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- ~ CytoFLEX Flow Cytometerix % ¢} &

[CytoFLEX & CytoFLEX S]

[CytoFLEX LX]

(1) Fluid Containers(&% & & Sheath Fluid, =& kWaste Bottle), (2) Cytometer and (3) Workstation.
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» CytoFLEXi¢ * 2_Channels 2 ¥ & ¥ & % &

[CytoFLEX]

. Channel
Filter Names Dyes
925/40 | FITC FITC, AlexaFluor™ 438, CFSE, Fluo-3
585/42 | PE PE, PI

ECD

ECD, PE-Texas Red®, PE-CF594, Pl

PC5.5

PerCP, PerCP-Cy5.5, PE-Cy5, PE-Cy5.5

PC7

PE-Cy7

APC

APC, AlexaFluor™ 647, eFluor™ 660

APC-AT00

APC-AT700, AlexaFluor™ 700

APC-AT30

APC-A750, APC-Cy7, APC-H7, APC-eFluor™ 780

PB450

Pacific Blue, V450, eFluor™ 450, BV421, DAPI, Hoechst

Krome Orange, AmCyan, V300, BvV310

Violet610

BWE05, Qdot® 605, eFB05

Violet660

BV650, Qdot® 655

Violet780

BV786, Qdot® 500

[CytoFLEX S] 375 Laser

Channel Dyes
Names
FITC FITC, AlexaFluor™ 488, CFSE, Fluo-3
PE PE, PI
ECD ECD, PE-Texas Red®, PE-CF594, PI
PC5.5 PC5, PC5.5, PerCP, PerCP-Cy5.5, PE-Cy5, PE-Cy5.5
PC7 PC7, PE-Cy7
APC APC, AlexaFluor™ 647, eFluor™ 660, Cy®5
APC-A700 | APC-A700, AlexaFluor™ 700, Cy®5.5
APC-A750  |APC-A750, APC-Cy7, APC-H7, APC-eFluor™ 780
PB450 Pacific Blue, V450, eFluor™ 450, BV421, DAPI, Hoechst
KO525 Krome Orange, AmCvan, V500, BV510
Violet610 BV605, Qdot® 605, eF605
DAPI DAPI, HoechstBlue
375nm
HoechstRed | HoechstRed




[CytoFLEX S] 561 Laser

Laser | Filter Channel Dyes
Names

525/40 | FITC FITC, AlexaFluor™ 488, CFSE, Fluo-3
PC5.5 PC5, PC5.5, PerCP, PerCP-Cy5.5, PE-Cy5, PE-Cy5.5

585/42 | PE PE, Pl

561nm ECD ECD, PE-Texas Red®, PE-CF594, PI
PC5.5 PC5, PC5.5, PerCP, PerCP-Cy5.5, PE-Cy5, PE-Cy5.5
PC7 PC7, PE-Cy7
APC APC, AlexaFluor™ 647, eFluor™ 660
APC-A700 | APC-A700, AlexaFluor™ 700
APC-A750 | APC-A750, APC-Cy7, APC-H7, APC-eFluor™ 780
PB450 Pacific Blue, V450, eFluor™ 450, BV421, DAPI, Hoechst
405nm 525/40 | KO525 Krome Orange, AmCvan, V500, BV510
Violet610 BV605, Qdot® 605, eF605
Violet660 BV650, Qdot® 655
[CytoFLEX LX]
Channel Dyes
Names

V450-PB450 Pacific Blue, V450, eFluor™ 450, BW421, DAPI, Hoechst
V525-KrD Krome Orange, AmCyan, V500, BV510
V610 BV605, Qdot® 605, eF605
V660 BW650, Qdot® 655
V763 BW785, Qdot® 800
B525-FITC FITC, AlexaFluor™ 488, CFSE, Fluo-3
B690-PC5.5 PC5, PC5.5, PerCP, PerCP-Cy5.5, PE-Cy5, PE-Cy5.5
B610-ECD ECD, PE-Texas Red®, PE-CF594, PI

Y&10-Mcherry

Mcherry, ECD, PE-CF594

585/42 | Y585-PE

PE, DsRed
Y675-PC5 PC5, mPlum
¥710-PC5.5 PC5.5, PE-AF680
Y763-PC7 PC7

R660-APC

APC, AlexaFluor™ 647, eFluor™ 660, Cy®5

APC-A700

APC-AT00, AlexaFluor™ 700, Cy®5.5

R763-APC-A750

APC-A750, APC-Cy7, APC-H7, APC-eFluor™ 780

IR840-A790

840/20

Alexa Fluor®790

885/40 |IR&85

PromoFluor-840, IR fixable viability dye




= ~ [Semi-Automatic sample#-:'] R i#%H a2 KWL § & R

1. B g CytoFLEX % & (2 )% & o
2. 7ezn Sheath Fluid .43 » 2 2 Rk 2 &4 R FF o
3. BEcR A 02 ¥ F TR G F AHCY e~ Windows [k s o

4. 8L & & + CytExpert #ic 48 1 B R ITHCN o
5. 2LiE Cytometer - i% # Sample Injection Mode > 2:i¥ Semi-Automatic ¥ 3 ;*
pd b EBACYlOFLEX # o ()R ih > @ R B HHL F R F g ¢

File | Cytometer Settings QC/Standardization Advanced Account

| * Acq. Setting... ld = -
‘é Detector Configuration... Restart =

4 | Backflush... Boost
ﬁ 'I_;_I' Boost

£  Initialize

\

\

() | Standby
Prime...
Deep Clean...

\)
W
\

Calibrate Sample Flow Rate... ' ‘. ‘
Systermn Startup Program.. Events ' ‘ . ‘

Daily Clear.. Events ® @ @ s
Sample Injection Mode > Manual . . . '
Sampler Reset |Z| Semi Automatic .

Acq. Setting Catalog... Plate Loader

Cytometer Configuration...

Cytometer Information...

7.

3 A

f
—

6. Cytometer ik % } 4k % B M *4 - 2 ©OSwitch module knob *z i -




7. X& 73 B fx[User Management# it] > s 5% L 0T 4 &

CytExpert ..

8. X B~ % fhehUsername > 4 ¥ - Passwordiy =i » % 4 x T X

PLPEIE O~ iR ECYPA o o FEEL 2 T 2 Connected 2 Ready v+ T * Sheath
% \Waste ;;.?i%ﬁ’ 7 RPN EHM BRI A o

B T

5 T T [ L T O Wt |
[ fn | @ R [D e ||

@ sardey | M Sackdish | Gmas
W e 1ube | Uk Aca sering...

Expart Du\Cep 29150318 Rt Not

i Frmart Dt Fops 23150319 Akt
Calisne e Dot Cyt Frpport Diwte\Fap 30150319 Aubry-FoeP it

WL Semi-automatic Samplsr  # Shesth B Wiame

B Comeried ) Ready F 12015-08-25 14101:42) dcaistion Compietsd.,
‘\ { -~ -

& Connected  # Standby
1. Communication connection status.
2. Instrument status information.

3. Laser status.

1
B lasers W[ Semi-atomatic Samplar 88 Sheath 88 Waste

4. Sampler status.
5. Fluid status information.

o [2014-03-25 10:56:44) Instrument standby.




10. 4 Cytometer it » "System Start Up Program” > 2c+ 2 mL 2 &+ -k » gL¥
Start - CytoFLEX #4 i Priming ~ i* £ 3 33 -k 2 WarmUp - $ 10 » &% = &
¥z 0g W (T 2L Close -

ﬂ CytExpert(Default-Configuration)
File =Cytometer Settings QC Advanced
k Acq. Setting...

Detector Configuration...

> [«

[  Backflush...

0 Initialize o

P ! N T 4660 e

O Standby 10 73§58 AR
— Priming fé

Calibrate Sample Flow Rate...

System Startup Program...

Daily Clean...

Sample Injection Mode »
Sampler Reset Deionize Water

Acq. Setting Catalog...

Cytometer Configuration..

Cytometer Information..

Warm Up



LI AP (5% > 4o B

Fle Cytometer Settings QC Advanced Help

11. d File :& » (¥ 4=4>F & ) > 8% New Experiment & it 3 @ Stk oL ¥

v - @~ I PO+ ¥ 8 & @™o m A
= | & ] 0 1 -
M O v 4
T || W et Tube | Acq. Setting..

Events/Sec: 0.0

Abort(%): D.DD‘

T

Time: 0009:00

Collectio
Events to Display: 1000 Ewents

| Events to Record: 10000 Events
I
= F E ]

N All Everts

o Time to Record: 600 Sec P I Ot Area

Sample Flow Rate: 10 pl/min

Slow Madium Fast
4

dowe W e
Narne Sample 1D | Time

O Tubel
AR i [

Test Tubes

1. Collection. Establishes control over data recording options and displays the acquisition

status.

2. Testtubes. Allows you to configure and duplicate sample tubes, set display attributes,
manage experimental data and compensation.

3. Plot area. Includes plot and gating controls, as well as an area for drawing plots and

generating graphs.

T353R (Collection)

o\ Acquisition
P Run @ Record O F

(") Standby | |4 Backflush| Ty

+lyf Next Tube )’h Acq. Setting...

Events/Sec: 0.0
e Abort{%%): 0.00
-\-"‘"-\-\__
Events: 0
Time: 00:00:00
Events to Display: 1000 Events
¥| Events to Record: | 10000 Events
0 in All Events -
Time to Record: ' Sec

Sample Flow Rate: 10 pl/min

0) Slow _ Medium Fast

]

) Custom




1. Acquisition control. Controls sample loading/unloading and data acquisition and

recording.

2. Acquisition status. Displays such information as the acquisition rate (Events/Sec), cell

count, duration and abort (%).

3. Acquisition Sets the necessary conditions for recording data.

conditions.
- Events to Record. Used to set the number of events to record in the specified population.
- Time to Record. Used to set the collection time duration in seconds.

4. Sample flow rate. Sets the acquisition rate for data collection.

-Slow : 10 yL/min - Medium : 30 yL/min - High : 60 yL/min
- Custom : 10 - 240 pL/min

X Initialize Put the instrument in initialized state.

Q) Standby Put the instrument in standy state.

P Run Start acquisition or continue an acquistion if previosly stop.

B Stop Stop the acquistion of the current sample and output the results.

@ Record Used to set the collection conditions for sample recording.

2 Restart Reset the current acquired events to zero and clear the current data

in memory. Acquisition restarts at zero events.

[% Backflush

Flush the sample line and flow cell with sheath fluid to remove
bubbles.

W Boost

To transfer the sample to the flow cell.

*Jgf Mext Tube

Switch to the next sample tube.

)’ Acq, Setting...

Display the acquisition setting dialog box to adjust the Cytometer
settings.




x A Acasetio. Acquisition Setting SRR EEYOER - BE

Gain : 3 & i B BB A2 R o

Acq. Setting £3

Gain | Threshold | Width

FSC s500| - | » | (1~3000)
ss5C 500 . | » | (1~3000)
FITC 500 . | » | (1~3000)
PE s500| - | » | (1~3000)
ECD 500 . v | (1~3000)
PCS.5 s500| - | » | (1~3000)
PC7 s500| - | » | (1~3000)
APC s500| - | » | (1~3000)
APC-AT00 s500| - | » | (1~3000)
APC-ATSO s500| - | » | (1~3000)
PB450 s500| - | » | (1~3000)
KO525 500 _ v (1~3000)
Violet610 500 - |» | (1~3000)
Violet660 500 - |» | (1~3000)
Violet780 500 - |» | (1~3000)
Set As Default Default Recommended
Import from File... Import from Catalog...
Export to File... Export to Catalog... Close

Note :

o

TREGILDBEN > 3 BBk
- 4r tm¥e A Background ik 3k 2 A 102 - 10% 2 fF o



2. Threshold : $u sesn e 4 - 223 @ * Automatic 3% -

Acq. Setting £3

Gain | Threshold |width|

Primary Threshold (Trigger Level)

g 10000 (=0) | @ Height ©) Area

() Automatic

Logic Operator: I:I

Secondary Threshold (Trigger Level)

Manual | 1 (=0} Height () Area

Automatic

Default

3. Width : 34 5L 8 crpd ¥ Sodic > v B F TR RIS BERFR o

Acq. Setting 3

o

Channel: |F5C |v

FSC
SSC

4

PE

ECD

PCS.5

PCT -

Default




TAEBE4REIE (Test Tubes)

0__________ Tubse

1. Test tube management
controls.

1w W WP @

Mame Sample ID | Time

Manages sample tubes. Used to add, copy, or delete attributes,

open the tube property, and open the compensation matrix.

2. Test tube status Displays a colored symbol in front of each tube indicating the

indication.

3. Test tube list.

status of the tube processing.

Displays the sample tubes used in the experiment. Right-click a

tube in the list to perform additional operations.

W | New Tube Create a new tube.

0 Duplicate without data | Create a blank row at the end of the current experiment.

W Delete Tube Delete one currently selected tube.

Wi* | Delete Multiple Tubes | Delete the multiple selected tubes.

W | Property Sample tube basic information.

@ | Open the folder Open the experiment folder.

L4 | Compensation Matrix | Open the compensation matrix.

O =| Indicates that the tube data was not collected.

.* Indicates that the tube data was acquired by selecting Run but not saved, and the tube data
B can be overwritten.

O Indicates that the tube data was saved by selecting Record and that this data cannot be
&k overwritten.

12




&8 = (Plot area)

a =l 2 @Y —~ I OO0+ AT S8 O A
- Histogram Create_ a Histogram Plot and specify the plot
properties.
= - Dot Plot Create a Dot Plot and specify the plot properties.
L] Density Plot Create a Density Plot and specify the plot properties.
P Pseudo Color | Create a Pseudo Color Plot and specify the plot
Plot properties.
= Contour Plot Create a Contour Plot and specify the plot properties.
- New Histograms Create_multlple Histogram Plots and specify the plot
properties.
L New 2-D Plots Create_ multiple Dot Plots and specify the plot
properties.
(i Statistics Create Statistical charts.
= Pppulatlon Create Hierarchical charts.
Hierarchy
= Line Segment Insert a Linear gating of plots.
I Vertical Insert a Vertical gating of plots.
& Lasso Insert a Lasso gating into a dual parameter plots.
o Polygon Insert a Polygon gating into a dual parameter plots.
O Rectangle Insert a Rectangle gating into a dual parameter plots.
4 Four Quadrant Lr:g;rt a Four Quadrant gating into a dual parameter
+ Hinged Insert a Hinged gating into a dual parameter plots.
A Auto Line | Creat an Auto Line Segment around the selected
B Segment population on a plot.
X Auto Polygon Creat an Auto Polygon around the selected population
on a plot.
@ Zoom In For Zooming in.
e Zoom Out For Zooming out.
7 Pan For scaling axis ranges in the plots.
7 Single Side Pan For scaling single axis range in the plots.
a Adjust Gain EI(())rt;ncreasmg and lowering gain adjustments on the
@ Adjust For adjusting compensation of either of the parameters
- Compensation on a 2-D histogram.
A Threshold For setting the minimum particle size limit or
flurescence intensity that acquisition will allow.
b/ Undo For undoing an action in the drawing area.
(o4 Redo For redoing an action in the drawing area.

13



Align all the selected items to the left of the selection

= Align Left
area.
= Align Right nggan all the selected items to the right of the selection
_ . Align all the selected items to the top of the selection
I Align Top area
. Align all the selected items to the bottom of the
I Align Bottom .
selection area.
= Vertical Distribute | Align all the selected items to the vertical distribution.
- Horizontal Align all the selected items to the horizontal
Distribute distribution.
Make Same | Resize the selected items to all be the same width as
- Width the reference item.
= Make Same Hight Resize the se!ected items to all be the same hight as
the reference item.
. . Resize the selected items to all be the same size as
e Make Same Size .
the reference item.
B8 Rearrange For restoring the plots to the default positions.
= - Print For printing and previewing the plot area.
El Print Preview Used to access the Preview screen.
L& Page Setup Used to adjust the page settings.
Batch Print Used to print data for multiple tubes.
IE Batch Export to Used to print a PDF of the data for multiple tubes.

PDF File

14
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1.

CytoFLEX Daily QC Fluorospheres % & ¢ fic3f
L& P

CytoFLEX Daily QC Fluorospheres (Part # B53230)&_- &~ -] fr
R =l e Mg Jcﬁi%f/;uu;z o # %> CytoFLEX /it ;% fm¥s k& P
KB kST E R R Y 7'::) Rk KLER L R o
*AAE S EHIUM * g ko ¥4 488 nm Ek F 5~ 638 nm
ik bHE 405 nm % % T SergEcs o % 5+ 410 nm 3 800 nm i £
¥k * KFEF W ow f78 % (Forward Scatter, FSC) ~ ] # 7%tk (Side
Scatter, SSC)12 2 FL1 - FL13 e 5k %8k o
CytoFLEX Daily QC & & % #7ip| 17 et o 453k ~ ] o $0 5 % 12 2
& kS FL1-FLA3 28 § i BB ™ 7] R R 0F 2 (e )
® The gain differences must must be<20% from the target gain.
® The median fluorescense intensity (MFI) differences must be<5% from the target MFI.

° The rCV must be<5%.

ENEE - FEIERVAR L - il i+ L & 47 CytoFLEX Daily QC n«? s
a:wiﬁ?)**“%f .’&« ’ ”f.’? Bt R Berce 2 AT 4 7 AL
+fr # CytoFLEX Daily QC & ¢ &4 H i & -

15



Tz ﬁ%] » CytoFLEX Daily QC Fluorospheres =7 Target Value -

PLE 37— # CytoFLEX Daily QC Fluorospheres » g 3| 5| 5t + zf\-’f—'
Target Value 1%?] ~ CytoFLEX #4g+# -
https://www.beckmancoulter.com/wsrportal/page/softwareDownloadSearch

(1). 4™ BE # 1 2% Search -

Technical Documents ﬁ My Technical Documents Salety Data Sheets [SDSTMSDS) I Saftware Downbaad * Indicates required Selds

B Search By Product

Market Segment® Proguct Line ™ Product Senes Product Soflware Name

Lot Mumbed Language

(2). ## T CytoFLEX Daily QC Fluorospheres g+ 5. (54 © ASS55F) >
T E AR KR ¢ (ASSS.4gt) -

Software Nama Prosiuct Lot Mo, Yergion ItemAEF KO, Release Date Language
CyteFLEX 48137 BE330 Englad
ToieELEN OF Fiooe
R I CytoFLEX ateEs BE3230 Englsh
Taroet akies

(3). ¢ QC &~ StartQC - £ d Settings i& » Target Library > Import = zF\
«r1 Target Value -

Target Library =
| ;
Lot No. Expires Lot No.: AS55

[ s S ] Expires: 2015-09-30

| Threshold
Channel Mode Value
FSC(Height) Manual 50000
Signal

| Laser Filter Gain Median Median Tolerance(... | rCV(%)

? FSC 119 2424827 5.00 -
Blue 488/8 71 601799.5 5.00 54
Blue 525/40 155 3313982.0 5.00 S4_
Blue 585/42 108 1145402.0 5.00 S
Blue 690/50 288 1545660.0 5.00 5.
Blue 780/60 466 262014.1 5.00 5.
Red 660/20 522 483724.0 5.00 5.
Red 712/25 534 1892327.0 5.00 5.
Red 780/60 543 689351.1 5.00 Sy
“ [} »

Download Target File Delete Close
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https://www.beckmancoulter.com/wsrportal/page/softwareDownloadSearch

3.

#
(1).

(2).

(3).
(4).

(5).

QC/ifz 2R E T R A B P TR EFLH I BB RERL-
#- CytoFLEX Daily QC Fluorospheres p ka2 » & & F 2R ik e
QC Fluorospheres 323 & & -

@ % CytoFLEX Daily QC Fluorospheres &-¢ i# :

[Semi-Automatic sample #-3']

¥ 3 F *" tube ¥ (12 x 75 mm tube # 1.5/2 mLﬁ;;Lm?) » £ 4e ~ 1mL
3 3 RIB3 R E (M %‘El’%f‘*mrr'? RV A4°C R fEEE R 5 %)
Bov P ARGFEER -

[Plate Loader #-54]

FTF>well® > L4 x 200l £ 3 -k3m3 R & > %
#EH 5 BF Load -

File Cytometer Settings QC | Advanced Help

d QC i » Start QC - [rair L2 1]
% ## CytoFLEX Daily QC #7 Lot No. ] 4-: A555(Expires: 2015-09-30)-

EA CytExpert(Default-Configuration)
File Cytometer Settings Help

BorA SR

___|QcC

M p Start |%| Backflush Hi

w () Standby
Lot NQ.%ASSS(EX?I’TES: 2015-09-30) - ]
Current Detector Configuration:
Default-Configuration

24 Initialize ¥ " gy K E 0 1
$1QC # > Baes g iR a4 o
41\?'"“ Bl &+ -

2L Start » " 3 = CytoFLEX

B s =
File Cytometer Settings Advanced Help
E i a Al Everds r-E R=dP1 - a8 Red:P v-e VellowP1 I
Taske @ Q dardization =7 -
] . =]
W e s ] o |
o | 1 k-3
L - F1{74.89 %) <= = 0
g8 a Be g
Events /S i Ty W iy,
Abory 053
Events: 478 =] =
Ti L0305
= ! = 1 o= ; = v y
] o0 o " oot et aF ap? R TS 1 T L [ oot et F
FECa Wi SECATEDL APCATOIA ECD-A
L ¥
.8 VelowF1 . EEF] _a Buer! e ViglatF1
5 = g
= = B =
fu &
= F =
] g RE i hi
£z # A
a= =
u.
B S
= T T T = e r L) " T T g B T AR T
LCC T T N [ [ S 11 L T T | S LU SR [ L LI T T [ 1
PEAFGEO-A FITC-A PercP-A PBasI-A
;\g ‘oletP1 n.e LW Pg P
B E
=l
=
< s <
d 8 dr
4
# Cannacted Aeqiting © (2016-11-02 154229] Acquiring Dsta. Semi-avapmatic Samplr 84 Sheath -
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(6). # 4 QC Report % % » CytoFLEX Daily QC & 3 i% “7ip| ¥ 30 -

$ritk

R S IV

¥ % 58 FLT -

FiEETIRSES 479 Pass@ o )t pF 4 1 15 AL TA A

S8 4T o

QC Report & % 4

Bead Lot No.:
Bead Expires:

Cytometer Name:

Detector Configuration: Default-Configuration

Loader Type:

Threshold

Chanmnel: FSC(Height) Mode: Manual Value: 50000

Laser

Laser

Blue laser
Red laser
Violet laser

Signal Value

Parameter | Gain

FSC

SsC

FITC

PE

ECD

PC5.5

PC7

APC
APC-A700
APC-A750
PB450
KO525
Violet610
Violet660
Violet780

Result
QC Passed.

1 'iqe’gfgkfﬁ.l_fﬁa

80

202
165
134
196
322
419
479
500
475

94

53
324

296

Gain

QC Report
AS55
2015-09-30
DxFLEX
Semi Automatic
‘ Delay(ps) Power(mW) Target Pow
048 52
-40.00 44
44,16 84
Target | %Difference : Target %Difference
" Target Gain Medizs Megian Target Median
80 000 2457207 2424827 134
202 0.00 624664.8 601799.5 3.80
165 0.00 33442340 3313982.0 0.91
134 0.00 11553910 1145402.0 0.87
196 0.00 6242803 620159.8 0.66
322 0.00 1562936.0 1545660.0 112
419 0.00 2633793 262014.1 0.52
500 -4.20 4836386 483724.0 -0.02
500 0.00 18571510 1892327.0 -1.86
475 0.00 6949705 689351.1 0.82
94 0.00 7250482 718532.1 0.89
53 0.00 143906.7 1432984 0.42
324 0.00 933173 92769.6 0.59
253 0.00 455402 45071.9 1.04
296 0.00 688413 68488.8 0.51
%J 4 Pass @ ¥ %

QC Date:
Cytometer SN:

er(mW)

fCV(%)

1.00
0.90
1.02
104
132
145
132
158
2.52
2.61
2.87
3.06
317

EEAFERLES

2015-01-28 14:38

AS05034
Result

40-60 Q@

10-60 [

70-120 o

e | [ widh

- o%00
- 1067.0
500 1090.3
5.00 1095.0
500 1085.3
500 10919
500 1085.6
500 16115
5.00 1613.1
500 1613.7
500 1260.5
500 12611
5.00 1262.9
5.00 1260.4
5.00 1264.6

Result

000000000000 OBRS

FL13 K}’n FRIL @@fi*&
'{‘2“;15 rr

%2 % Failed ® -

18



(7). ¥:2- #H %P % - F & ¢ Levey-dennings Charts W » CytoFLEX Daily
QC S ERAFTEWCHERRFPN o oo™ BET

B Cfupan Detsut.Confiquration) o @
Fie Cytometer Setings Holp

M3 | Defaut-Configuratio v |oons02-23 7| - 2015-00-25 - =
- Loty A5 BlunlassrDalsy Lnitia sz s s v o 4555 Far s sty Latn- a5
it 2 T m
2 I M o] = 11
- Tt s
bl il ] =10 1 ™ : I e
T — yor o ey TT | T Frie rTad
el T\ et w,w' ot | LY
3= b | / - ek bl
THNAR b ™ I S R R b Pl Y I
: et J ] A A

T 2
It { fl
i I I 2 o . ¥
T 1 el Cad et [aaa s e e ] & :
i T Loy - s + A t -1 P R
* v ¥ Prrrrrres \/ \ ey %
, ¥ eedsrsiead
j— 3 |
] ad =
T T T T T T il T o T T T T T T T T T T T T T T T T T T T T T T
7»‘»5 3: ey u__vt(‘ ai o m L) B o R e & G & 1 Pl G5 i o B A oA B
L o .n"" i~ " P i i i o o i gt g gt St o - ﬂ,_-\.n La Lt o
PTG Gar Lot 4535 TG Lofhio: 4555 FE Dain Lot 4555 rEMY Lot o, 4555
e X A
s = =
] P JE i s_s
=" ! | 2. — T YA
. \ = | e [
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Viol.. 000 0.00 000 000 000 000 000 000 0.00 0.00 0.00 oo
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21 # Settings -

# Close -
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New Experiment...
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Open Experiment...
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Acquwsitio; Set Channel...
@ l Set Label...
= || g it _
Set Customized Parameter...
M| O iy compensation Mati
ompensation Matrix...

i£ #% Set Channel > 3

Settings | QC Advanced Help

S Ne: Compensation Library...
Events/S Events Display Setting...
Abort(%] Options...

Events: ] =
Time: 00:00:00

i£ Channelsz &1 2 |

fe
o & R

LA B

Channel
FITC

PE

¥ ECD
PC5.5

PC7

APC
APC-A700
APC-A750
PB450
KO525
Violet610
Violet660
Violet780

Use

Label

PI

Apply to...

Close
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. o s 18 3] Cell Cycle # {5 B2 -
8 _
D_IJ I I SIU I I 100
PIECD-A (x10%

3. riLine Segment % Cell Cycle Phase

‘5 8LiE 12t B £ Statistics ™ > 91 st ciE £ (4 BEE FRLAE EH
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Preview
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Apply to:
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Population Events % Total % Parent Mean PI ECD-A = CV PI ECD-A
@ All Events 14468  100.00% 100.00% 3991389.3 50.05%
@ subGl 49 0.34% 0.50% 1367337.4 21.42%
@ G061 503  3481%  5099% 1980746.5
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- [Plate Loader#fst] B % Z & fct i & & wm

1. B gz CytoFLEX % # (

BT R o

2. Fezu Sheath Fluid 849 » &2 iz Bk » 2 LR EF o
3. BELT A2 ¥ E TR ¥ BN~ Windows [k %t o

4. 2L:% & & + CytExpert # %8 | d o e fRITHCR o
5. BLiE Cytometer > i # Sample Injection Mode - g% Plate Loader # ;% } 4 »
A RBECYIOFLEX ¥ & (2:)2 Mk R RFp RIS T HEFE

File ' Cytometer Settings QC/Standardization Advanced Account

] x Acq. Setting... = -
‘Iil Detector Configuration... Restart =
| | Backflush... e
ﬁ O Initialize etting...
()  standby
Prime...
Deep Clean... l
Calibrate Sample Flow Rate... 3
System Startup Program...
Daily Clean... Events
Sample Injection Mode 3 Manual
Sampler Reset Semi Automatic
Acq. Setting Catalog... |z| Plate Loader
Cytometer Configuration...
Cytometer Information... ‘

6. Cytometer % % F # % B M 24 $ic 2 (DSwitch module knob *zd& & P =% > 4r
T BlE T
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7. X% 7 B fc[User Managements it] > s ¥ L 0T 4w

CytExpert ..

1-2016 Beckman Coulter, Inc. Al

8. Xif P~ & Jf chlUsername > a‘%%’ - Password{f i » % 7 3 &~ s
L= R TAPS ﬁx%&?ﬁ:‘iﬂi Fo oL Connected % Ready fr+ T * Sheath

Fin
. s
L gy i @ 0
M O s ; A et
S [+] ,‘A S
E
i [1o
" [N
i o
¢ i -
I8 2t
8 Connected 4 Standby  [2018-08-03 16:35.26) Cytometer standby. [3E]Plste Losder 4 Sheath  # Waste.

o o © O0

\ | / [ N
I
@ Connected @ Standby o [2014-03-25 10:56:44) Instrument standby. By Lasers  [33] Plate Loader @ Sheath @ Waste
1. Communication connection status. 4. Sampler status.
2. Instrument status information. 5. Fluid status information.

3. Laser status.
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3ok EHEIF AN 8 Load 2 Start » CytoFLEX #4 7 Priming ~ i* % 2

#F-k32 WarmUp:» 910 ~ 45 % = B 5 % o #8867 > 2% Close -
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File | Cytometer | Settings QC Advanced e m———
/#  Acg. Setting...
i Detector Configuration...
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M

Priming |
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9009
() Standby s

— Deionize Water e, 8§}?ﬁﬁ}d¢”§%§

Calibrate Sample Flow Rate...

Warm Up
System Startup Program...

Daily Clean... A 9 Q

Sample Injection Mode » ! :

Sampler Reset

Acq. Setting Catalog...

Cytometer Configuration...

Cytometer Information...

11. d File i& » (444> F & ) » B:3% New Experiment & &5 5 F S%&fh % 4> TV

APl (T % > 4o B .
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File Cytometer Settings

QC Advanced Help

i’ e L] o

(V] L A

=

+l Mext Tube | J& Acg. Setting...

Events/Sec: 0.0
Aborti%E D.DD\
Time: C “ n'iqpm
Everts to Display: 1000

| Events to Record: 10000
n Al Events

| Timve to Record: &00

Sample Flow Rate: 10 pl/min

Slow
4

Medium

Fast

-l B oW

Events

Events

AT 15
Plot Area

OO "
Narme

O Tubel

Sample ID | Time

AT A i
Test Tubes

4. Collection.

5. Test tubes.

6. Plot area.

Establishes control over data recording options and displays the acquisition
status.

Allows you to configure and duplicate sample tubes, set display attributes,
manage experimental data and compensation.

Includes plot and gating controls, as well as an area for drawing plots and

generating graphs.

T353R (Collection)

1. Acquisition control.

Acquisition

|+
(" Standby

0

Run @ Record

|4 Backflush

O -
W

#lyf Mext Tube }'{\ Acq. Setting...

Events/Sec: 0.0

Abort{%): 0.00
Events: 0

Time: 00:00:00

Events to Display: 1000 Events

¥| Events to Record: | 10000 Events

?

in All Events -

Time to Record:

Sample Flow Rate:

10 pl/min

o) Slow ) Medium _) Fast

_) Custom

o/

Controls sample loading/unloading and data acquisition and

recording.
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2. Acquisition status. Displays such information as the acquisition rate (Events/Sec), cell

count, duration and abort (%).

3. Acquisition
conditions.
- Events to Record.

Sets the necessary conditions for recording data.

Used to set the number of events to record in the specified population.

- Time to Record. Used to set the collection time duration in seconds.

4. Sample flow rate.

Sets the acquisition rate for data collection.
-Slow : 10 yL/min - Medium : 30 yL/min
- Custom : 10 - 240 yL/min

- High : 60 pL/min

L Initialize Put the instrument in initialized state.

() Standby Put the instrument in standy state.

P Run Start acquisition or continue an acquistion if previosly stop.

B Stop Stop the acquistion of the current sample and output the results.

@ Record Used to set the collection conditions for sample recording.

£ Restart Reset the current acquired events to zero and clear the current data

in memory. Acquisition restarts at zero events.

[% Backflush

Flush the sample line and flow cell with sheath fluid to remove
bubbles.

W Boost

To transfer the sample to the flow cell.

*Jof Mext Tube

Switch to the next sample tube.

).': Acq, Setting...

Display the acquisition setting dialog box to adjust the Cytometer
settings.

A Fject

Open the plate holder.

O AutoRecord

Sample acquisition occurs in the order indicated by the numbers
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x A Acasetino. Acquisition Setting SRR EEYTER - BS

Gain : 3 & i B BB A2 R o

Acq. Setting £3

Gain | Threshold | Width

FSC s500| - | » | (1~3000)
ss5C 500 . | » | (1~3000)
FITC 500 . | » | (1~3000)
PE s500| - | » | (1~3000)
ECD 500 . v | (1~3000)
PCS.5 s500| - | » | (1~3000)
PC7 s500| - | » | (1~3000)
APC s500| - | » | (1~3000)
APC-AT00 s500| - | » | (1~3000)
APC-ATSO s500| - | » | (1~3000)
PB450 s500| - | » | (1~3000)
KO525 500 _ v (1~3000)
Violet610 500 - |» | (1~3000)
Violet660 500 - |» | (1~3000)
Violet780 500 - |» | (1~3000)
Set As Default Default Recommended
Import from File... Import from Catalog...
Export to File... Export to Catalog... Close

Note :

o

TREGILDBEN > 3 BBk
- 4r tm¥e A Background ik 3k 2 A 102 - 10% 2 fF o



2. Threshold : $u sesn e 4 - 223 @ * Automatic 3% -

Acq. Setting £3

Gain | Threshold |width|

Primary Threshold (Trigger Level)

g 10000 (=0) | @ Height ©) Area

() Automatic

Logic Operator: I:I

Secondary Threshold (Trigger Level)

Manual | 1 (=0} Height () Area

Automatic

Default

3. Width © S 5L 8 chpd ¥ Sodic > B F TR RS BERR o

Acq. Setting 3

o

Channel: |F5C |v

FSC
SSC

4

PE

ECD

PCS.5

PCT -

Default




TAEBE4REE (Test Tubes)

0___________ Tubs

1. Test tube management

oW W P e

Sample ID | Time

Manages sample tubes. Used to add, copy, or delete attributes,

controls. open the tube property, and open the compensation matrix.
2. Test tube status Displays a colored symbol in front of each tube indicating the
indication. .
status of the tube processing.
3. Test tube list. Displays the sample tubes used in the experiment. Right-click a
tube in the list to perform additional operations.
] | Plate Open the plate window.
54, | Add Plate Add one new plate.
Add Plate from . .
|:|_.|.
= | Template Add a plate template with preset settings.
Duplicate Current .
Plate without Data Creat a copy of the selected plate without data.
By Delete Plate Delete one plate.
:5 | Save Plate Template | Save the plate condition as a template.
W | Set As Sample Wells | Set selected wells as sample wells.
W \?Veetlés Cleaning Agent Set selected wells as cleaning wells.
Set As Deionized -
H Water Wells Set selected wells as Deionized Water wells.
1] Set As Empty Wells Reset selected wells as empty.
Set Acquisition . L .
Condition Select the desired acquisition settings.
(A) | Set Auto Acquisition Set the selected wells for auto record.
s | Cancel Auto Remove the auto record setting from the selected
— | Acquisition wells.
[l | Heat Map Open Heat Map window.
B New Heat Map Add one new plate with Heat Map.
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Duplicate Duplicate current Heat Map.
Modify Current Heat . - .
i
B Map Setting Modify existing Heat Map settings.
B Delete Current Heat Delet a single Heat Map from the list of Heat Map
“ | Map window.
B Delete Multiple Heat Delet multiple Heat Maps from the list of Heat Map
Maps window.
Refresh R_efresh a single Heat Map from the list of Heat Map
window.
Refresh Al R_efresh all Heat Maps from the list of Heat Map
window.
+ Export to Graphic File | Export a Heat Map as a Graphics File(.omp or .emf)
+] Export to Clipboard Export a Heat Map to a Clipboard file(.omp)
¥ B A blue check mark means the data is acquired, not recorded.
" 25475 | A green check mark means the data is recorded.
%) Y A red cross mark means the data is recorded. But the acquisition is terminated abnormally. For

example, the well is skipped or the acquisition is manually stopped.
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¥ Set As Sample Wells B&E255% EEEHE » A5 -
1. Naming Rules -~ Mix/Backflush 2 Group

Acq. Setting :

# % Gain ~ Threshold # Width -

Set As Sample Wells

Maming Rules Mix/Backflush Group
Prefix: m V] Mix 3 sec (0.1~100) Name: ¥| Apply to Sample ID
Example: 01-Tube-Al | Backflush |3 sec (0.1~100) | | Color: =
Acg.Setting | Channel | Compensation Matrix | Stopping Rules

Gain Threshold Width

FSC 500 * | v | (1~3000) = Primary Threshold (Trigger Level) Channel: |FSC -

e 500/ = |» | (1~3000) Channel; |FSC -

HTC 500] - |» | (1~3000) | ) Manual 10000 (=0) Height () Area

PE 500/ = [» | (1~3000) || || @ Automatic

ECD 500 - |» | (1~3000) Logic Operator: >

PC5.5 500 | » | (1~3000) Secondary Threshold (Trigger Level)

pC7 500 - |» | @a~3000) Channel:

APC s00] - [» | (1~3000) 1 (>0) | @ Height ) Area

APC-AT00 500 - |+ | (1~2000) 3 Automatic

Default Recommended Default Default
Import from File... Import from Catalog...
Import Acquisition Conditions from FCS File...
OK Cancel
2.Channel : 7 £ Channels % &7 +# 8 4 & & 4L -
Set As Sample Wells £2

Naming Rules Mix/Backflush Group
Prefix: Tube V] Mix 3 sec (0.1~ 100) Name: ¥| Apply to Sample ID
Example: 01-Tube-Al V| Backflush |3 sec (0.1~100) | | Color: =

Use
V|
4

AR

Acq.Setting | Channel

Channel
HIC

PE

ECD
PC5.5

PCT

APC
APC-AT00
APC-ATS0
PB450
KO525
Violets10
Violet660
Violet780

Compensation Matrix

Stopping Rules
Label

Import Acquisition Conditions from FCS File...

OK Cancel
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3. Compensation Matrix : %X @_Compensation # g -

Set As Sample Wells 2
MNaming Rules Mix/Backflush Group
Prefix: |Tube | [¥] Mix sec (0.1~100) Name: | | ¥| Apply to Sample ID
Example: 01-Tube-Al [¥] Backflush sec (0.1~100) | | Color: IIl
Acg.Setting | Channel | Compensation Matrix | Stopping Rules
¥ Use [#| Show Autofluorescence Area and Height in Sync
-APC- -APC- -PB45 -KO52 | -Violet
Autofl. | Ch | -FATC% |-PE% -PC5.5% | -PC7% |-APC%
e anne ‘ AT00% |ATS0% | 0% 5% 610% ‘
0.00| - | FITC 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00
0.00 PE 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00
0.00 PC5.5 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00
0.00 PCT 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00
0.00 APC 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00
0.00 APC-A700 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00
0.00 APC-A750 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00
0.00 PB450 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00
0.00 KO525 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00
0.00 Violete10 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00
Import from Library... Import...
Import Acquisition Conditions from FCS File...
QK Cancel
H . 2 sl —~ i 2]
4. Stopping Rules : & Z_i#g 3 i i+ o
Set As Sample Wells 32
MNaming Rules Mix/Backflush Group
Prefi. | Tube ||| = mix sec (0.1-100) | | Name: | | [ Apply to Sample ID
Example: 01-Tube-Al [¥] Backflush sec (0.1~ 100) Color: I|

| Acq.Setting | Channel | Compensation Matrix | Stopping Rules

[¥] Events to Record:

[¥] Time to Record:

Events

e

Import Acquisition Conditions from FCS File...

oK Cancel
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5. Heat Map Window -

Heat Map 335 #i008iaT » fdr

Heat Map

EREEEEE S S

Heat Map

REREEEE RS

Heat Mapl
Heat Map2

1

2

10

11

12

<

w»

3

S G-

Heat Mapl

Parameter:

1: PctParent(Live)

2: PctParent(CD3+)

3: PctParent(CD3+CD4+)
4: PctParent(CD3+CD8+)

100.00%
80.00%
60.00%
40.00%
20.00%

0.00%
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6. New Heat Map -

10

[
[

12

e @O O

e @O O-
Ce0e®e OO~

000 eO000-
000 e000
000 e000
0000000

00 ©®®O0 00"
00 ©®®O0OO0-~
000 ®®O0 00"
00 ©®®®O0O0-
00 ©®®®O0 00«

Include

MNew Heat Map b4
Mame: | | Display Mame  Plate:
Parameter
Mo | Expression | Label Use Custom Range| Min | Max |Adua| Range
1
Display Value | Add | | Delete
Well Color

Base Color: [ ~| Bands: | 52| (2-10)

(@) Percentile () Fixed Range

Mo Maximum Limit Mo Minimum Limit

L oK || cancel
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&8 = (Plot area)

a =l 2 @Y —~ I OO0+ AT S8 O A
- Histogram Create_ a Histogram Plot and specify the plot
properties.
= - Dot Plot Create a Dot Plot and specify the plot properties.
L] Density Plot Create a Density Plot and specify the plot properties.
P Pseudo Color | Create a Pseudo Color Plot and specify the plot
Plot properties.
= Contour Plot Create a Contour Plot and specify the plot properties.
- New Histograms Create_multlple Histogram Plots and specify the plot
properties.
L New 2-D Plots Create_ multiple Dot Plots and specify the plot
properties.
(i Statistics Create Statistical charts.
= Pppulatlon Create Hierarchical charts.
Hierarchy
= Line Segment Insert a Linear gating of plots.
I Vertical Insert a Vertical gating of plots.
& Lasso Insert a Lasso gating into a dual parameter plots.
o Polygon Insert a Polygon gating into a dual parameter plots.
O Rectangle Insert a Rectangle gating into a dual parameter plots.
4 Four Quadrant Lr:g;rt a Four Quadrant gating into a dual parameter
+ Hinged Insert a Hinged gating into a dual parameter plots.
A Auto Line | Creat an Auto Line Segment around the selected
B Segment population on a plot.
X Auto Polygon Creat an Auto Polygon around the selected population
on a plot.
@ Zoom In For Zooming in.
e Zoom Out For Zooming out.
7 Pan For scaling axis ranges in the plots.
7 Single Side Pan For scaling single axis range in the plots.
a Adjust Gain EI(())rt;ncreasmg and lowering gain adjustments on the
@ Adjust For adjusting compensation of either of the parameters
- Compensation on a 2-D histogram.
A Threshold For setting the minimum particle size limit or
flurescence intensity that acquisition will allow.
b/ Undo For undoing an action in the drawing area.
(o4 Redo For redoing an action in the drawing area.
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Align all the selected items to the left of the selection

= Align Left
area.
= Align Right nggan all the selected items to the right of the selection
_ . Align all the selected items to the top of the selection
I Align Top area
. Align all the selected items to the bottom of the
I Align Bottom .
selection area.
= Vertical Distribute | Align all the selected items to the vertical distribution.
- Horizontal Align all the selected items to the horizontal
Distribute distribution.
Make Same | Resize the selected items to all be the same width as
- Width the reference item.
= Make Same Hight Resize the se!ected items to all be the same hight as
the reference item.
. . Resize the selected items to all be the same size as
e Make Same Size .
the reference item.
B8 Rearrange For restoring the plots to the default positions.
= - Print For printing and previewing the plot area.
El Print Preview Used to access the Preview screen.
L& Page Setup Used to adjust the page settings.
Batch Print Used to print data for multiple tubes.
IE Batch Export to Used to print a PDF of the data for multiple tubes.

PDF File
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= ~ [Plate Loader#i-3;] & z_#r:HExperiment

¥4 (FITC/PE)Surface Markerszk &

< 1M CD3-FITC/CD4-PEZ 7T > FH&F e g &* UBAFREIT
1. & AL 3 gz > 22| sotypedid 4 ¢ ehimie
2. HAFITCHH {44k &
3. HAPE“H Ek &
4. B4 PR S

> BT
a. B fx- B 37eExperiment :
J Fileie » (#4242 F 5 ) > B New Experiment s ¢4 % 3 5% #h &

BR CytExpert(Default-Configuration)
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b. 2% Plate & & 555 - % ¢ Plate F¥

Plate 22
:: - E E |Ol. '| |96-we|| flat-bottom '| |3 '| |_[ |_ |ﬂ -f_\ r‘:\x

i3 Add Flae 5 & 7 & e 10 11 12
Bt Add Plate from Template T — ] — ] ] —
) ) (O ( WO ) ( YO )
Duplicate Current Plate without Data I I N S L L N
E \_-) k»_/I K’_} ) i\ I\_) l\_/1 \_) ANy k\_/)
< |OOIO[O1O O1O|O1O10O
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|Name |SampleID |Events Group Mix |Backﬂush |Time |

1.5 896 welld % 348 (T & ~ V& 2 UK )2 Samplegs ch= & "5 B » 8L
OK -

Add Plate b

Plate Type: | Ci-well flat-bottom - |

Sampling Sequence for the Plate

= o lll @il

L )]

I

C‘l
T

Cancel

2. #4p well » B ¥ SetAs Sample Wells »  # Set Channel » 1
Channels % %77 i % | & 4L

Set As Sample Wells =
Narning Rules Mix/Backflush Group
Prefic  |Tube ||| = mix E | sec @1~100) || Name: l:l ] Apply to Sample ID
Example: 01-Tube-AL @ Backflush sec (01~100) | [Color: | B |-

AcqSetting | Channel | Compensation Matrix | Stopping Rules |

Use | Channel | Label
[E] FITC CD3 ATC
£ PE CD4 PE
ECD
PC5.5
pC7
APC
APC-AT00
APC-ATS0
PB4SO
KO525
Violet610
Violet660
Violet780

Import Acquisition Conditions from FCS File..

oK Cancel
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M FL2E % 4% 53 BFL1-%FL2
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01-Tube-B1 Set Auto Acquisition 3sec  3sec
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E
F
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G
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- B - H
(@ Customize () All Empty Wells () All Sample Wells

OK Cancel
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New Experiment... Ctrl+N & Dounloads J Comp_20150319_Ruby 3 File folder
New Experiment from Template... &l Recent Places s Hefoices
= | Comp_20150318_6 colors.xite 3/18/2015 3:39 PM XITC File 210KB
New Compensation... 4 Libraries |_] Comp_20150319_Rubyaitc 3/19/2015448 PM  XITC File
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2. EHEFHA > RREWES > JER T e ARk R R RA 0 T
sample= % - 2-# Set As Sample Wellzk 7 Locationi= % - 2.# 0K -

Compensation Setup £
Compensation on: Plate Type: |96-well flat-bottom ~ | Sampling Sequence: 3 v
@ Area ©) Height Set As Sample Well Set the Sample Well As Empty
Use Tube Label Lot No. Sample Type Location Set Tube KO3525 to Well
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.i. .(i).
Fi FITC @ Cell ) Bead B1 A . (
] PE @ Cell ©)Bead C1 8 .
V| ECD @ Cell ) Bead D1
¥  PCss @ Cell ) Bead EL c .
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oK Cancel
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}-# 1 = 7|Compensation Calculation 28,64 Compensation Matrix:* %
é; o

Compensation Matrix pocd
v :Us;:% Show Autofluorescence Area |~
Che.. | -AT... | -PE% | -EC.. [-PC.. |-PC.. [-AP.. [-AP.. [-AP.. |-PB.. [-KO..|-Vio..| Vio...| -Vicle..
FITC . 1.08 0.00 I 000 013 000 000 0.0 I 000 066 000 0.00 0.00
PE 19.06 000 234 230 000 000 000 000 046 000 000 000
ECD | 2223 148.. 332 354 000 000 0O0 000 076 000 0.00 0.00
PC5.5 133 997 000 084 000 101 000 000 000 000 0.00 0.00
PC7 034 216 000 6364 000 097 000 000 000 000 0.00 0.00
APC 0.00 000 000 255 0.06 1518 000 0.00 000 000 0.00 0.00
APC.. 000 000 000 3323 006 000 000 000 000 000 0.00 0.00
APC.. 000 0.00 000 3341 1354 000 107.. 0.00 000 000 000 0.00
PB4.. 000 000 000 000 000 000 000 0.00 6.07 000 0.00 0.00
KO5.. 137 000 000 000 000 000 000 000 0.00 0.00 0.00 0.00
Viol.. | 081 1256 000 000 022 000 000 000 0.00 253.. 0.00 000
Viol.. 009 146 000 019 002 000 059 000 000 3829 000 0.00
Viol.. 008 028 000 631 1017 000 431 000 000 860 000 0.00

Save to Compensation Library... Save As.. Close
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8. #.# Save to Compensation Library » %

Save to Compensation Library 3
Keywords: |6 cclorsl
Compensation Library
Keywards Calculation Date
20150202-5¢ 2015-02-02 11:39:44 -
20150318-6¢ 2015-03-18 15:39:18
20150319_6C_Ruby 2015-03-19 16:46:54
APC-A750 2015-01-23 10:58:55
CGU-3 colors 2015-03-02 15:11:38
FITC 2015-01-23 10:58:55
KO 2015-01-23 10:58:55
PC5.5 2015-01-23 10:58:55
PCT 2015-01-23 10:58:55 y
nr ANIE N1 1 . AAES
oK Caneel

9. BL# Save As - it 15 +* Compensation Matrix » ¢ Matrix® m & * ** 2 2 4 e
% ¢ 0 Experiment » H]4ci T 5] F o

10. New Experiment » & Tube# -} v1 & 7| 2L# Compensation Matrix )
¢ » £ gL# Import -

Compensation Matrix 22
Use Show Autofluorescence Area and Height in Sync | Area v
Cha.. | -FIT.. |-PE% | -EC... | -PC.. |-PC.. |-AP.. | -AP.. |-AP.. |-PB.. |-KO..|-Vio.. [-Vic.. | -Vicle..
HTC 000 000 000 000 000 000 000 000 000 000 000 000
PE 0.00 0.00 000 000 000 000 000 0.00 000 000 0.00 0.00
ECD 0.00 0.00 0.00 000 000 000 000 000 000 000 000 .00
PC5.5 0.00 000 0.00 000 000 000 000 0.00 000 000 000 000
PCT 0.00 000 000 000 0.00 000 000 000 000 000 0.00 0.00
APC 0.00 000 000 000 000 0.00 000 0.00 000 000 000 0,00
APC.. 000 000 000 000 000 0.00 0.00 0.00 000 000 000 0.00
APC.. 000 000 000 000 000 000 000 0.00 000 000 000 000
PB4.. 000 000 000 000 000 000 000 000 0.00 000 0.00 0.00
KO5.. 000 000 000 000 000 000 000 000 0.00 0.00  0.00 0,00
Viol.. 000 0.00 000 000 000 000 000 000 0.00 0.00 0.00 oo
Viol.. 000 000 000 000 000 000 000 000 0.00 000 000 0.00
Viel.. 000 000 000 000 000 000 000 000 000 000 000 0.00
Import from Library... Export... Clear Apply to... Close

2z

7 i "Import compensation matrix

-

11. E# © k&5 7Compensation Matrix
and gain” > £ B#OK -

Import Compensation 22

() Import compensation matrix and transform it with current gains.
() Import compensation matrix,

(@) Import compensation matrix and gain.

Cancel
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Acg. Setting 3| Compensation Matrix B
| Gein | Threshold ‘ Width " Show Autofluorescence ] Area and Height in Sync | Area -
FSC 116/ - |» | (1~3000) Cha.. -FAT.. -PE% |-EC.. |-PC.. |-PC.. |-AP.. |-AP.. |-AP.. |-PB.. -KO..|-Vio..|-Vio.. -Viole...
e s0/-» | 1~3000) ATC 108 000 000 013 000 000 000 000 066 000 0.00 0.00
L PE  19.06 0.00 234 230 000 000 000 000 046 000 000 0.00
ATC 39| 0 |» | (1~3000) ECD 2223 148.. 332 354 000 000 000 000 076 000 000 000
o 26 - v | (1~3000) PC35 133 997 0.00 034 000 101 000 000 000 000 000 000
= PC7 034 216 0.00 6364 000 0597 o000 000 0.00 000 0.00 0.00
ECD 140 7 |» | (1~3000) APC 000 000 000 255 006 1518 000 000 000 000 000 000
T APC. 000 000 000 3323 0.06 000 000 0.00 000 000 000 000
PC5.5 42 - |» | (1~3000)
APC. 000 000 0.00 3341 1354 0.00 107.. 0.00 000 000 O0.00 0.00
PCT (1~3000) 1|/ PB4 000 000 000 000 000 000 000 000 6.07 000 000 0.00
Ae e 3000) KO5.. 137 000 000 000 000 000 000 000 000 000 000 000
{ 0| viel. 081 1256 000 000 022 000 000 0.00 000 253.. 0.00 0.00
APC-AT0O0 276/ |» | (1~3000) H||Viel. 009 146 000 019 002 000 059 000 000 3829 000 0.00
Viol. 008 028 000 631 1017 000 431 000 000 860 000 000
APC-ATS0 513 _ | » | (1~3000)
—r— Import from Library... Import... Export... Cleal Apply to... Close
PB450 70| = |» | (1~3000) AL oy B £ By
KOS525 19]2[» | (1~3000) < =
8% )
Violet§10 223 2 » | (1~3000) - o
= =
Violet660 (1~3000) =% &
— =) =
Violet780 (1~3000)
Set As Default Default Recommended o, [- B
B SR ) ) =T Tmm
10* 10? 10° 10° 10? 10 104 10?
Import from File... Import from Cataleg... PCS5A PCS5A 11
Export to File... Export to Catalog... Close
A ., .
13. T E 5407 ¢
B ralors: A1 Everts ®0O 2 5 enls: P L=} - Srolrs. P1 B N Gecolors:Pe Ba % Gcolors: P4 [E]=] =
-3 ®
-
2o it i
g i &
ks
=4 £ ; T = - —rrr
00 1t 5 1ir! 1t anf 10f L At 1ot 1
1= 2104 HIIL-& HIC-8
- & cniorn P wo|[ = 5 colees:PA ol = 5 colam P 5 colrs: P4 wa| [ 5 calare Pt T
g=5 = |
£ < s
] - - T % B T T
ant F i nt ! it of 10 L ant it 1
HIGA PEA
= B ek P1 =0 20| = A anlrn P 2 fienls PA wo|| fials 21 jo1=]
= . = X
s -
. £, Z.
iz B E E
k-1 — T -] . e T T -]
it F A 1t ot n? g A 0t 1t 10t 1 iy 10t P T4 1t
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Heat Map# it &k %

RSN

> B EcHeatMap# it > 37 - 27 7 3 “2wellsrt F 4 N iy

\m

> ;]r;ffh‘-}-l},% :

a. e i\ cdy Experiment? > ghi% Heat Map H R kxHeat Map
Wlndow °

@\5'_‘ SR B A s

b. =:iZ New Heat MapB' B fxitHeat Mapik 4% °

Mew Heat Map 2
Mame: | | [C] Display Mame  Plate:
Parameter
No. | Expression Label Use Custom Range| Min | Max |Actua| Range
1
[C| Display Value Add Delete
Well Color

Base Color

Bands: EI (2-10)

1 2 3 4 5 6 7 8 g 10 11 12 (@ Percentile () Fixed Range

A s s L s L ey ey . . . .
A L\_/‘ l\_) l\_/‘ l\_/‘ l\_/‘ l\_) l\_/‘ '-\_/1 l_) l\_/‘ l\_/‘ l\_/‘ [ Mo Maximum Limit ] No Minimum Limit
B /‘“\1 /‘“\1 /‘“\1 /‘“\1 /‘“\1 ra YV raaraaray

L\_/ l\_/ l\_/ l\_/ l\_/ I'\_ l\_) l\_ l\_ l\_

NS raSraNraNraura Y araara
C | [ [ [ [ [ [ (|

o o o o o o o o o o o
900000000000
1900 0e 000 9e®
900000000000

Y YN agraNrawravrawwr=aYragraxwr_:
G L\_) l\_) l\_) l\_) l\_) l\_ l\_ I.\_ l\_ l\_) l\_) l\_)

[y oy [y
H L\_) l\_) l\_) l\_) l\_)

Include Exclude

OK Cancel
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# ~ &5 & Heat Map £ i :

Mame: |Heat Mapl | Display Name  Plate: |01 b

\\\?{.r

BLEAAD A FTR A T e S Bl (B T E#6e Sdk)

1. BRE > BT A0 4 TR S Bl iR ¥

Expression

Statistics Const + - = / In log 2 [ ) Backspace Clear

Cancel

2. 2hiE Statistic “™' . FH A TR EBIR S 0 BEOK !

Select Statistics 22
Population: Enter text to search... v
» Population © :F# & 7%+
Statistics Type: |Enter text to search.., v L. e e e e .
>  Statistic Type © F# st i#icie
Parameter: Enter text to search - e rs sl
> Parameter ° iF % it fdic
Cancel
Select Statistics 23
Population: CD3+ >
Statistics Type: [
Mean
Parameter: Median
rCV
rsD 2
cv
sD
Count
%Total
Y%Parent
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e. EH A 17 hwell B #ic > ¥ 2hiE Include & Excludey & well#k -
Well

6 7 2 9 10 11 12

O|0|0|0|000|0
5 i s R

+ 001010
0000

Include Exclude

f. E#HeatMapkgrgpd 2 ¢ g 2 AR

Color
Base Color: ;' Bands: (2-10)
(@) Percentile Fixed Range

Mo Maximum Limit Mo Minimum Limit




g. XITE~18EOK: T & BirA reHeat Map » 4™ B ¢

Heat Map Exd
BEEEE # £
Heat Mapl 1 2 3 4 5 6§ 7 8 9 10 11 12 Al
Heat Map2 ( | }
A W32
L A0 dlsdie s QU0 G IS JIRNE
¢8| | |
B . . . . .
JRRCN IR PR T I ' 1: PctParent(Live)
c A O T G I 2: PctParent(CD3+)
3: PctParent(CD34+CD4d+)
5 4: PetParent(CD3+CDE4)
E
100.00%
F 80.00%
60.00%
G
-40.00%
Y EY P R 20.00%
0.00%
Heat Mapl

h. %42 £ % RHeatMap¥ - S#iclicie > FH A $708 - 88 > 4
i¥ Display Value -

Parameter

No. |Expression | Label |Use Custom Range| Min |Max |Actua| Range

1 PctParent(CD3+) 0.65-0.96

¥IDisplay Valus Add Delete

i w2 AGEEOK, T RHE - £#cl @ Heat Map > 4 B

Heat Map 2
1 O e N B B + £
Heat Mapl 1 2 3 4 5 5 7 8 9 10 11 12 Parameter:
Heat Map2
P @O0 0SSO0 0P
QOO ODP SO0 O0S
‘@000 0O 000
@OQOOOOOOOD®
QOO0 0O 0®
100.00%
@QOOOO O OODOOO Fo-
60.00%
G
40.00%
(20 - 20 2000%
0.00%
Heat Map2
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#-Heat Map@?] 41 > gL Export to Graphic File ¥ Export to

CIipboardﬂ » ¥ #-Heat Map 7 A1 = Bl 4% (.bmp or .emf) -

%v“,bhﬂtb v|“f||§§ﬁf‘5t )’3|

HEEE - MEERNE = - (7]
& BHEE - =8 : FEGE: =

(g 7= | Exp_201705301 2017/5/30 T 0. BEZHRE

Gl BEMDE | Exp_20170530_2 2017/5/30 T 0. EEEH®E

) bit (Svtwtaifile) ¥ Heat Map2 2017/5/30 TS 0.. EMFFile

' Roleshatrix (svbit

. L]
o EBmE
_B Chen, Michelle (¥i
. =k
& OSDisk (C) e = -

BEZEEE(N): Heat Map2 -

ZEEL(): (EMF Enhanced Metafile)

BIMP (Bitmap File)
EMPF (Enhanced MetaFile)

- BEENK
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Bl
e

n4

a. ZL# Save Plate Layout... 7 :Z # # % 5 B~ /T > )4 2 001.csv »
Plate
E - @ 01 * '.Sﬁ—wellﬂat—bc.rtt.om Ev: =
i E Save Plate Templats... -4 5 6 7 H
Save Plate Layout... |_I I_I I"'-_"\:I I_.-"'_'"~:I |'
.j. l .j. 2 -j- __a’-4 \\___. 4 .'\__.a'. % o - ‘ o
DIeIeNl
el R [ @i;r' » Computer » OSDisk (C) » Test --#r | Search Te
Organize = New foides -
3| Documents & Marme = Dete modified
@' Music
b Fictures hems mat
|| Subversion
E'-Iﬂ-ﬁc:
B omanter ._
= OSDisk ()
ca Local Disk ()
L Xitogen Dalisn 0\ . T
File game: 01
Save as bype: | CSY File (" cov)
* Hode Folders 7] | gyl
b. & * 2c ¥ & 2 Excel & B £2001.csvi§ & 7 & 4R o
WellLabel,TubeName,SampleID,Group,Namel,Name2 ,Name3
Al,01-Tube-Al,SampleIDAl,Groupl,valuel,value2,value3
A2,01-Tube-A2,SampleIDA2,Groupl,valuel,value2,value3
A3,01-Tube-A3,sampleIDA3,Groupl,valuel,value2,value3
A4,01-Tube-A4,SampTleIDA4,Groupl,valuel,value2,value3
A5 y5513%7%7>%
A6! 1113
Ag’ Ty B C D E F G
A
A9 Trraas 1 WellLabel TubeName SamplelD Group Namel Name2 Name3
a10. " 2 A1 01-Tube-Al SamplelDA1 Groupl Valuel Value2 Value3
All: : : : : 3 A2 01-Tube-A2 SamplelDA2 Groupl Valuel Value2 Value3
A12, sy s 4 A3 01-Tube-A3 SamplelDA3 Groupl Valuel Value2 Value3
- 5 A4 01-Tube-A4 SamplelDA4 Groupl Valuel Value2 Value3
6 AS
7 A6
8 A7
9 A8
10 A9
11 A10
12 A1l
13 A12
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15

H

Q v
P

e ~ Excel k B gxcsvipig (70T
|4 : 001.csv

¢z Tube name

:zSample |IDf-Group
:zCustom metadata

. WASRE B - BATH S

5. i 4 TemCustom metadata -

WellLabel,TubeName ,SampleID,Group,Namel,Name2 ,Name3

Al.Ol-Tube-Al,Samp'ieIDAl.Groupl,Va'Iuel,Va'IueZ ,value3
A2,01-Tube-A2 ,SampleIDAZ,Groupl,valuel,value2,value3
A3,01-Tube-A3,sampleIDA3,Groupl,valuel,value2,value3
A4,01-Tube-A4,5ampleIDA4,Groupl,valuel,value2,value3

T S

o

{
- 1
{

»wN

5l4e : Name4

WellLabel,TubeName ,SampTleID,Group,Namel, Name2,Name3, Name4
Al,alchanged,SampleIDAlc,Groupa,valuelc,value2c,value3c,valued

A2 ,A2changed,SampleIDAZc,GroupA,valuelc,value2c,valuedc,valued
A3,A3Changed,SampleIDA3c,GroupB,Valuele,valueZe,Value3c,Valued

A4, A4changed,SampleIDAdc,GroupB,valuele, value2e,value3e,valued

A5, Newadded , NewsampTleID, NewGroup ,Newvaluel, Newvalue2 ,Newvalue3,Newvalued

A5,y sy :$>|1>||>
5 virrany
AByyaras A8y, 4as
A;...... Agé.,..,.
A OI d AL0, gy
a9’ All, .0,
L2, New
[ERERR] Bl.......
All,,, .,
A- 1YrYY Y
A :] C D E F G H
1 |welllabel Tubename SamplelD  Group MNamel Name2 Names " g < L E F G H
2 a1 01-Tubz-A1 SamplelDAL Groupl Valuel ValueZ Value3 : :’JE“"*"E' ;‘1‘;:"”2 ;amp:g:';‘u 2’““'} ‘“:EI"‘EI ‘“r‘al"‘e: C“*I"‘e: \"""I""E:
2 a2 01-Tuba-A2 SamplelDA2 Groupl Valuel Value Value2 2 angec |JampeinAte Sroup suele Vauelr auedc Ve
3 A2 A2Changed SamplelDAZc GroupA Valuelc Value2c Value3c Valued
4 |A3 01-Tube-A3 SamplelDAZ Groupl Valuel Value2 Valued 4 A3 A3Changed SamplelDA3c GroupB  Valuelc Value2e Walusdc Valued
3 A4 01-Tube-A4 SamplelDA4 Groupl Valuel Value2 Value3 5 04 fachanged SamplelDAdc GroupB  Valuslc  valus?c  Vslus3c  Valued
5 A5 & A5 MewAdded NewsamplelD MewGroup Newvaluel NewVvaluez Newvalued NewValued
7 A6 7 A
g a7 8 A7
5 a8 9 ng
10 43 Bo]ns
R 11 A10
1 Al0 12 A11
131 |a11 13 A12
13 |A12 o
<o lma
BT W o 2 ol s , 2 1 R P O
b. 2.# Add Plate from Layout... - ¥ # ¢ 2 :2iF 59001.csv4g T 2% Open
Plate
—
BL - - [Z]-
23 Add Plate..
= add Plate from Template.. e | |
Bt Add Plate from Layout... z

Duplicate Current Plate without Data

C’\_J' » Computer » OSDisk (C:) » Test

Organize =

New folder =

-
{ Favontes

M Desktcp
# Downloads

Microsoft Excel C...
5 Recent Places |8

79 Libraries
 Documents
o Music
=/ Pictures
=il Subversion

B videos

- 4 n "

File pame: 001.csv » | CSVFile [".cv) bt

Ind

Open | Cancel

73



c. $it8 ¢ 233001.csvig**New Plate? & ATk & F 3 o

Tube
i WP e R |02 a' 4]
l \.Name | Sample ID l'ﬁme
o AlChanged SamplelDAlc
() A2Changed SamplelDA2c
(O A3Changed SamplelDA3c
() AdChanged SamplelDA4c
(O NewAdded ENewSampleID .

B - 5 65 Jo2 |f] porattosonn 11211 W W U U ®® @
=i
A OJOJ@|@|O)O O O|O|0O|0O|C
| O|O|O|O|O10 O OO0
| O|O|O|OOI00 00000
o O|OJOIOIOI0 O Ol0I0I0|C
{OIOIO|O|IO0 O O|OIOIO|IO
1 OIOIO|O|IO00 O OlOIOI0|IO
SO|O|IOIOIOI0 O 00000
JOlO|O|IO0O10 0 OI000C

Namo [Samole 1D [Events | Group [Mic |Backflush Tims

MNewAdded NewsamplslD D NewGroup 3sec 3ser
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AR 2 RTenifé -‘F'f
X kx[User Management # it

% CytExpert #icdg @ » @ * X ¥ UL 2 p ¢ & kg %ﬁ“’

—_—

2LiE Lo CytExpertﬁﬁ St
5 @7] N ﬁ 12 B "Admin” > ¥ % Password ## gag,l » %% "password1234°15 >

P 'T]ag@g » ¥ 32 R ;¢ Administrator

= BP I3

Administrator
CytExpert 2. T
[dmin | -Jesssssssssed | )]

w2 EER
Administrator #-;¢

3. EE %+ Menu ¥ ¢ Account = >User Manager > )31 T % &
New : 373§ — i i¢ * dﬂz
Modify : i sc= g% henit * &
Delete : Jﬂjﬁe— ®
Unlock : #- ) st e * = 24
i

Advanced | Account  Log Help

User Manager...
L.i g
Role Manager...
Account Policies...

Change Password...

VVVYVY

ER
Reset Password : & 773k Z_i¢

User Manager P
Enter text to search... | Card View |~
User [1 of 2] User [2 of 2]
Username: Admin Username: User
Full Name: Administrator Full Name: User
Enabled: Yes Enabled: Yes
Unlocked: Yes Unlocked: Yes
Role: Administrator Role: Operator
Creation Time: Creation Time:  2017-05-29 00:42:01
Last Login Time: 2017-05-29 23:32:13 Last Login Time: 2017-05-29 00:43:33
New... Modify... Delete Unlock Reset Password Close
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4. %.Li%'”New”a‘%@g_ s 7 —% T % =1

e £
Username: | User |

g Full Name: |User |
Password: | password |
Role: |Operator .
Enabled:
OK Cancel
5. B-E OKE o ﬂ‘,hig Close -
6. FEHHcp

Y V VYV

= Administrator > i # Logout % ! »

Username @ &t » & * & &4
Full Name @ 2ot » @ * 4 &4
(Fi0 k)
Password : i *t7g% 5 password
Role : : £ # n% # —*Ff Operator

Enabled : 3 :% >

% %E%”password PN

= @ 2

Administrator

Administrator

Username: Admin

L

Log out

7. 2\!"3{ YeS E:-P:\.‘»:% {

CytExpert 2o

e g T O

B~ AT £

ﬁ}é‘t? ol Frig # F]

%?ﬁ%%’ﬁ%

R A

Old Password : s .78 3%k % 75 "password” > 3% T 372857 R 2
Friis BhiE OK = = o
Confirm

@ Please change the initial password before proceeding. Do you want to change the password now?

MNo

Change Password

Username: | User ‘

Old Password: || |

Mew Password: | ‘

Confirm New Password: | ‘

0K Cancel
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A. i3 2 PDFA, % # ©
1. %% A 452 &7 B ¥Print @
FERAAT 6 8 5 ghE Portraitrt B

breaks > #® B HE A4 ] T oo 5 o

(Kdegrdy 1 5 3+ 4

A

g

]

a5 o

g BR

¥ hPage Setup L% Size

307 st dh o 39 E Show page

Page Setup 23
Paper
Size: [ A4(210x297mm): 210mm X 297mm - ]
Orientation Margins(millimeters)
(©) Portrait Left: 5.08 Right: 5.08
() Landscape Top: 5.08 Bottom: |5.08
Display Options
¥|Show page breaks
oK Cancel Apply

R ™ e
HEE o0 BEEOK o
Batch Export to PDF File 22
Name Sample ID Time
O 38012-TF 6359-... 2015-01-18 13:52:34
0 38012-Aquios B... 2015-01-18 13:53:59
O 38012-B28479 ... 2015-01-18 13:57:05
. 38012-test-30-2... 2015-01-19 15:44:47
ek oo o
& aso =X e PR ~ .
PAARS TR AR g

% - 1 PDF File)
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oy
a1

i

HEENE

]

| CytExpert Data
, 15.0629-cytoflex test by LPL [
| 15.0701peritoneal macr.Doaa m
| 2016.01.28 whole blood-ROS-P

) 12345

, 150701 peritoneal mac.staining
, 150701 peritoneal mac.staining ~

1

LS

*

(eaprERmen | [ we || WA |

B. #edjdy I CSVE & f 3¢

1.

R LA
to CSV File -

1 % = e,

.

IF

4 PDF

s.3- #c e 4 Statistics ™ > BhiF i & + 4t i 4 Export

Tube Name: Tube2
Sample ID:
Population

@ All Events
@r1

@ Q1-UR

D Q1-UL

@ Q1L

@ QIR

Events

50,
29

16
13

Export to CSV File...

Export All Samples to CSV File...
Export Samples to Graphic File...
Export to Clipboard

Export All Samples to Clipboard
Statistics Setting

Copy
Delete

16%
33%
10%
32%
24%

78



EoBE AL A EERRAPFHETISE- B

(el
<[4 === 2|
- @
T mmE r
I IJ EHERRE |
I& Chen Ml:hel\e(\"mg‘f’u} i
k. =
o EBE i Nt
Epa .
o = QE}; R
E E | =HEEHE
=8 - 1L CroRexeRESEETR -
EmEEN): Testl BE .
ZEEET): |CSV Files v]
- EZERE zee | [ mE |

=

(Khogidiy 21 5 £ 4% S4h % 7 i€ # Export All Samples to CSV File » 4 % 45
d gL 5 X4 Sl S - BCSV File)

Tube Name: Tube2 B

Sample ID: Export to CSV File...

Population Export All Samples to CSV File... % Parent

@ Al Events Export Samples to Graphic File... F]% 100.00%

@ "1 Export to Clipboard 6% 59.16%

@ Q1-Ur , 109 0.33%
Export All Samples to Clipboard

D Q1-UL 6% 0.10%

. Ql'LL StﬁtistiCS SE‘ttiI"Ig 204 55,3294

@ Q1R Copy 7% 44,24%
Delete
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L MR
[Semi-Automatic sampleti-;']
1. tfc®~DatasExperimenti2 > #7341 tube > + 152 mL 10%i% 5 -k 14 8 3
ik 240 yL/minzg 7 F 4 > b a 48
2. # 7 Daily Clean - ¢ % F = Cytometeri& » > 2% Daily Clean -
Cytometer  Settings QC Advanced

/&  Acq. Setting...

Detector Configuration...

[ Backflush..

O Initialize

() Standby

Calibrate Sample Flow Rate...

System Startup Program...

Daily Clean...

Sample Injection Mode »

Sampler Reset
Acq. Setting Catalog...

Cytometer Configuration..,

Cytometer Information.. !
3. 4214 FlowClean Cleaning Agent (3 mL3-¢ B -kj2px% » £ x4d) 15
Ay Rik1E 4 45 k0 154 48 - 2% Close -

Dally Clean 2 Daily Clean b

Stepl: Please load tube with cleaning liquid. Step2: Please load tube with deionize water,
Duration: 15 | | minutes (1~100) Duration: 15 - | minutes (1~100)
EL £ gl iy R o T ol feTd = i
B (01000, R B LT K
Run. R
Daily Clean I Close b
Step3: Finished. .
Close

4. M PCytExpertsidl » T E R SR EHEE P H PP ER  HPRE (S
T RAET R S M o



[Plate Loader#c;t]
1. 3% {7 Daily Clean - d % } = Cytometeri& » » gL# Daily Clean -
E:rtcrmeter | _Settings Q__C Advanced

f}’% Acq. Setting...
. Detector Configuration...

. 4 Backflush...
| o/ | Boost
# Initialize
() Standby
Prime...

Deep Clean...
Calibrate Sample Flow Rate...

System Startup Program...

Daily Clean...

Sample Injection Mode 3

Sampler Reset
Acq. Setting Catalog...

Cytometer Configuration..

Cytoemeter Information,.

2.+t 6 wells (250 pL/well) 10%& 5 -k ~ 12 wells (250 pL/well) FlowClean
Cleaning Agents 12 wells ((250 yL/well)2 3+ -k » F#F & F 2550 > BR B

B2k 210 wellsghag | Seths Empy Well L = g

Daily Clean 2

Please choose cleaning agent and deionized water wells separately and ensure such wells are filled in with a minimum of 250 pL
of cleaning agent or deionized water.

Plate Type: |96-well flat-bottom ~| | Set As Cleaning Agent Well | | Set As Deionized Water Well | | Set As Empty Well

e
LA J

4 5 6 7 8 9 10 1 12

W=

-
190 -

Y ‘_-'\I \ ar; \ \
. . I ) [ W, )

m

| )| L) e )L ) Coe o e )

Load Initialize
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7 #-6 wells 10%:% v -k 2 12 wells FlowClean Cleaning Agent:% #_=

| Set As Cleaning Agent Well | » 12 wells2 %/ﬂ’-':j' ’J(?\:}: "i’%\' Set As Deionized Water Well

¥ |oad* Start > i& {7754 3% » B#¥Close -

Daily Clean

2

Plate Type: |96-we|| flat-bottom

A

(8]

w

4

5

6

7

8

9

10

11

12

olejelele [ J
O 0000 .0 e
olelelele [ J .
elelelele [ J
O 000090 ®
olelelele [ J
O 00000 ®
elelelele [ J
olelelele [ J
elelelele [ J
elelelele [ J .
olelelele [ J

3. i FCytExpertii ] > M P RE = (6> hT RET T SR -

I Load

- Initialize

Please choose cleaning agent and deionized water wells separately and ensure such wells are filled with a minimum of 250 pL
of cleaning agent or deionized water.

‘ v‘ | Set As Cleaning Agent Well | | Set As Deionized Water Well | ‘ Set As Empty Well |
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Lo BB

1. Prime @ § ¥ % G ic B R S 8Ip P > 4ok cnid R AR sl >

f o BT Prime o
(1) 2-3E Acquisition 2_ ¢ 3 £ Standby -

*lyf Next Tube

Acquisition
>
() Standby

(2)¢ Cytometer i& »~ » 2L#¥ Prime -

%| Backflush| Ty

'f{ Acq. Setting...

> €

File | Cytometer Settings QC Advanced

x Acq. Setting...

Detector Configuration...

ﬁ Initialize

Prime...

Deep Clean...

Calibrate Sample Flow Rate...
System Startup Program...
Daily Clean...

Sample Injection Mode
Sampler Reset

Acq. Setting Catalog...
Cytometer Configuration..

Cytometer Information...

(3)2# Yes B 434 7 Prime -

Confirm

ie| Are you sure to start prime?

&
A

b

L

ij!

p

3

CytExpert

Priming
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2. DeepClean : # R L ¢ > 17 Prime » & /% £ *ﬁ ' 3734 7 Deep
Clean -
(1)¢ Cytometer i& ~ » 2L# Deep Clean
Cytometer | Settings QC  Advanced

TA; Acg. Setting...

Detector Configuration...

Backfluszh.

-ﬂ' Initialize
Prime...
Deep Clean...
Calibrate Sample Flow Rate...
System Startup Program...
Daily Clean...
Sample Injection Mode »
Sampler Reset
Acq. Setting Catalog...
Cytometer Configuration..

Cytometer Information..,

(2)2:# Yes 14 712 Contrad 70 Cleaning Solution (diluted KOH)#i% # i
% Flow Cell -

Confirm

oy Deep Cleaning
{e] Are you sure to start deep clean?

(3)izie & > 30 ~ 45 fs £ # {7 Prime » = = Deep Clean # i% o

Information £3

[0j Deep Clean has been done, please wait for at least 30 minutes to start Prime, and then you may start your next step.

oK
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"ihéx1 - Surface Marker#: 2. %l #% 2 % ¢

(32— ) Pov 5 i L4

1.
2.
3.

© N OA

9

10.
11.

12.

13.
14.

15.

18 7 FusR(EDTA or HEPARIN)=hs > 2% 08 o

* % € HPBS {rBlood i & X} (& < ff§+* PBS:Blood=2:1)
B~ 3 c.c Ficoll-Hypaque(density 1.077) 2z » 15 mL tube

(or 2 12 c.c Ficoll-Hypaque 2z » 50 mL tube)

B M e~ fFf 2 8mL (or 30mL) % Ficoll-Hypaque 2. + = » 7 &= 7% 3|7 &

‘] balance ¢ - #t.w 400g > 25min > RT

/] s B~ {8 mononuclear layer cells

‘v > 2 % & 7 PBS % ff# mononuclear layer cells

200g - 10min » 2 iz

& 47 Step7 ~ 8
3+ 8 wwre B and resuspend (‘e Jk A& 3 B DT 1x107cells/ mL)
i e 4°Co - E Pl
2~ 100uL cells +20uL mAb » Mix
Incubation 30 min
Resuspend to 500uL~1mL with PBS (% 0.5% paraformaldehyde)
%4 47 within 6 hours

(=) B2 3
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100ul whole blood + 20ul mAD.
Incubation 15-20 min

500ul OptiLyse C, Mix
incubation 10 min, RT

500ul PBS, Mix

After at least 10 min

4 #7 on instrument
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421 ¥ eCell CycleF ek ¢ 2 (FH L2 2Pl4 ¢ )

47—

1. E A Rt m ek B ERDEY S 2x10%cells/ mL » # w2 & 5
Attached cell Line » £ 2 Trypsin #-mre4=7 > L A FER (7L E Trypsin
FedLH VAEER ) o

2. B 1mL % % » 11 k2 0 PBS ‘}Fi‘};t,fém’i'é—— =X oo B {s o e b ‘}Fi;‘,i'é o

3. MR iR R R (R L R 2 TR o

4. LR T By (BE A VREIE) - FR2T- F%-F » 3mL70% kit
o LB F W > 2 £ R 4 aggregate I % )

5. 1 -20°Cokfa® Rz i >- P (ZERATIFRU L 57 )

6. 4 ¢ o Biwie K20°Crk4P~d > 300 g d 5 4 ds 0 27 4 ;—g-;‘fé °

7. U e i 0 4o » SmMLPBS s # % 3 A smis e 2 %rtj
ke

8. £AFH AT > 1 5mLPBS £ fikimiz - = o

9. 4t » 1 mL PI/ Triton X-100 (Final Conc. Pl = 20 ug /mL, Triton-X 100 =
0.1%, RNase A=0.2mg/ml ) » 353 $v4cim?e » @k L 4 T > 30 2 45 -

10. F 5 $r4cimoe 02 30~40 um R F5 i p fm e A TPV F BT A 7 o

= ;‘2 I }
Materials :
1. Propidium iodide (sigma) : 10 mg/ml in water, store at 4 degrees.

Note : solution made at RT will fall out of solution in fridge. No problem. Just
mix it up and squirt the cloud into the staining mix. It will go into solution
there.

2. RNaseA (Sigma), 10 mg/ml in water, store at 4 degrees (long term 20
degrees)

3. PBS: at 4 degrees
4. Ethanol (100%, store at -20 degress)
Fixation :
(1) Spin cells out of media — 1500 rpm x 5 minutes
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Wash once with PBS
Collect 2 x 108 cells.

(
(
(
(

)
)
4) Pellet cells by spinning at 1500 rpm, 4°C for 5 minutes.
5) Resuspend cell pellet in 300ul of cold PBS. Vortex.

)

(6) Fix cells by adding 700ul of -20°C absolute ethanol. (drop by drop initially)

(7) Store cells at -20°C in this fixation buffer until ready for analysis. (No more

than 2 weeks)
Staining :

(1) Centrifuge (as above) fixed cells and resuspend pellet in 1 ml of PBS.

(2) Add 100ul of 200 ug/ml DNase-free, RNase-A and incubate at 37°C for 30

minutes.

(3) Add 100ul of 1 mg/ml propidium iodide (light sensitive) and incubate at

room temperature for 5-10 minutes.

(4) Place samples in 12x75mm tubes and read on Flow cytometry

Reference :

Experimental Cell Research 207, 142-151.

453 ¢ CytoFLEX % * 444 | 5L

CytoFLEX % * &+ b5
Flow tubes 2523749
Flow Clean (500ml) A64669
Coulter Clenz (1L) 8448188
Coulter Clenz (5L) 8448222
CONTRAD® 70 81911
CytoFLEX Sheath Fluid B51503
CytoFLEX Daily QC Fluorospheres |[B53230
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