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{NZERE —— Instrument Startup
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Attune® Performance Tracking Beads

. [RIEHERERS - 4449754 (3 ml)

- 1. Iﬁiﬁ, JtEPerformance Testif NJFIETaE ( WEE ) Parformance ts
C 2. MBSV
- 3. IANEIRS (W TFTEELALOE, Ea—NEEFE , NZ2E )
- 4. EUEUTE?‘U_EI%BE%H*]- \%EI] Performance test setup

* 5. 2 mIEERFDON 3 B REK
- 6.8 , £

7. miERun Performance Test
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B2 #AARYSEIE —— New Experiment

BUEFRISCIEEAMNGIE ¢

- 1. FWET , =i5New Experiment

o 2. fEHome%kn=F , mt5New Experiment
P

o 3. 7EFileikIn =T , =5New Experiment
P

- 4. f£Experiment Explorer ~ , GzUser Name , =
HENew Experiment,

MNew Experiment...

Import Experiment...

Collapse All
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New Experiment XJiHiE Tube Experiment

Mew Experiment o 1. jﬁ?%gggﬁ;léﬂ : Tu be
2. AR SLEE

- 3. J0EWorkspace ( .aws3{4 ) 8
ERRENAIRE (Pl )

o 4. NNERANGRIRE (.aisXff ) Hfi
FAERIAIRE (T3 )

- 5. IREHFEH

- 6. IREBEFTH
o 7. ByhmiREE (B )
- 8. BATHOK

16



New Experiment XJiHiE Plate Experiment

Mew Experiment

o 1. EHESCIGZERY : Plate
Experiment type: Plate name:

* 2. apEsCEG

Plate type: Plate D

BN S
v oo | * 3. XS N AIFLARAP

95 Well Flat Bottom

98 Well Conical’y Bottom

. : N > E v\ \}—L (===
2 e S e * 4. NEkWorkspaceslEFRENAIRE
96 Deep Well Conical Bottom _ ) :
384 Well Round/U Bottom Load Default instrument settings ( ﬂ\% )
384 Well Flat Bottom L

384 Well Conical™ Bottom

384 Deep Well Round/U Bottom

o 5. INEERR B ERRIANRE
(AJiE )
tube samples for each group

« 6. 1ZEFAFEI

- 7. 2 EBHEEFH
- 8. BiIAmiAR ( Ak )
« 9. BFHOK
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i NFEIGroupzTube Sample

A NNFERAYGroup
o 1. AEENAISCIGATR
2. AEAdd Tube Group

- 3. BEGroup Name , 1&#%
Rename&E R , &1k Group
NameradsF2iH{TEE D

xhNFrEYSample
- 1. GEEHEMNAYGroupZFR
2. Ri5Add Tube Sample

- 3. hESample Name , 1%#E

RenameEdp4% , BiEIE+
Sample Namem G F2iH{TEm

= & Justin's experiments
¥ M Plate experiment 1
+ M Plate experiment 2

e experiment 1 Ws

¥ § Tubeexperiment2 ws

= [4 Compensation
v BL1
« BL2
« BL3
v BL4
# § Group1

Fo . )
Oroup £

= ¥ Group3 ws

« Sample1 ws s
« Sample2 w

« Sample3 s

Sample 4

Samnle 5

+ W Shared folder 1

08/10/13

08/07/13

I© 08/06/13

07/14/13

07/02/13

I B beads
I B infecti

Add Tube Group

Duplicate Experiment
Rename Experiment

Delete

Export

Add Tube Sample

Duplicate Group

Rename Group
Delete

Export
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s iFTAYGroupZPlate Sample

AINFRAYFLIREE R
« 1. Heat Map View N FEE2aUAIFL
- 2. G ENew Sample , 1%#EAdd to New Group

¢ Results Overlays Sample List R EWRYEN

A

B

c New Sample 4 ] Add to New Group
MNew Manual Well  »
Paste Wells
Customize

D

E

F

. Legend
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(Zp2SampleZFH

wNSample ListE{EIE {Ee¥Sample&fx

- 1. View o 1. AJLAfEExcelZ®RPEREEFSample
R =FaE3 -
. 2. ¥5Sample Listaik t , fE+E By , EF2ISamplet=rh

HRENESEESample List : %,_, BRI e SampletZ g g
N\

Home i Workspace Instrurnent Experiment Compensation Statistics Overlay

ll? Q Collection Panel Heat Map Setup Results View I Sample List I Experiment Color Print Area
ol |

Instrument Settings Heat Map View Overlay View Reset Window Layout Group Celor
Instrument Zoom

Settings In Experiment Explorer Customize Panel FC5 File Panel
“Xperime Show Panels Show Colors Other Options

Experiment Workspace Results Owverlays Sy J3E=d Heat Map View

LOCATION § SAMPLE JSAMPLE NOTES  GROUP GROUP_MNOTES EXPERIMENT EXP _NOTES PLATE PLATE ID PLATE_NOTES

Ea Ed Group Experiment Plate PLATE_MOTE
2 |ES ES Group Experiment Plate
3 [E10 E10 Group Experiment Plate
4 (F& Faé Group Experiment Plate
5 [F9 F9 Group Experiment Plate
& (F10 F1d Group Experiment Plate
T |BS BS Group(1) Experiment Plate
& |B6 B& Groupi1) Experiment Plate

s
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{U2Bi%E —— Instrument Settings

wilInstrument SettingsiE{EiE
- 1. A View
« 2. ElInstrument Settings4)ik

Instrument Settings

.+ 3. R E IR e s

Instrument Settings

Parameters
- 4. SFZEIESMNEER , BRGNS
Threshold
* Pa rameters — Eﬁiﬁjﬁ Advanced settings
° Voltage EEJ:—IS_UEI—_B— System settings
 Threshold FMEET

Workspace Instrument Experiment Compensation Statistics Overlay

11? Q Collection Panel Heat Map Setup Results View Sample List Experiment Color Print Area
|

Instrument Settings Heat Map View Overlay View Reset Window Layout Group Color
Instrument Zoom

Settings In Experiment Explorer Customize Panel FC5 File Panel
Experiment Show Panels Show Colors Other Options
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NEhEE — SENngE (Parameters)

E; I c— ﬁn“ﬁ Instrument Settings

° %ﬁi Aiﬁ%@}%ﬁﬁﬁﬁﬁ*uﬁﬁﬁ%é& ( A_ H _ Automatically update Experiment level
W)

Parameters

- BRI PAFTENSICEE |, LUR S
/J \j[ﬁij(/]\ , Threshold
ot " Advanced settings
« BNBIREARERISE(A-H-W)

- NEA N EEEERIImarkerZFRFIZEZ
FR ({5040 : CD4-FITC)

o IR /BGHS AT ERD/ERT1E]

= e
ZEEENBEESHNEEEAICR.

BRI : ELA30-35K/FAEIEERISR
20x1061+mEHT , SEVEFEIRH 341SEL,
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(e85 EH — HBERE ( Voltage)

ﬂ Instrument Settings
Y]

Automatically update Experiment level

- RETHNEE , BEATATRERES

Parameters
_ N . — N \oltage
- LA TE AR TRENET R

Advanced settings

- AJLAERBRRE KA L
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RFE{EERS

- FICREAZH , ERREHEFRA
BERSARIERS).

- AIRE1-4BIE (FETH/EE0).

« AMFSEERERNEIRIEXKAER

Instrument Settings

Automatically update Experiment level
Set as Experiment Level IS Set as Default

Parameters
\oltage
Threshold

Advanced settings

Threshold

on I8 I

AND
OR

e IS

x1000

S S

x1000

ore LN L e

W Exclude coincident events
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(e E EEIRE ( Threshold )

Instrument Settings

Automatically update Experiment level

miE: Set a5 Deful
i%*gpﬁ%&ﬁiggﬁﬂgiﬁﬁ! 11 Parameters

\oltage
Threshold

BEASHSERS
- FICREAZH , ERREERA

Advanced settings

Width threshold setting (x1000)

AEERIEA(RIIERE), L — I

Area scaling factor

Blue 1.02

- AIIREL-4EEEEIH/EEIT).

Red 0.97
Violet 114
Yellow

» AFSBIEIRERNEIRIEKAER

Window extension setting

Front + Rear _
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Automatically update Experiment level 1S

NBEBEAUSH, SAHEE
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T{EX —— Workspace

Workspace Instrument Experiment Compensation Statistics

BE WEB B OO0 = H H EMEEB - W

0 Auto Layout
Save as Default | Histogram Dot Density Precedence | Rectangular Owal Polygon Quadrant Derived Histogram Bi-llarker  Edit Text Image Statistics Arrange

- Save as Default Workspace — i@BEGATIEX
e Plot — E|F

- Gate —— H]|]

« Other —— Hifth

 Size and Position — T E
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T{EX —— Workspace

File Home Wiew Warkspace Instrument Experiment Compensation Statistics

E MEB B OO + = H H =

Save as Default | Histogram Dot Density Precedence | Rectangular Owal Polygon Quadrant Derived Histogram Bi-llarker  Edit
Workspace Plot Plot Plot Density Gate Gate  Gate Gate Gate Gate Gates

Plots Gating Tools

Al ::.'ISE‘

Image Statistics

|| Freeform %
0 Auto Layout

Arrange
-

2 |l

Other Size and Position

- Histogram Plot E5E (X BRevents#IEF S HRIRSEE
- Dot Plot 8RBl — WSHE , X/YHDER— 1 SHNESRE

: 1Ig'éensity Plots ZERE — WEHE , RIBESEBR IR IAEEERN
AA

- Precedence (REZEE — WSHE , mIBEETNAS, G
BT E RS s Ime , meRxaTE j_-a/\ljlj\]ﬁ’ﬁinn%&o
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#HIESRE ( HFmEEz ) —— Collection Panel

HEmIRBVIATS Collecion Pne

RIRFEME
- AR E

* AR SCATHRIIER
* ICRISHF gl \
B N TR
Setup flow options

Acquisition vol pL (89 total yL draw)

J— 200 pumin

s . ’
u&%*gé\j:é Run Record

¢ samplc: EENIN

Display

Run Protocol iai'f%_'-ltiﬁ}:%

Stop options
SR SRR AZT
4 SCHT R ERER

events on  JRAEIENIS -

. "
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$IERE (FLHR ) —— Collection Panel

MR —
IEEEMTRE
-BENX EiF

MEmIE
— MEmIe

R AATR
N AFERRARTR

—

—

Collection Panel

Collect

(&) Collect entire plate from beginning
@ Collect wells starting from
@ Coliect only well(s)

(® Run Horizontally @ Run Vertically

Run Protocol

Automatically update Experiment level Run Protocol

B Cptimize for High Throughput Collection

Flow Cptions

Acquisition Vol

. R
Total Sample Vol m pL

pL {70 pL Total Draw Volume)

A

(o] e B FCS Info...  Instrume... Experime... Customize HeatMa...
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$IERE (FLHR ) —— Collection Panel

Collection Panel

Acquisition Vol pL {70 pL Total Draw Volume)
Total Sample Vol m uL

12.5 pL /min

Stop Options
" n

FRecord Events in: [EEANSEE -

Other Options

° iﬁ?:%{%‘%gz E aq: ll:ﬁvai E M v/ait Before Recording:
¢ iﬁj:%;l%g ;k%'ﬁ Mixing Cycles:
* i;'_l-jj::l:;%z; }k; Rinse Options:

EEW

Dizplay NS Ml cvents

(e e FCS Info...  Instrume... Experime... Customize Heat Ma...

ThermoFisher
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(N 2BBEITE*ME —— Automatic Compensation

- (ERMAEEFMERIRH THMEIRE.

- EXMERINE Compensation s , =it
"*MEIZE" Compensation Setup
- BETEExperiment Explorer T
Compensation , IFEA*MZ1EIT,

. ¥MEIREEINCompensation Setup :
- T Source | IEREFERETubeTEFL
HRWell
- &¥{Parameter : AreagiHeight

- BantMEtEERAutofluorescence : [BM4 iR
uNegative gate , REEIIREIET
Unstained control , 8i&E tBnone

o SytiEIEEEFluorescent channels

* BITREHRMEEFEEENAY NS,

Options —

File Hame View Compensation Statistics

Workspace Instrument

W Use Experiment Comp ﬁ;}
Use Comp from FCS Files
Apply View
Compensation Matrix
Apply ftment

Select All
BL1
BL2
BEL3
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¥MEFEPF —— Spillover Matrix

- BaltMETERSAt the end of Auto-compensation:
- IMEREF=BITEF BN BZEIFTEHRR ( Apply Compensation ) ,
- FJLAREView Matrix> kB Bt EIFHI*M=FEME,

BL3-H
RL1-H
RL3-H

YL1-H
YL4-H

Statistics

Workspace Instrument Compensation

18] Use Experiment Comp

Use Comp from FC5 Files

Cormpensation

100.00  0.31 0.12 0.14 0.04

1.76 100.00  1.65 0.67 81.71 14.70
0.10 0.29 100.00 2210 0.00 1.08
017 0.00 0.39 100.00  0.01 3 64
1.29 3.68 0.09 0.02 100.00  0.50
3.24 0.22 0.11 3420 2.44 100.00
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B NS E —— Customize Plots

IHRE]

\

General

@ Precedence
Density

Flot Type @ Histogram @Dot @ Density

Resolution:

Color Mode:

% of Events: 100%

e B FHIZTR
X, YEHAIZFR

Text

22

Include M Experiment [l Group Sample Parent Gate
(= 2o

Label Name

Include M Channel Name Marker Name

= T Tahoma - b

Customize
General
» axis
Y axis
Text

X axis

Parameter:

Scale:

Range:

Y axis

Parameter:

Scale:

Range:

X, YAHARMPRANR S
2. JIE. TUEEL

FSC-H

@ HyperLog™

S 1048576

® Linear @ Logarithmic

® Automatic @ Manual

55C-H -

® Linear @ Logarithmic @ HyperLog™

B 1048576

® Automatic @ Manual




HRXIZFIIA9EE —— Regions and Gates

O o0 + 3 H H =

Rectangular Oval Polygon Quadrant Derived Histogram = =/ - Edit
Gate Gate Gate Gate Gate Gate Gates

- [ JR9FRE
« XWS%] : F8/217] ( Rectangular Gate ) . #§[El] ( Oval Gate ) . 2153
IJ ( Polygon Gate ) . +=&BRiJ ( Quadrant )
- BSHT] : ERE] (Histogram Gate )
« %55k ] : 1B48(7] ( Derived Gate )
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1BiH| ] —— Derived Gates

» IAEZERZHITESGRI)

Gate Logic

Gate Name

Gate Color

Gate Definiton

Derived = ; ;
[ R
ANOT B B NOT A

CD8- Lymphacytes|

AND NOT - CDB+

- - s B
. N r’ \
; . ’ \
SB - .
pmmad ool i et R L LT ]
i | 1 i ' 3 i '
i L ' . ' ' 0 4
i ' . ' ' 0
i o L ' o
H R

A AND B AORB AXORB
(intersected) (joined)

AND gates = All events that are shared.

OR gates = All events found within 2 or
more individual gates.

NOT gates = All events found outside
the gate.

XOR gates = Unique events found
within an individual gate.
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ML IR E —— Gate Editing

EMEWIRE Customize FE] LT EEAN 34T

eE
. PR EIREI] )
. ETLAES JHORRSE, BAR. B

- {Bshow name@isf5 , NERAFEE LR

N

e WorkspaceEli-£ T~ EFEdit Gates

R IH TIRE
- [JRERE

SR JANSE

Ei’]

I JEYRBFR

il S3

é—é

=3

2

Edit
Gates

Rectangle

- O

O

Polygon

Name: Shon Neme

Opadty (3&): _ @

X Minimum: gl
X Maximum: EErrsl

Link Gates

Lymphocytes All Events

Monocytes  All Events

CD4+ Lymphocytes
CD8+ Lymphocytes

imimum: _5121
¥ Maximum: Eesl
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REl'] — Back Gate

750~ 750~

500~

SSC-H (1073)

250~

0.001 et r
0.001 500 1000 0.001

ESC-H (1073) FSC-H (1013)

T
1000

Edit Gates

CD45+ WBC CD45+ WBC
Lymphs Lymphs
= - Lymphs Lymphs
Gates Th Th

T
Lymphs

Live WBC
WBC

CD45+ WBC

T
Lymphs

Live WBC
WBC

CD45+ WBC

R AR AR
I
oooooooo®mOg
B B B BB BE OB 3R

f£Edit Gates T~ , Back Gate All PlotsiEIn T |, IBHEEFAREI I

9ate’z§1ﬁJ:,,JﬂzEl’J|]7f' it | ASE AR | EIJ_H_ AURE L
BREE B,

ThermoFisher
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NP ERERRIHEN —— Text & Image

+ TE Workspace EIRKT , mETextFINXAME , mflmageiinER.
© NANMEFARRNER RZBSHEMEIRE Customize TEI=E,
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FitE &8 —— Statistics Table

Experiment. 6 color immuno
Group: Default_Group_Name
Sample: NOT-IN_STATS

AS Name Count | %Gated | %Total
B All Events 30000 100.00 100.00

Text [ Lymphocytes 6728 2243 2243
O cbD4+ 2893 43.00 9.64

CD8+ 1358 20.18 4.53

B Monocytes 2080 6.93 6.93

Granulocytes 14933 4978 4978

- BRENTERMSGITHFESEWorkspace Statistics Table : & T{EXAIZH
(\I& , mStatistics,
- BRENMENFITF S Plot Statistics Table : EHXIRAYE , mdsStatistics,
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FiTESHIMENIZTE —— Customize Statistics

File Home View Workspace Instrument Compensation Statistics
Select All Plate Experiment Group Count Events/pul | [[] XMean [] ¥ Mean [ XsDp [] ¥sSD [ ] X3ecy [ ¥ 36cv {x}
Stats on plot ["] Filename Workspace Plot Title % Total % Gated [] X Median [ | ¥ Median | [ | XrSD [ | ¥rSD [ | X %rCV [ ] ¥ %rCY
] Gate [ X parameter [ | ¥ parameter [] XMode | | ¥ Mode hitaii
Tools General Event Statistics Intensity Variation Custom Statistics

Experiment: 6 color immuno
Group: Default_Group_Name

c RERITFEHR | REFSIITFSEER

Name Count %Gated %Total
B Al Events 30000 10000  100.00 Z’— A I 2= é—%ﬂé S 4 - ‘9& =
O Lymphocytes 6728 22.43 22.43 *% I iéﬁl-|_% 2 9& tatl S tl CS LIJFj I\—F I
O coa+ 2893 43.00 9.64 N —_— N \\ s
o omoEm IR EE RIS S,
B Monocytes 2080 6.93 6.93
Granulocytes 14933 4978 4978

Plot Title - Samp1 - All Events

| TEEE - REEBRFRIFRITZSE . _EEBR &
é ‘ | FitFSE Statistics ETINET |, 1%RE
: BERNFRITFESEL

1048.58
FSC-H - MrkrName - LbINam...
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SCIG SR ESIEEE —— Experiment Explorer

- LFTF3EEE —— Context Menus

- RiraERERERSRREESEREARRAITERAIKE

Experiment Group

T

Mew Experiment...
Add Tube Group [

Import Experiment...

Duplicate Experiment Add Tube Sample

Rename Experiment

Duplicate Group

Delete Rename Group

Delete

Export

| Experiment | Export

Most Recent

Open Sample Using

Duplicate Sample
Rename Sample

Delete

Import FCS File
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SEISAYS N\ —— Experiment Import

- BAEREBETAFE | fladmin , TR,
- 1&FEImport Experiment,

1 TH-13Z 1R
«  fEwindowsEFEFHEXIKER, e
tune NxT data | #3 ||| Search Attune NxT data yel
= O @
MName : Date modified Type Size
N 2 l:‘—l A 8 peakatx 4/29/2014 1210 PM  ATX File 1481 KB
o |5‘E¢:|:$EXYI-’\\£ E/\J*g\_\L Q 14: Bacteria.atx 5/1/2014 405PM  ATXFile 2475 KB
comp DC.atx 4/30/2014 3:52 PM  ATXFile 1,272 KB
° . atx Jurkat.atx 5/1/2014 11.20 AM  ATXFile 3575 KB
N . ﬁ . Liz comp.atx 4/30/2014 3:53 PM ATX File 1,804 KB
L;}_*i E Tu be expe rl I I Ie nt NWNLatx 4/30/2014 5:09 PM  ATXFile 58,400 KB
Ploidy.atx 5/1/2014 10:38 AM  ATXFile 372 KB
o . a pX Rare event KA.atx 4/29/2014 403 PM  ATXFile 7,104 KB
\;:F A I . RARE EVENT.atx 4/29/2014 403 PM  ATXFile 3043 KB
R Plate experiment

Porcaeran |
_ pen | Concel
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- FRinaiEEREExperiment, Group Bi&E Sample
- 1558% Delete

* IR ERIBR RS (4

« RECtrisEa] LAZ 15k

Delete Experiment

A Are you sure you want to delete?
Add Tube Group
Duplicate Experiment

will be moved to the recycling bin upon

a7



#HIREIE —— SH Experiment 55& Plate

R EESHAEXperiments & Plate :
- RArGa¥EERTE Export , 15&% Experiment B& Plate

- SHAUNEEANT @ atx HEREELE
apx HFaiREEE

Add Tube Group Duplicate

Duplicate Experiment Fename

Rename Experiment

Delete

Bwort |

Save As Template

Delete

— | permer> |

Print Statistics FiC5 Files
Load Workspace FCS Files
Export Workspace
Save As Template
ThermoFisher
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HIEEE — SHFITF S Statistics

inase D alEEExperiment, GroupaiSampleS {4 |, &=
export :

 EIRSH Statistics

o 1%iFstatisticsHIER

o IBERERLER—3UG Single File B\~ Individual Files
« &Rk .csv X4

Export Statistics

........... l Add Tube Group Export statistics of selected sample(s) using Export statistics of selected view(s)

Duplicate Experiment

Rename Experiment

Delete

Export

(® Single File (=tatistics for all samples wil be combined into a single file)

@ Individual Files (statistics for all samples will be exported to separate files)
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HIEEE — S .FCS X4

FRinaREos BlEdEExperiment, Group
g Sample3{4 , i%EiEexport : S

Rename Experiment

Delete

o YIRS FCS File o |
o 1R BIREFISU G

. . Load Workspace m
Wi Do this for all other exported FCS opor workpac

files and Update all FCS Keywords
« SH.FC detl: Update FCS I“:E‘_\-"““"Z'f'j:fi .

Update FC

Updat
r Upd:
¢ Favori es Name Date modified Type Size
Deskts
B Deskiop Mo items match your search,
1§ Downloads |gr_| ore
2] Recent Places .
= Do notupdate any keyword
i Libraries
5| Documen ts
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