.
Leave the tube of water on the sample port.

2. Save experiment workspace: File = Save = Workspace—>Build a Folder for yourself - Fill in
Workspace Details 2 OK.

80 s~ sovve O T
FLE EDIT CYTOMETER SORTING WOSKSHEET WINDOWS HEW®

New Workspace.. xording
»

Restoce.

Data Sources' "= Gates | Q, inspector| | 1/ L

Acquisition Dashboard

I )
Acguire | Reset |

& Srpott P | | Acquie | c |

Arayss Template ==
e '

> K Workspsce

&% Sort Layout
I “dcd] L as haoos | -
Wingow Layot - — i 4o 0l |

i iR R s QC 24951 39201

I oK an'c: |

3. You may save PDF file by clicking “PDF symbol” for each sample and save it in the “user” folder on.
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Data Exportation:

1. Double click “Computer” = “Map Network Drive” = Key in your portal ID = check “Connecting
using different credentials” = “Finish”

operties Uninstall or change a program I Mep network drive I Open Control Paned
i =)

=) < ng MNetwork Drive

‘ What network folder would you like to map?

Specify the drive letter for the connection and the folder that you want to connect to:

Drive: |z -
Example: \\server\share
Reconnect at logon
nnnnn t using different credentials

cnnsct o a Web site that you can uze to store your documents and pictures

2. a. Save both FCS and PDF files from the “user” folder on the desktop to your network drive.

* Network Location (1)

© . ewdypip (\\192.043.10.202) (2)
e S——
-~ of 162 78

11078 fex of 16
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b. Double click the “Workspace- Shortcut” folder = save your experiment workspace to your
network drive.

» Network Location (1)

2 [ . emypip (\\192268.10.200) ()
]

[ OTRETECE
S TOTICTT

3. Disconnect the Network Drive from the computer.

4 Network Location (1
emilypsp (\\192.168.10.202) (Z:)
e

Open
Open in new window

Restore previous versions
Always available offfine
Copy

Create shortcut

Rename

Properties

Machine Shutdown:

1. (10) Place the flush bucket and debubble reservoir under the nozzle-> fill up debubble reservoir
with DI water—>press “Run” button to stop the stream—> press “Purge” to fill up the flow cell with DI
water—> turn off “Purge”.

ooooNOOOC

2. (9 & 8) Go to “Cytometer” = “cytometer shutdown” = Exit Sortware = Shutdown the computer.

£7.80 FACS™ sortware 120142 SN i

|
FILE EDIT CYTOMETER SORTING WORKSHEET WINDO! e —
Acquis Configuration..
O Sourc L || +¥-sort settings|| - Cytometer Settings|

;,:C',to‘ Restore Cytometer Sattings... status
mc Save Cytometer Settings..

Export Cytometer Settings in CSV format.
“J®C oo spigot Settings..

10
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3. Turn off the following items:

Air switch (7) = Lasers (6) = Air pump (5) = Chiller (4) = Air compressor (3) = Fluidics Power and
ILLUM (2) = Main Power (1)

MAIN POWER

11



