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H&® (Ribbon) « B2 2/ Z=@E (Groups
pane) FMEADHTZER (Samples pane) - 18

BAREUERFK - B/~%S “Drag Samples Drag Samples Here

Here” -

ge5l (TaskBar) XTI {EIEEH (Ribbon)
Workspace window & _EFA X aJ#i97% Taskbar 1 Ribbon - Taskbar ABEZ{E R
i - RASS Flowlo WEFHERE  FHARKERKEBE TN —L - EtRERKFEHIZNE
& (Adding Samples) - #122$48 (Creating Groups) * & X #1E (Compensation) * #
STENEE (Table Editor) f{EE#H L (Layout Editor) - TEIEE# (Ribbon) BIfIR
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Flowjo File Edit Workspace Tools Configure | wlﬁ
]+7| New Workspace gTable Editor

ﬁ /" Annotate Experiment...

E.. Layout Editor + (%% Plate Editor .” ?
Add E

Help

L

Biology

b

(7 preferences... ~ Keyword

Experiment

Size  Role
0 Test
0 Compensation

Add Samples..

+Ui Open the Add Samples dialog.

Shortcut Key: 2+,

Mouseover Tooltip

GE G MiSRAE Workspace

IR R R B WA FlowJo IE!

1. M& “Basic Tutorial Data” -

2. % Basic Tutorial Data folder #EEREX AR DHTZER (Samples pane) - SANEAKRE
EfbE ABfAH W A4 Basic Tutorial Data - ESFEAMEIIA All Samples B9 - 1%
K ZTERIZE R Sample pane 8 Name Column -

th oI Add Samples BB ARARE R - f£ Taskbar 1 Navigate band #A Add Samples

TES . BEEED

1. 34% Add Samples -

2. #HY Basic Tutorial Data folder -
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SeAE - % ARBEIE A Basic Tutorial Data & All Samples ##f4 - FERABEARZEE
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¥°r BlvszLe s~ NiHAEL®
Flowjo dd S i I space Teols Configure I v "’ i Flowlo File Edit ‘Workspace Teols Configure I L\ 7’ i
amples = o
4 MewWorkspace P /" Annotate Experiment... . . Mewworkspace [ Table Editor ? /" Annotate Experiment... .
JJj Add samples... § | Layour edivor + 2 Plate Editor - ? JJj Add samples... ~ | Layout editor + % Plate Editor K ?
= Add Ct ! Add b
- . Biology  Hel ) ~ Biol Hel
{+} Create Group () Preferences Keywerd o o Yv {+} Create Group. ) preferences Keywerd IDYDEY ip
Navigate Fepe riment Navigate Expe riment
Croup Size  Role Croup Size  Role
{0} All Samples o Test {0 Al Samples & Test
<E} Compensation 1] Compensation {\i} Basic Tutorial Data 8 Test
{H} Compensation 1] Compensation
Name Statistic #Cells Narme Statistic #Cells |
C LD1_NS+NS_A01_exp.fcs 250342
LD1_NS+PI_COL_exp.fcs 229585
LDI_Pl+NS_BO1_axp fre 262774
LD1_PI+PI_D0L_exp.fes 244977
LDZ_NS+M5_A0Z_exp.fcs 330780
LDZ_WS+PI_COZ_exp.fes 28b30b6
LDZ_Pl+NS_BO2_awpfes 270202
LDZ_PI+PI_D02_exp.fcs 275465

or drag-and-drop here

Drag Samples Here

B2 ZEMBE (Groups pane)
Groups pane fiIft Workspace window F3R[& - X AEAZEZEEH D HMA -

All Samples : B8 Z2FTEEH AR -

Compensation group : i AZEE7A “comp” =2 “unstained” i EEEEALLAER-
KBRSt TH  EREBINIRARAAEREISA !

1. all-stain samples #1 single-stain compensation controls 7 ZEAEZAE -

2. BEAMIR file keyword #1785 (EX:patient ID stain reagent panel-stimulation
condition * time point &) -

BRADEBNREBEL T NS RARBEEANGEEHE IHE—EHRZFE Fetx-
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Flowjo File Edit

fi] New Workspace B WCETCH (T t
o
Add

*']i Add Samples... v L Layout Editor

B TEMARE FBRAREHE - B

AL B FTIE A ARNE |

i 26

Workspace Tools

[ %2 Plate Editor

Configure

v/' Annotate Experiment...

“«'e .
Biol Hel
{#} Create Group... I ) Preferences... | Kevword vogv vp
Navigate Experiment }
Create Group.. Size  Role
! Open the New Group dialog & Jest
+ 8 Test
0 Compensation

1. £ Taskbar 5t Navigate band & swnaker #:

2h3#¥E “Greate Group” -

2. BRIF##ERTE (W : My Group) W3EA Group window &£ E/5 2845 -

3. B4R 7 “Create Group” - SEAHTIZEFAH - Eh#ERARA “Close

Name group
Appearance

NameIMy Group| I

Role: Mone a

Sample Inclusion Criteria
Live group

Include samples that use the following staining

Calor . Style  Plain a

Parameter Key:

Synchronized

Multiple

Dead, HLA-DR, p-ERK1_2, Blank, CD3, Perforin, CD38, IFNg, CD4, CDB

Appearance

MName

Role:  None E

Sample Inclusion Criteria
Live group

Include samples that use the following staining:

" RERGE -

color ] Style Plain B

Parameter Key:

Synchronized

Muftiple

Dead, HLA-DR. p-ERK1_2, Blank, CD3, Perforin, CD3 8, IFMg, CD4, CD8

Choose

Keyword = = E

More Choices

Fewer Choices Show all keywords in menus

‘With reference to samples in another group:

~ Only choose from -
samples in Group  (No specified group) a
° Also include all

Assignments

Add Keyword : With Value :

Add Keyword : With Value :

Help with Groups Clese

Apply Changes

SR EXERE - My Group ARBIERR
Sample pane - BENEBEAIHEAREFEL

AT -

Keyword = =

More Choices Fewer Choices

With reference to samples in another group:

" Only choose from

samples in Group
° Also include all

Assignments
Add Keyword :

Add Keyword :

Help with Groups

Apply Changes

ﬁ Choese..

Show all keywords in menus

(No specified group) a

With Value :

With ¥ CIDSE

g AHAEL®
Flowjo File Edit Workspace Tools Configure RO ?EL
[ New Workspace ;:j Table Editor ’ /" Annotate Experiment...
Jlj Add samples... v | Layout Editor + #1 Plate Editor ’ ?
: fad Bi I. Hel
10} e
{#} Create Group... () Preferences... | Keyword vogv ,,p
Navigate Experiment I
Group Size  Role
{7} All Samples 8 Test
{7} Basic Tutorial Data 8 Test
0 L iy
I {0} My Group 0 Nonel
Name Statistic #Cells
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RE L RAEAZEIH

FEIEARKREMEEA :
1. ®4# “All Samples” 5 “Basic Tutorial Data” 7| - EERIUERA (EABEES
% LD1) -

2. BEMNEREZEERE "My Group”

&'\f‘ i EL® #'\r’ di A EHL®
Flowje | file  Edit  Workspace  Tosls  Configure Q2L Flowle | Fle  Eit  Workspace  Tools  Configure Ao E
[ Mewworkspace  [] Table Editor ﬁ A Annotate Ecperiment.. 5 [ mewwarkspace [ Table Editor ﬁ 7 Apnotte Beriment.
A Add samples.. v [ Lavout B = (2% Prare e "*I . Jlj addsamples.. [ Layout Editor + [ 28 Plate Editor .*_;:- ?
Bicl, Help i
e e s H create Group... Q) preferences... | Keyward ]| e
Navigate Experiment | | Navigate Experiment
q'c [ Group Size  Role
.+ All samples & Test {7} All samples & Test
Test {1} Basie Tutorial Data & Test
{B} Compensation o Compensation 5

o Compensation
{0 My Group 4 N Nane

<{T¥ My Croup

1. Select group that has samples and
highlight the samples you want to move.

= m = a Narme Statistic #Cells
[#) _NSTNS_ADL eapics O LD NS+NS_ADL expfes 250342
O wirrcoLeefs 2. Drag and drop them to the new group A o T
LDL_PI+NS BO1 exp.fes (o) LDL_PI+NS_BO1_expfcs 262774
D_Pl 0L ok 244977 O LDL_PLEPI_DOL_expofes 244977
LDZ_NS+N5_ADZ_expfes 330750
LB2_NS+PILCOZ_exp frs 286306
LD2_PliNS_BDZ_exp.fcs 370202
LD2_Pl+P_D02_cxp.fes 275465

‘F*\P diHEEL®

BATUERLIRESENARND - SE—EERAE .00 00, Do T

i Add samoles.. ~ L, Layout Fditor 1’3 18 Plate Editor -" ?
{#} Create Group.. (7 Preferences..  Keyword ooy Ukl
~ MNavigate - Expenment
¥ £ = GA A %
AEMEAR - WEADERER Al Samples # «w ... m——
{7} Basic Tutarial Data. 8 Test
{8 Compensation 0 Comaensation
{0} My Group 4 None
. . = e
Basic Tutorial Data group & - anfimaion
f— | e you sure you want to remove sempleds) fom the
My C ? ells
Aﬁ y Croup aroup —
Don't Show Again 229585

262774

QOO0

AR A LA -

=
fit
e
i
o
as
Iélz

B ARTS O -
2. & LB EEIEE Yes” %

BIFZBRUCEF A P RUIRAS -
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| IR AE All Samples group TR - & AX#E R FlowJo Workspace 55 £

N =z
‘I =
/LN .

bR - 2 All Samples Group FHIEAK - Ol FIEREFHHERBE Sample Pane F & -

e fad B
"l""f" IHEEL®
Flowlo File Edit Workspace Tools Configure . O ? |+|
'+' New Work space I: Table Editar f _/ Annetate Experiment..,
Jlj Add samples... ~ | Layout Editor + [52 rlate Editor -* ?
Biology | Help
{+ Create Group... () Preferences... | Keyword - -
Navigate Experiment
Croup Size  Role
{7} Al samples a Test
{7} Basic Tutorial Data H Test
{HE} Compensation 1] Compensation
4 None

» {0} My Group

LD 1:NS o+ PI__-C 01_exp.fcs
LD1_PI+NS_BO1_exp.frs

I ——
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BAEDHZERB (Samples Pane)

Workspace ¥ EPZEBHBIEARDHTERD 4 - AWiELe

Flowjo File Edit Workspace Tools Configure I v ? :,
New Workspace | ~| Table Editor #" Annotate Experiment.. . ?
— . - +ﬁ v place £ E 3
N = AV Z 2 4 'Add Samples... v L Layout Editor 13 Plate Editor Lg. 3 .
44 =% 9
(Sa m p I eS Pa ne) ’ 35 gl}] HL‘: T III‘E\7R g$n-ﬂ EF‘ *iK e U i, Keyword BIDLDW Hilp
Navigate | Experiment |
Group Size Role
- - {7} All Samples 8 Test
REOER - ERNENOSUTER ; e e :
{H} Compensation [1] Compensation
{7} My Group 1] None
s 2o bvr) H B —. N2 —
1. 1#%%H (File names) — B RAYFE#[E
Name Statistic #Cells
LD1_NS+NS_AOI_exp.fcs 250342

S e ol . LD1_NS+PI_CO1_exp.fcs 229585
'E/\Z FSC )FEEE'I > %FIEJ $FIL keyword ° ) LD1_PI+NS_B01_exp.fcs 262774

) LD1_PI+PI_D01_exp.fcs 244977
) LD2_NS+NS_AD2_exp.fes 330780

LD2_NS+PI_C02_exp.fcs 286306

2. Wtk (Statistic) o e e
3. MIRE (#Cells)— Bt AHyLELTIL I et
PSR A -

BRI IR T

i 22
ZIN

=A% AIERE (Sample Badges) -

BUNEICMIE - BAmMEBAILBRRIRNSERE -

A+ B
- diMAOEL® _ AT 3
Flowjo File Edit Workspace Tools Configure I v ? + E ? E -I— n".l\

+| New Workspace 5] Table Editor ’ /" Annotate Experiment...
i Add samples... ~ |, Lavout Editor + £1 Plate Editor -. ?
Biology ~ Help - -
{4} Create Group... () Preferences... Keyword - - C t M t
= | — | ompensation Matrix
| Group size Role
{7} All Samples 8 Test
{7} Basic Tutorial Data 8 Test
{E} Compensation [i] Compensation
17} My Grous o None a g e
2 s 22 7 7 = == bl =3
Name Statistic #Cells EBEZEERNAFEERERZE \
LD1_NS+NS_AOL_exp.fcs 250342
LD1_NS+PI_CD1_exp.fcs 229585
LD1_PI+NS_BO1_exp.fcs 262774
LD1_PI+PI_DD1_exp.fcs 244977
LD2_NS+MNS_AD2_exp.fcs 330780 \ m,{ H Em%ﬁ Hﬁ e =
LD2_NS+PI_CD2_exp.fcs 286306 % 1=} L» AR /Eu'.T_(
LD2_PI+NS_B02_exp.fcs 279202
LD2_PI+PI_D02_exp.fcs 275465

1. A7 - EREARBEAEMERE -

Sample Quality Badge (circle)
Population Marker Badge (diamond)

2. IRT51E - RINEEARICHIE -
ERSHAEZCHERTBERTE  AREREAEA LR HSWEECHERE -

BB CHEZT OTEEZE N HEER (Compensation Matrix) - & @ EFEAIRIE N
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HAmE
S EE

window) -

Samples’ Keyword Attributes - & 28 58 &

Settings) KMEJH(E - IWEFHBEBRR LERNEmIZE -

L
—FR TR

\

RE

FEFERSEARAmEZS -

ZUNIREE NI

ARKR MREBFLAER/BUNRE LHE EXREFERNZE

it (Sample Quality Badge)

== 00 21 =

B

2hE BERAmEHAENG

EHRBEEEREAR

window) -

=
IBIE °

BAIREKBEEAR

?

Date:18-JAN-2013
System:Windows XP 5.
Cytometer:LSRII
File:LD1_N5+NS_A01
File URIfile:/Users /tim
SBEGINANALYSIS: 0
SBEGINDATA: 3680
SBEGINSTEXT: 0
SBTIM: 08:58:42
SBYTEORD: 4,3,2,1
SCYT: LSRII
SDATATYPE: F
SDATE: 18-JAN-2013
SENDANALYSIS: 0
SENDDATA: 1402283
SENDSTEXT: 0

SETIM: 09:00:18
SFIL: LDI1_NS+NS_AD1
SINST: University of Ha
SMODE: L
SNEXTDATA: 0

$OP: tqcrawford
SPAR: 14
SSPILLOVER: 9,AARD-,
§SRC: LD1

FlowJo EAE(FFH

BIZEES (Sample Quality Badge)

SEFREGALIRER S F /B R - AR AR

Compensation Matrix

228 (Fluorescent Parameters) A& REAYA

Hith¥=

EREBHEIREARGHERE (Properties

218

(Acquisition Cytometer Instrument

HEREAROUBER—#

EHUIBIERE-

CBTREARRSMRE (Properties

mERY - HhEE

0K

|MKD-A [Apc-H7-A [Axa8s-A] [ax700-A][ PE-A] [PE-Cy5-A |PE-Cy?—A [PE-TxRed-A |Pn:EIue-A

[ aaro-al[ w0 [ ooss [ 0357 [ 0077)[ oossl[ 15[ 004l | 0.088][  24.064
[ apc-n7-al[ -0.03]] 100 | 0 32s4[[ 0012][ 0.805|[ 39404 0.056][ -0.048
[ avags.all 1ass [ ol o[ nlCnonal [ oll nll ol ___nnsz
Parameters and Stains

Parameter Stain Range Bits Decades Gain Voltage
(SPIN) (SPRS) (SPnR) | (SPnB) ($PNE) ($PNG) (SPOV)
FSC-A 262144 32 0.0 1
FSC-H 262144 2 0.0 1

. |SSC-A 262144 32 0,0 1
AARD-A Dead 82897 32 0.0 1
APC-HT7-A HLA-DR 82897 32 0,0 1
Ax488-A p-ERK1 2 82897 32 0.0 1
Ax647-A Blank 262144 32 0,0 1

Derived
From

Medians of Parameters vs. Time

APC-H7-A Ax488-A

Ax647-

12



REEH BEFMALRAIN@mE

253 Tools tab & Cytometry band - B¢

1. 4= ribbon #] Tools tab °

2. BHE Check Sample Quality -

BRFIBEANMEL ERBINRE

E -

" diMAEL® =" dHAEL®
= =
Flowlo File Edit Workspace Configure AO?E Flowjo File Edit Workspace Tools Configure I Q2?0
‘/\‘ [M] Edit Compensation Matrix ‘/ \ ‘Hi [M] Edit Compensation Matrix
! A/}, Derive Parameters... ‘ @ 2y, Derive Parameters... " @
Compensatiar B\o\o Boolean I @ Biol. Boolean
Quality Script Editor | et Quality ] seript Editor )
etry | | ‘ Cytometry |
Croup Size  Role Group Size Role
{7} All Samples 8 {7} All samples 8 Test
{7} Basic Tutorial Data 8 {'. } Basic Tutorial Data 8 Test
{E} Compensation 1] Compensation {E@} Compensation 0 Compensation
{5¥ My Group 0 {7} My Group 0 None
Name Statistic #Cells | Name Statistic #Cells |
t IO LD1_NS+NS_AD1_exp.fcs 250342 (@ =) LD1_NS+NS_A01_exp.fcs 250342
- LD1_NS+PI_CO1_exp.fcs 229585 ® LDI_NS+PI_CO1_exp.fcs 229585
LD1_PI+NS_BO1_exp.fcs 262774 LD1_PI+NS_BOL_exp.fcs 262774
LD1_PI+PI_D01_exp.fcs 244977 - LD1_PI+PI_DO1_exp fcs 244977
LD2_NS+NS_AD2_exp.fcs 330780 ® LD2_NS+NS_A02_exp.fcs 330780
LD2_NS+PI_C02_exp.fes 286306 : LD2_NS+PI_C02_exp.fcs 286306
LD2_PI+NS_B02_exp fcs 279202 ® LD2_PI+NS_B02Z_exp.fcs 279202
LD2_PI+PI_D0Z_exp.fcs 275465 LD2_PI+PI_D02_exp.fcs 275465

¥ miEIUESS (Population Marker Badge)

ELTNERRGABERNEEENNER - FHRBIEFEILEIRFEERE (Graph

Window) - 51285 #E7E Graph window ¥ - 2IRERELER ;| REIEA - HEIERER

E#% AR Graph window 5 - RIZIREEEERER -

]
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intz_— (FESREMARERE

EE#R&E (Graph Window)

FERERETEZNNERSBRE KN ER —ARENEN L3 IRB2REm
PREMN event EMEREREB(E) MHAMERL - BB UBATRE-—HEZNEH
(Fluorescence Parameter) - w2 8EE e nAHE £/ single channel FTRIZER
HWEES 2REARKVEEEABEEMAME LNRIFRESZSMEEYE (EFARAN
FE3ELD - DNA SiAIEIEZ 2 - KBRS EMREESER) -

EFERENEZREB I EENBEEMEE  BELIOARESFE (chid
Population) - [RAKEERFIA events RIB &8 (parent events) - M—EHHEEBIZ
BREARNELZSE  BUL—EBBNREHIN (hierarchy) siiEiAEZE#EE (gating

tree) - FEHZAMME  RIFEMB N EHON—B /&K -
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RE L RARUFEIRE

gREe s (EiEA D1 NS NS &z IO +oR 7@ 4 Dlelivid»

> Gating Tools Undo/Redo + Navigation

HEERE - 55— @2k E AL E 5 Rl A 250K
5

Forward Scatter (FSC) #0 Side Scatter 2°°"":
150K

(SSC) - It BF £ Sample Pane A

< p
y 100K =
Population Marker Badge EREEE N 4 ]
SOK-:
=W - EHIREARE—EFRHAR—ZEE ;
Z 0 SOK 100K ISOK ZOOK ZSOK
AR - BB RINRZAZNESEN
N N @ [ FSC-A v|
MRHNEZE  ABCKNRESHEEZE (5  Color Map Ads — :
Color Axis -
Comp-AARD-A :: Dead v

=E) BEelIRRRE  PESR/ER

~toassevoeicts | bamdtam [ A |

1EEIR &R T

BETE (Gating tools) : IIRNBREL LA -

E# L/ T—% (Undo/Redo) Fi#E (Navigation) : URNHAELSLAE -

AiZdh (Axis Labels) : MEB2AUZE O] TR R ELEH -

g E#Ei% (Transformation, T) : MFEFHN T FiZeh - EA X MY BMPEEZIRAH -

HitWEE R R R EIRRIEFEIRER Mg -
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RE GRS

BHEERE

EliE (Ellipse Gate)

A BB FEIEMEIKAME | 7REEHRA LD1_ NS_NS KRBT ZMAEEE - 41 - =M

BEESHWNE -

1. EEHEER TE (Ellipse tool)

2. RIZBRAL

Ft

3. mnRBEENAEEE -

Aoe B R M
(Gate label) #
TR AFEC B 3R £
BiERHNEE

TREELC I &+ 8%/
B DL
(%

of Child

gate/parent

events) °
4, BEITRIZER
L iR0[#% &) Gate

label iI& -

Vst <3 aVnsls

REEN R, - PR A SRR ST A EEEN -

2 FEAREZENATE “Lymphocytes”

250K o

1. Select Ellipse tool.
2. Hold down mouse button.
Drag across population and

200K =
release.
150K o
<
! 100K
50K =
v & T T T T T
o 0 50K 100K 150K 200K 250K
(183K, 49K)
@ FSC-A v
Color Map Axis
Comp-AARD-A : Dead v

Jo[+o|lz|2le |4

u

I"\Ir‘l\v\Hlb

>

250K

200K =

150K 5

4
ﬁ' 100K o
SOK = Lymphuc\nes_
872 AW
v o . =
S 0 SOK 100Kk 150K 200K 250K
|| FSC-A v
Color Map Axis
Comp-AARD-A : Dead v

_~ e a [P m

. 8% 0K -

I ol+lelz|zlel |4
> 9
Enter the name of this subpopulation: .

El' Lymphocytes

3. Name the gate and click OK.

? Display

REEIED

Subpopulation Identification

Cancel

T
200K 250K

FSC-A v
| R |

| Comp-AARD-A :: Dead v |

T T T
1] 50K 100K 150K

( 183K, 49K)

@ |

Color Map Axis

Color Axis

NENE RGP

u

I"ﬁlr'l\vllﬂb

>

4. Click and hold mouse
button on the Gate name.
Drag the Gate name to
reposition.

250K =
200K =

150K 5

100K =

SSC-A

50K 5

v 0

o 50K 100K 150K 200K 250K
| FSC-A v
Color Map Axis

Comp-AARD-A : Dead v

FlowJo EAE(FFH
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5. #A%8 gate B4R - RIZBEARE R gate EARMNE -

6. ®hiE gate B LRIFRB/N\THR - RIZAHECTIHEE gate WA/NKZR -

i

7. EFE gate XV NVNIBET B - EEEZAMRE -
8. MEBEMNEBRIIEERE LHE gate WRKEHULES—HFERE - ILRERBR

Lymphocyte gate - X 8 % Y #7354 FSC-A 1 SSC-A parameter -

wolHolxiZle F4 [(Dlelvidr] INolHolzlzlel H4

> 1 > U
250K - Bl 5. Drag the gate to a different 250K -
1 position. 1
200K - ' T 200k
150K 150K
3 100K - 3 100K o
50K = 50K
v 04 —y v U SR UL e
o 0 50K 100K 150K 200K 250K 0 50K 100K 150K 200K 250K

[ FSC-A v @ | FSC-A v

Color Map Axis Color Map Axis
coloris [N a coor s [T a
| Comp-AARD-A = Dead v | ' Comp-AARD-A :: Dead v ‘
Falac Boda Picslasla Rlmddinm a ol ALfl Fa_aioatio Mladiaem l_ﬂ
(xol+olxlZle -4 Nleliv 4yl INOl+Holx|Z]e
> [ > U » @) Lymphocytes
250K Bl 7. Resize and position so that HC I 8. Double-click on the population to
the gate encompasses the display a Graph Window with the
— lymphocyte population. gated events.
200K - . i 200K
150K = 150K =
<
i 100K < g
50K = 50K -
0
v —_— T - | e
¢ Jsahids ihes o sls e — 0 50K 100K 150K 200K 250K
@ FSC-A V] (@ FSC-A v
Color Map Axis (Jsr Map Axis
Color Axis _ - Color Axis _
| Comp-AARD-A : Dead v Comp-AARD-A - Dead v |
o gverem " N — »~

FlowJo B AR /EE M 2 BD v



HEEE) LIZIER (Polygon gate) EBE;EAHAA

Amine reactive dyes (ARD) && RANMRIEEZRE - ARD 0] ZiBEFLAMKIER AR -
SEANRER LI ARD channel 5658 E BN ; MISAIMAVAIMAESCE - ARD X2 A - ARD
channel FSR1E - MMEEITARE  T2ERFTHRNESE - FHILEZE ARD population
I HEBR ARD* population -

1. B9t - BHEY & - IR HIRFTER Fluorescence parameter - #1E Comp-AARD-A ::

Dead parameter - Y BiE X% aqua amine reactive dye (AARD) ZE Y @&

N
pihd

RIEZEFEETE (Polygon Gate tool) -

7

[E

3. ABMMBNSHERIREE - MERR Shift [07#% gate BE -

4, BEPBABELERER  BUHEARDEE “Live”  BHROK[ERM -

nolHolzlzlel A4 Hiclalvldr)  (Wol+o[zlIZle) (4 (D] (alv[ <>
> [ > @ Lymphocytes > U > &3 Lymphocytes
-0.80 1. Click on the Y-axis and select the
+3.92 Comp-AARD-A :: Dead parameter. _0.80 E
2. Select Polygon gate tool. +3.92
o
o
& - 107 9
HH o -
< g
[a] HH
< 2,
E: é 10
a -4 0 =
FSC-A 2 23
FSC-H | e -10
SSC-A 200K 250K g
Ax647-A - Blank “ 3 -
ime LU U e [ U
ca Comp-APC-H7-A :: HLA-DR I
Comp-Ax488-A :: p-ERK1_2 - .
| Comp-Ax700-A:: CD3 Lv] [ | FSC-A v |
Comp-PE-A :: Perforin Color Map Axis
Comp-PE-Cy5-A :: CD38 ™ P
Comp-PE-Cy7-A: IFNg_ [ oior s [N R
| Comp-PE-T= " - oo smT t - Dead v
i Comp-PacE Enter the name of this subpopulation: ]
% Histogram
W CDF Live

- ‘ Favorites \
5. Name the gate and click OK.
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MREEE MNEEEAESLE (Histogram) ; % CD3* T cells

1. R “Live” gate BHIRFIEERE -

2. BB X B FHUTVEE - BB EE "Comp-Ax700-A :: CD3”; HE Y #h . EE

“Histogram” - #1Z Histogram & - £ -8B ET BEE2KEEFT (Range gate) #

#/3PF9 (Bifurcation gate) -

3. ¥ “Range Gate”

4. AIRETE Histogram EREMMIERIE - EEHAT CD3* cells - EKIERI—RIRABEIRME

Ll m

n\'n

BARER—ERE  MHEEBTHERE -

5. #4%% CD3* %EE[0K -

FRERLE - ELRMINABEZEY CD3* cells - 2 T cell population EER S E1EE -
Nt e (alvia>] N REINEED
> U > D Lymphocytes > &5 Live >l > D Lymphocytes > D Live

2. Select CD3 vs Histogram
3. Select Range gate tool
(5 4. Click, hold and drag mouse to

6.0K = —
create range gate
4.0K =
= g E
i i i @
T 1. Double dick on Live Gate T
2.0K = |
v b 4
e, 0. - —_
0 ].03 104 0 103 104
-0.80 +3.92/-10.0 -0.80 +3.92/-10.0
@ | Comp-Ax700-A - CD3 ¥ | () [ Comp-Ax700-A - CD3 ¥ |
Color Map Axis Color Map Axis
cooraxs [ R cooras [T R |
| Comp-AARD-A :: Dead v | ‘ Comp-AARD-A :: Dead v |
Color Axis Statistic: Median B Color Axis Statistic: Median
|~ Options ¥ | |~ Options ¥ |
I Active Gate ¥ | [ Active Gate - 78.7 CD3+ ¥ |
|): Statistics - Count: 212297 [ 219060 96.9 ¥ ‘ ‘E Statistics - Count: 212297 / 219060 969 ¥ |

FlowJo ERIE/EEM £2BD
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A EE EXRNNFEESE (Quadrant Gate)

IRTEERMIE—L1E CD3* T i34 CD4* T helper 1 CD8* cytotoxic T lymphocytes -
1. 25% “CD3*” gate - kiR EH CD3* events WFIEEIRE - 15 X #AF0 Y Bh 2 BlIY
% “Comp-PE-TxRed-A :: CD4” #1 “ Comp-PacBlue-A :: CD8" -

2. 3% “Spider Quad Gate”

i

3. BEEAROFNTRER  MEBERLRENRRIZER -

4. MBEDIRFOUENBE - FHEDIR LEN/NGER - EREIEEOUE -

noroziZedd Rlea«» Mo loxze REINEED
> T > D lymphocytes > GO Live > 5 CD3+ > [J > @ lymphooytes > @D Llive > & CD3+
+3‘22 o B 1. Double click on the CD3+ +3_,092

gate and Select CD4 vs CD8 3. Click within the graph plot at the

' Select Spider Gate tool ‘ desired center vertex location of

— - the quad gate.
. 4 4. Grab square handles and move to
1 reposition quadrant arms.

a0 @

[a] a

o o

< <

2 E

-] -]

- ~

& &

a o

5 E

] ]

W 0 103 104 LY

-0 +3.92/-10.0 -0 +3.92/-10.0

@ |  Comp-PE-TxRed-A:CD4 V| Lz . Comp-PE-TxRed-A:: (D4 ¥
Color Map Axis Color Map Axis

‘ Comp-AARD-A :: Dead v | | Comp-AARD-A :: Dead v |

Color Axis Statistic: Median ﬁ Color Axis Statistic: Median E
| Options ¥ | . Options ¥ |
I Active Gate ¥ | | Active Gate - 20.3 Q1:CD4-,CD8+ ¥ |
|§j Statistics - Count: 167014 / 212297 78.7 7 \ 3 Statistics - Count: 167014 [ 212297 78.7 3 \
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G EE LIRS HEE Perforint CD8* T Cells

IR A BB % Perforin® subset !
1. EREIxED Q1: CD4-,CD8+ population - F#FR&EN X #ks “Comp-PE ::

Perforin” -

i

2. #31E “Rectangle Gate” [[]

3. RFRMER Perforint cells WEZ ERA - #RFRECEEE R ZAMES -

4. R UCAIPREES Perft W5cAiEEE -

« phocytes > &3 Live > @0 CD3+ > @D QL CD4-,CD8+ » « phocytes > @3 Live > &3 CD3+ > &2 Ql:CD4-,CD8+ »
-0 -0
+3.92 +3.92

@ @
a a
o L%
< <
3 E
o =)
= & 2. Select Rectangle Gate tool
a a . '
L L 3. Click, hold and drag mouse diagonally
g E then release to create rectangle gate.
S S
|4 i - v . 3 4

N 10 10 10 10
-0.80 +3.92/-10.0 -0.80 +3.92/-10.0
\@ I Comp-PE-A :: Perforin = W I |@| | Comp-PE-A :: Perforin ¥ |

Color Map Axis Color Map Axis

| Comp-AARD-A :: Dead v ‘ l Comp-AARD-A = Dead v |

Color Axis Statistic: Median B Color Axis Statistic: Median B
| <. Options ¥ ~. Options ¥
[ Active Gate ¥ [ Active Gate - 30.0 Perf+ ¥
|E Statistics - Count:33901 / 167014 203 ¥ ¥ Statistics - Count: 33901/ 167014 203 ¥

FlowJo B AR /EE M 2 BD 21



{5 (Transformation)

RN EFRERBENE EHAERRRIERE 38

AR AR RIZIERARES - UG -

=hl
SRR EIRHZE -
Eiia

RERZ4M ; BEENRBRZ2HEN

%2 parameter VIR ZIE Ol X =

Ho #1528 (Biexponential, Biex) %

SREB S ESER - AR fhiE

MR D HRVEBR -

RERBEZAMMEE - £ X Y MEAHEERNINEER (Transformation) » A ZE o] &

D ERREREED - R

Mo

GHEEE) LU T (Transformation) Button IS {EEEIRVE

1. 24Z8 X &l Perforin parameter Z89 “T button”

2. EHIRAE

AR E R histogram AN EIR -

BB h B “Customize Axis”

- HIRMF R E S Perforin parameter €Fi A&

3. JE= Scale EIBE BHER T4 Biex - EiZE L Biex KZIER - O RUERRITINEE :
. 3 DENEEREZEIRENGED
¢ X EH]EH /+ button Tnﬁ E & phocytes > @D Live > € CD3+ > 65 QLCD4-,CDE+ »
-0
— =1 Kk |/ +3.92
THERAEEE -
+ Extra Neg Decades slider bar : | z
(W]
<
. — |\ K AL TS 2
BN BRERNR/NECERE | g
g 1. Click on the T button and select
+  Width Basis slider bar : 1% 3¢ Customize Axis.
LY 0 10 10
-0.80+3.92/-10.0
SYBINEMEIBRENZERSE (@ | Comp-PE-A:Perforin V.
Color Map Axis 1 Linear Axis
b _ - Log Axis
*i}‘g‘: o | Comp-AARD-A :: Dead | .
Color Axis Statistic: Median E
— Manually change scaling of ax
~. Options hdll|
| Active Gate - 30.0 Perf+ ¥
5 Statistics - Count: 33901 [ 167014 203 ¥
FlowJo EARIRIEF 2 BD 22



4. % Extra Neg Decades slider bar @& - FRMEMARTLRE  BROELAZEBER -
A5t A% Extra Neg Decades RREBE -

5. 2468 Width Basis slider bar - Bi 2222 E MMM KR D HRVESE - &E# Width Basis
®EM 1 (-10) -

6. EREWERAHAIA Apply to parameters 11 - #& Comp. parameter = ERE I EE

Apply -

|a
v

Inolal=zlslal Ll o] =] [»]
80K . oL . o
« phooytd sult of Biex Scale modification. )
3. Set Extra Neg Decades to 0 et
4. Slide Width Basis to see effect "
then set back to 1(-10). 2 +3.92
5. Highlight all Comp- parameters m .
6. Click Apply 10"
: a8
E b 10°4
2. Select Biex scale. H <
a 0 1ot 3
‘r SISO = [l \aximum Range 2 2
H Sca : M Seale o 10" %
ol rirrasfe sassraas e bo EJun uaseswe 82097.226 g o 4
I Transforms B I} Transi = 9 2 3
30 W T v il ¥ T
\ 0 10° 10*
o Hep Decades 0| With s 108 e e Decades 0 || win ess 108
-0 +3.92/-10.0
@l Extra Neg [ Width Basis (compression around zero) 70 swe careel || vy @] ‘ Comp-PE-AZ Perforin V| m
Color Map Axis
Comp-AARD-A :: Dead v ‘
Color Axis Statistic: Median E
. Options v |
" Active Gate ¥ |

FRAEIR comp. parameter &M EAZIERERBRE — - BENTES®EZEIGCH
SRRZEBE (Extra Neg Decades £ 0.8 [R{EZE 0) - REBZEAZ N ENMZMHMINEFEE

BRE - B—ERASHE I LUBIIETHE  HENRIATERBEE - RENEZRM
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&3P

B EAREAIRIRERRFTE

%5 B ENBIE T E Workspace DAPEE

RE L BEEREEARA

[B]2l Workspace window - BlEZER FIFTIEM F R HEPIERBH NG -

AZEAERE

f/E2 (Gating Hierarchy)

TEE

IR —

WHANER -

1. B5¥% “Basic Tutorial Data Group” (FE& 8 {EEK) -

ERANED FRAR (3 (ctrl+8

Bix A NHTIERIPT A Gate name &H -

E3
EEL

BHEEAZRADEEEA  Gate name THEEHEEEH

g HNNELS

Flowlo File Edit

[;] NewWorkspace ] Table Editor

i Addsamples... ~ [, Layout Editor

{+} Create Group. ) Preferences
Havigate

Group
{7HAll Samples
» {7/} Basic Tutorial Data
{E} Compensation

{0} My Group

Workspace Tools Configure I @
ﬁ ‘/' Annotate Experiment...
+ ['%2 Plate Editor ” *, ?
Add . T .
Keyword Elology | Help

Experiment

1. Select/highlight group
2. Select/highlight gates on a single sample

3. Right-click on selected gates and select
Copy analysis to group

Name | Statistic #Cells
51 w LD1_NS+NS_AOL expfcs 250342
w &) Lymphocytes o= > 9060
- D Live Copy #C 2207
* w @ D3+ Paste ¥V 7014
w @ Q1 CD4-, CO8+ Clear g 3901
@%}sz$+ T Duplicate Population g;;‘:

: ,

@03 cpis cps- | Add Key\_vvo_rd Tl Legp
3 04: CD4-, CD8~ Add Statistic... #B 3212
LD1_NS+PI_C01_exp.fcs . . 9585
LD1_PI+NS_BO1_exp.fcs nspect.. £ G774
LD1_PI+PI_DOL_exp.fcs 4977
LD2_NS+NS_ADZ_exp fcs Copy value to group 0780
LD2_NS+PI_C02_exp.fcs Copy analysis to group 3G F

. LD2_PI+NS_B0Z_exp.fcs
* LDZ_PI+PI_D02_exp.fcs

Apply this gate to all members of the current group. 202

Select EquIValent Nodes

Reset Column Widths

Search for FCS files...

Export / Concatenate Populations 3E

BifurCate
Derive Parameters.
Consensus Gate

7 Cluster Frequency

5465

{+3D |

RER (B84

f##) - #E “Copy analysis to group”

anlan, A i B P

REBEERINEARAE mME—

EEE

- BER

FIXER®) -

Ag‘\f" ..\|[+:‘..SL@
Flowlo File Edit Workspace Tools Configure . @ ? "
o | New Workspace =] Table Editor /" Annotate Experiment...
Al Add Samples... ~ | Layout Editor :ldt %% Plate Editor . ?
[#} Create Group... () Preferences...  Keyword B'“w Hf,'p
Navigate Experiment
Group Size Role
{0} All Samples 8 Test
w {7} Basic Tutorial Data 8 Test
w @) Lymphocytes
w 3 Live
w & CD3+
w @ Ql: CD4- , CDB+
& Perf+
¥ A% rhAL rne = —
Name Statistic #Cells |
w LDI_NS+NS_AD1_exp.fes 250342
w & Lymphocytes 87.5 219060
w D Live 96.9 212280
w & CD3+ 78.7 167001
w @) Ql: CD4-, CD8+ 203 33899
& Perf+ 30.0 10172
3 Q2: CD4+ , CD8+ 133 2220
@ Q3: CD4+ , CD8- 76.4 127671
¢ Q4: CD4- , CDB- 192 3211
w LDI_NS+PI_CO1_exp.fcs 229585
w @ Lymphocytes 204981
w @ Live Result of Copy analysis to group function ~ [E3ER
w & CD3+ n 157522
+ @ Ql: CD4- , CDB+ 19.1 30077
@ Perf+ 29.9 8992
G5 Q2: CD4+ , CD&+ 0.90 1411
@ Q3: CD4+ , CD8- 78.0 122886
&9 Q4: CD4- , CDB- 2.00 3149
w LD1_PI+NS_BO1_exp.fcs 262774
w 3 Lymphocytes 89.1 234212
w D Live 96.9 226870
w 0 CD3+ 812 184315

I ——
FlowJo EAE(FFH
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fit

A HEEE (group-owned gate)

SBEEREEARAR  DEUMUSHHEHANEERAETHE -

REEE ARBEAE—RANEIRE

1. EREBRABEEMEE T “Ql CD4- , CD8+ population node” - Bt Perforin vs

CD8 parameters EEIfRE -

2. %% Perf+ gate fUZE - LR - Worksapce \REANEERE Perf+ FRELER - {FEKE

in

{8 gate MEAPEMIEAT—1E -

A

3. MG FHAEER Perf+ gate EAFHATBEAX - oJUIBREZEDI N AT !

o EINEERE

i

. 258

i

HY Perf+ gate

¢« BEAH - FHE “Copy analysis to group”
¢ TEREMKREPEE “Yes”

AEBREN Perf+ gateﬁEDEAﬁi Hop - FEEBASTENEHEEAE - -

777777777777777 The node Q1: CD4- , CD&+ already has a gate with
> gDlve > UCDI+ > & QLCDE-, DS+ > Aﬁ the same name.

o Do you want to replace it?
"
Dont Show Again
g 10*
E:
3
2
& iy
£ o d
& E|
U 23 Copy
& TR T T Paste
- 3 B Rename.
a 10 10
Clear
-0 +3.92/-100 Duplieate Population
Add Kayword @
@ Comp-PE-A = Perforin ¥ | T
oo
sis

701 o8- | Add Stalistic...
T 151
ior Map axks nspect.

1. Grab and move gate position

Black gate node color = modified gate
S TR Apply gate change to group
* Highlight the gating group

* Highlight the black gate group
¢ Right-click and select Copy analysis to group
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Al —EREBRE RSB INTREE RN - WRSHWBEREEARFHED - BRIEZI - Flowlo
MBS —EINEE - JEREE —1XARR) gating i - RBAENERETEAZERFHE - AF
EHRRBENBERRE - LN RSENTUETELE :

RE L RS CEcEFFENMREIERE

1. EEADWMZERE (Groups pane) & - EEHERHRTE (40 : Basic Tutorial Data) - Bk
t: Modify Group window -
2. #H “Synchronized” - %42 “Apply Changes” -

3. FERAEERGNE  HZEHEARGEARNMRBEERAD -

[ XoN ] *unsaved* My FlowJo Analysis.wsp [} o Modify Group

s - AiHAEL®

Flowo | Fle  Edt  Workspace  Tools  Configure RO 7?6 Appearance -
[i-] New Workspace =] Table Edivor t " Anrotate Experiment Name Basic Tutorial Data Color . Style Bold H
Jlj Add samples... v L, Layout Editor + * Plate Edicor ‘ ? Role:  Test a Parameter Key:
= |
{+i Create Group... () Preferences.. "EV"‘D’U ey H o
[ 25D T Sample Inclusion Criteria

Group Sizz  Role

{77} All Samples 8 Test Live group» Synchronized
w [T} Basic Tutorial Data 8 Test

w 5 Lymphocytes Include samples that use the following staining: Multiple

w D Live
] ] Dead HIA-D Perforin, CD38, IFNg, CD4, CD8
hfst 23 1. Double-click on the gating group
& perfs 2. Check Synchromzed hox

3. Click Apply Changes

AN rnaL e

Name Statistic #Cels .
LX0) « LDL_NS+NS_AQL_exp.fcs l ‘ 250342 4, cll(k CIDSE
w G Lymphocytes 87.5 213060
- 5 Live 96.9 212280 pr—
- G0 CD34 78.7 167001 ‘KEYWUTC' - = ﬂ Choose...
+* w (2 QL CD4-, CD8+ 203 33899
5 Parfy 2.0 7451 More Choices Fewer Choice Show all keywords in menus
) Q2: CD4+ , CD8+ 133 2221
@ Q3 D4+, CDB- fb.4 1esert With reference to samples in another group:
&) Q4: CD4- , CD8- 1.92 3211
w LD1_NS+P_COL_exp.fcs 279585 Only choose from =
+ & Lymphocytes 39.3 204081 i samples in Group (No specified group) H
» &5 Live 97.2 199152 © Also include all
w 0 CD3+ 9.1 157522
w QL CD4-, CD8+ 19.1 30077 .
5 Perf4 119 6586 Assignments
@) Q2: CD4+ , CD&+ 0.90 1411 .
@ Q2 Cba. | CDE- 250 127838 Add Keyword : With Value :
) Q4: CD4-, CD8- 2.00 3143 . .
w LD1_PI+NS_BO1_exp fes 262774 FAE T
- & Lymphacytes 89.1 234212
- @ Live 96.9 226870

REEEN FARFEIRE

1. ERNE—EFERE  HEBRE&R TR RA

R + + W (Windows)s; [Shiff + [Command| +W (Mac) - BBIFA

EERE -
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:I2= WIS (Statistics)

#EtHE{I (Statistics Band)

Flowlo PEEANFRHERD FRHLEEFAILEAI (Frequency of Parent) - FE#E TR
ZIEMETEEMNINBER R - 845 : #iREE (Event Count) ~ XA PAIEAFI9E (Median
and Geometric Mean Fluorescence Intensity) - 2% (Coefficient of Variation)
M BEZ&ELEB] (Frequency of Population) &#:t1E -

wHig#tEt &l (Add Statistic)  EEEH L AT HERE - HREREANERRBNARETELR -

= o Y d+-eEL®
1% (Median) : %77 Workspace # 4 T —7
{+} L.J Group selected samples A8 :E /’ t E I ‘\ H ’:‘V %
E,u: = Rename. Nn\a:es . M!fﬂ" 5\‘ Freq K,..,,:’D,d
18 B AT B RO YR P B - e .

| Statistic #Cells

219060
212280
111111

TR FREZECSEICVY E -
I&B$LEfI (Freq. of) : R B 1ZAIMNE ¥ F—
MR EE ZLEhl -

REEE ISP AUEMAEE

777777
89.1 234212
96.9 226870
81.2 184315

1. #3E Workspace %89 “Q1: CD4- , CD8+ population” -
2. 7£ Statistics Band #h# “Median” - Bkt Fiuz{EEE -
3. #EE “Comp-Ax488-A :: p-ERK1_2" &X2EE - PUHTIRN Q1: CD4-, CD8+

population ~755%! -
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Ek@

f i B
© flowe  Rle Bt Workspace

N i EL®

Tools Configure RO ? I Flowje File it Warkspace Tools Configure | VNS
] Cop sis to group ©Pluging ~ {+} &) cony anabvsis 1o aroun . “Pluging »
i+ = MR A e & MR
[1] Groun selecred samoles # Inspec [] Croup selzcted samples ok 2 nspect
Create Add Median| OV Freq. Create Rename... Nodes * b Median OV PO omores
Croup.. . Copyvalue 1 group Statistic.. ~ EV Group.. 8 Copy value to graup - Eiatic hd o =
- | . bt B B
Populations A | Gioups Foplations | Statistics
Group Size  Role
1. Select population ol {17 AN Samples 8 Test
~ {1} Basic Tutorial D . . S5C-A ~w {0} Basic Tutorial Dam 8 Test
v ywerasbw 2. Click the Median button - 0 Lymphocytes
@ AEA7-A 1t Blank +
> D Lve 3. Select parameter from the v & Uve
- @ €D34 Time - 5 CD3+
- @B OLC dropdown menu w QL €D4-, €D
@ ba Comp-AARD-A = Dead & Pert+
i 02 CD4+ , CDA+ Comp-APC-H7-A : HLA-DR 5302 CD4+ , CDR+
5 Q3 CD44 , CDE- 5703/ €04+, CDB-
T Ot €04~ . COB- s Comp-Anass-A p-EK12 04, (D4~ , CDa-
= Comp-Ax700-A = CD3 = z —
Marne Slatistic Name Statistic | #Cells |
T w LDL_ NSNS AD L _sxpice Comp-PE-A:: Perforin 51w LDL_NSTNS ADL exa fs EERELES
w G Lymphocytes e e LE w G Lymphocytes 478 719080
- 5 Live - 5 Live 25.0 112280
w S5 CD3+ Comp-PE-CyT-A :: IFKg CD3+ 757 167001
* - @gl.‘ CD4-, CDB+ Comp-FE-TkRed-A, €04 7 01 €04- . €D+ 203 33533
5 Perf+ 3 Median : Coma-Ax188-A (p-ERKL_2) 581
@ Q2 CD4r , CDE~ Comp-Fachiue-A . CO8 220 7451
D Q¥ Coa+ , Co8- 133 2220
9 Q4 CD4-, CDB- P 754 127571
(O] - LOL_NS+PI_CO1_exp fcs 192 3211
w G Lymphocytes Chome mdtiple pamrseters.- (7] = LDL_NS+PI_CO1_exp.fcs 223585
w D Live All flugrescence parameters - & Lymphocytes 533 204981
- I CD3+ nH - @ Liva 971 100152
» @ QL D4, DBy L VL - 5 CD34 791 157522
55 part+ B, bl w & QL CD4-, CDE+ 19.1 30077
@ Q2 CDa+ , CD8+ 090 1411 @ Parf s 218 5585
) 03 CDa+ , CD8- 780 122886 & Q2 CD44 , CDB4 0.0 1411
€ Q4 CD4-, CDB- 208 3148 @ Q% CD4+ , CDE- 75.0 122556
1w LDL PINS D01 eapfes 262774 & Q4 CDa- . CDE- 2.00 3149
w &) Lymphocyte 89.1 234212 (51 = LDL PI4NS BOD exnfcs 262774
~ (V)
MEEE PUBEARA
I, =W} "
BE— BB - AN T B IRES
J— = °
1 . 5& $ i ’ 7K N 1% 5& |
R85 HirAER - BHE “Copy Analysis to G "
N °
2. REF LizAH# - BhE “Copy Analysis to Group
RNl NN Wl ) e i EL®
Flowlo File Edit ‘Workspace Toals Configure Flowje. file it Workspace Tools Configure RO 2L
] copy analyeis ta grovp . . S Plugins [&] copr analysis to group Pe * Plugins ~
f+] nolC:: 5 (+1 T o M AR
] Group selected samples ok spect.. [IK] Groun selecied samoles ol hspect. \ i
Create Rerame.  Nodes Acd Create Noces Add Medan O frea | ML
Group. L Copy waluz o aroup v statlstic Grou-. 8 Cony value 10 oroup ~ Statistic... - e af « | Mepwm
Croups Populations Statistics Groups Populations Statistics \
Croup Size  Role Group Size  Role
{77 Al samples & Test <7} All samples & Test,
{0} Basic Tutorial Data 2 Test ~ 471} Basic Tutorial Data ] Test
w 3 Lymphocytes ¥ 0 Lymphocytes
- & Live
- &0 co3e 1. Select gating group - @ o
w (9 QL D4~ , CDar o e + 9 QL CD4- , CD8+
5 part 2. Select black statistic node ¥ Median : Comp-Ax488-A (p-ERK1_2)
9 Q2: CD4+ , CDE+ &5 perf+
& 03 (D4 - 3. Right-click on statistic node and 0% tohs , CDEs
 04: CD4- , CD&- _ select Copy analysls to group © @3 co4s, DB ; |
Name Name Staistic #Cells
07w LDI_NG: N5_ADL_axp.fes 350342 (511 w LDI_NS+N5_ADL expfes 250342
w 72 Lymphocytes B7.5 215060 875 219060
- & Live 95.9 212280 6.0 212280
v (@ €D34 787 167001 8.7 167001
0 01 CD4-, CDB+ 203 33899 cos+ 203 33893
» S Median : Comp-Ax488-A (p-ERK1_2) | R 3 : Comp-AxARE-A (p-ERK1_2) 682
& Perf+ Copy ®C 7451 . 2.0 7451
I 0z cost, Coss Paste y 2220 Group applied Statistic node is present in 133 2220
&% 03: €4+, CDE- Clear ®m | 127671 764 127671
% 04 €D4- , CDB- A Keverord o 5211 group gating tree and gains group color Ls2 3211
1w LDI_NS+PLCO1_expfes i 220585 ® 229385
- & Lymphocytes Add Statistic ne 204081 Lymphecytes 833 204951
- @ Live . N 199152 CEN 193152
- @ D24 Inspect... # 157522 - 3 CD34 7a.1 157522
» @5 01 (D4, €DB4 30077 w © QL CD4- , CD8+ 18.1 30077
& perf 4 Copyvalue 1o group 6386 T Median : Comp-Ax4s8-A (p-ERK1_2) 550
50 Q2 CDA+ , CD8+ 1411 & Pert+ L0 6585
&% 0 D4+, CDB- - 122886 02 CD4+ , €DBY 0.90 1411
& 04 (DA~ , CDE- Apply this gate to ol members ef tre cur-ent group. gg Q3 CD4+ DB a0 122555
(1 - LD1 PI+NS BOL sxpfes Reset Column Widths 262774 i 0d: CDd- | CD&- 2.00 3149
Search for FCS files_.
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M IB A ET 1R B
253 Statistics Band PIfJ Add Statistic BIEF - HWIRFMARE - EEERERD
DERSEREN A BIERBERE - O RIRME A EE 2 - 7 Workspace &

BNELERE -

RERE MBS EAEE

1. REEEDEERZERE - W : Q1 : CD4-, CD8+ gate °

2. 7t Statistics Band F#4% “Add Statistic” -

3. EENFEANMETE - 0 . Geometric Mean -

4. MERE AT Population EEZERBMNOITH BEER -

5. BIFEEN2E - 10 . Comp-PE-A :: Perforin -

6. IHE “Add” - EIREFIELIRN QL : CD4- , CD8+ T/ - MRt REEREBES
o - ol IBEEISNEMAETE -

7. AT Population EEEES —AREE - 10 : Q3: CD4+ , CD8- -

8. BhE “Add” 7% Workspace T HIRE _@E#m:H1E -

9. FARARE -
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Ar JimEL®

*unsaved* My FlowJo Analysiswsp

& Perf+
3 Q2: CD4+, CD8+
€9 Q3: CD4+ , CD8-

Name
® w LD1_NS+NS_ADL_exp.fcs
w () Lymphocytes
- 0 Live
w (D CD3+
» « 5 0L: CD4-, CD8+
T Median : Comp-Ax488-A (p-ERK1_2)
& Perf+
£ 02 CD4+, CD8+
5 03: CD4+ , CD8-
9 Q4: CD4-, CDB-
® w LO1_NS+FI_CO1_exp.fcs
w 5 Lymphocytes
w @ Live
- G2 CD3+
« @ QL: CD4-, CDB+
¥ Median : Comp-Ax488-A (p-ERK1_2)
@ Perf+
¥ 02: CD4+ . CDB+
@ Q3: CD4+, CD3-
) Q4: CD4-, CD8-

1. Highlight a population node
within a sample gating tree.

2. Click Add Statistic

3. Select the type of statistic

96.9
78.7
203
68.2
22.0
133
76.4
1.92

89.3
97.2
79.1
19.1
550
21.9
0.90
78.0
2.00

250342

219060
212280
167001

33899

7451
2220
127671
3211
229585
204981
199152
157522
30077

B586
1411
122886
3143

Cheose a statisticand any appiicable parameters below.
Press the Add butten ta apply them to your analysis

Median Population ‘
Mean 03:CD4+ , CD8- ~ H_
Robust CV ESC=d

Robust SD o n

i 7. Select different population from

so the Population drop down

Percentlle n

(oo 8. Click Add

Freq. of Pare — —A " p-|

Moo ol gpurers | |CoTO-AREA P RKL2

Fraq. of

Freq. of Total

Count Percentile

Mede Freg.of [ J Choose.. - ]

Flowlo EXIE/EFMH

LDI_NS+PI_COL_exp.fes

Lymphocytes
Live

CD3+

Q1: CD4-, CD8+

Median Abs Dev
Freq. of Parent

Freq. of Grandparent
Freq. of

Freq. of Total

FlowJo File Edit Workspace Tools Contigure ||
H Copy alysis to group » 1 g Plugins ~
{+} oI Y N\ A A e e Add Statistic...
1] Group selected samples ok 7 Inspect...
Create Nodes Add Median  CV Freq. Keywords Choose a statistic and any applicable parameters below.
Group. i Copy value to group ¥ atistic e of v - Press the Add button to apply them to your analysis
Groups. Populations Statistics Median Population
Group s aTT | Q1 CD4-, DB+ ~
{0} All Samples Open the Add Statistic dialog for est Parameter
w {1} Basic Tutorial Data selected sample(s). i
w & Lymphocytes obus
- 5 Live Robust SD
- G5 CD3+ Shartcut Key: £+B ov
w 0 Ql: CD4-, CD8+ 5D Ax647-A  Blank
¥ Median : Comp-Ax488-A (p-ERK1_2} Percentile Time

Comp-AARD-A :: Dead

Comp-APC-H7-A :: HLA-DR

Comp-Ax488-A :: p-ERK1_2
o 00

Comp-PE-A :: Perforin

4, Select Population from the drop .

down menu
Close

5. Select the Parameter
6. Click Add

Rl Bl W=1 "]

Fowlo Filz Edit Workspace Toals Contigure
{+} N Copy analysis to group - - Plugins ~
EX % 5 AR
[i] Group selected samples oL 2 inspen /
Creare Renarme Modes Add Median v
Group... Copyvalue to aroup v Statistic. v v
Groups Paopulations statlstics
Group slze  Role
{71 All samples 5 Test
+ Basic Tutorial Data B Test

-

w C Lymphocytes
w 2 Live
- T CD3+

w () OL CD4- , CD&+

¥ Median : Comp-Ax423-A (p-ERKL_2)
G Perf+
G5 02 CD4+ , CD84
5 0% €04+ , COE-

Statistic nodes added to gated populations
using the Add Statistic window

25 QL D8+ .
T Geometric Mean - Comp-PE-4 (Perforing 150
T Median : Comp-Ax4B85-A (p-ERKL_2) 632
D Perf+ 20
3 02 CD4+ , CD&+ 133
« 50 03 CD4+ , CD3- 764
I Geometric Mean - Comp-FE-& (Perforin} 145
i Q4 CD4-, CD&- 192

0 - LDV _MS+PI_CO1_expfes

w EE Lymphocytes £33
w G0 Live a7.2
- & CD3+ 79.1
w 7 Q1 CD4-, CD8~ 19.1
¥ Median : Comp-AxdB8-A (p-ERLKL_2) 550
D Perf+ 719
&5 02: CD4+ , CD3+ 0.90

213060
IL2ds0
167001

33899

7451
2220
127671

3211
220585
204981
109152
157522
30077

G586
1411

€
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ERE - BEREHETIUEAZEREFHEP

1. MEMEAREA
. BRECKEURTBENRAK -

3. &AHE - 2hE “Copy Analysis to Group” °

“-"‘ Rl =N k’-r it e E L e
Y Howo Pl Rl | Wokspace  Teoks  Configure (RN Fowlo  File  Eit  Workspeee | Tools  Configue RO 2R
{ } 8] Copy analysis to group - Plugins \ P {+ 8] copw analysis 1o i Plugins v E ,l\ .i{\"\
‘|_E ﬁ ) \ !
+ . dea N .é: 4 ) ".’/o\ [i¥] Graun selected samples # Inspect j‘ LU F N
Greup selectzd samples # Inspect... s S . 4 h
[ P F B [ o Create Rename.. Add Median e
Create Fename . Nodes Aed Median €V Freq. | o words Group. % Copy walue to group statiarie = - ot | Repwerds
Groun. 4 Copy valut ta group v statlstic v v of | Hewao " ~
—_—— —— - — Groups. Populations | Statistics |
Croups Populations Statistics ETa——.
Croup Size  Role B et
{0 All samiples L] Test 7 Basic Tutorial Data 8 Test
*v {.} Basic Tuterial Data & Test ~ £ Lymphocytes
- Lymphocytes - T Live
- 5 Live H H H - E D34 ietice i
e 1. Highlight gating group L1 T— Statistics are group applied
v & QL CD4-, CD3+ 2. Highlight black statistic nodes £ Geometric Mean : Comp-PE-A (RN G ET RU I TN [
¥ Median : Comp—Ax488-A (0-ERK1 2 . . ¥ Median : Comp-Ax488-A (p-El
@ parts and right-dlick  perts
& Q2: CD4- , CDB+ eie 02 CD4+ , CDB+
& 03, CD4+ | CDB- 3. Select Copy analysis to group = o
— Name Statistic | #Cells
Mame | Statistic | 2Cells 57| w LDL_N5 N5 ADL_enpics 750342
T = LDI_MS<N5_A01_swpfre FR0247 w &2 Lymphocytes 875 213060
+ ) Lymphocytes 875 219060 w @D Live 363 212280
- G Live 36.9 712280 w 0 €03y ELE) 167001
& oy a3 [ @ 0L CD4-, €31 203 33899
R 5 01 CD4-, €DB Hx] 35853 3! Geometric Mean : Comp-PE-A (Perforir 150
¥ &0 QL Cb4-, CO8+ : ¥ Median : Comp-Ax488-A (p-ERK1_2) GB.2
» T, Geometric Mean : Como-PE-A (Perforin) ven & Perfs 220 7451
L Median : Comp-Acd33-A (p-ERIL_2) Copy = @ 02: €04+ ., (D8~ 133 220
Paste My 7asl 5 03 CD4+ . CD3- 764 127671
5 0% CDad+ , (D& Clear & ;gi‘ ¥ Geometric Mean : Comp-PE-A (Perforir 145
hd 3 i+, - 5 04 CD4- €03~ 192 3211
Add Keyword ki3] '
* I Ceometric Mean : Comp-PE-A (Perforin) Add 5t ! R (5] w LDL NS+PLEO] exnfes 229585
£ 04: CD4-, CD8- G S TnEe . 5 s21 = &2 Lymphocytes a3 204581
) o LDI_NS+P|_CO1_expifcs i E 58S w (5 Live 97.2 199152
w & Lymphocytes nspect... Bl aem - £ CD3 79.1 157522
- & Live 9152 w» (D 0L CD4-, CDA+ 191 30077
- 0 CD34 Copy value to group 7522 ¥ Geometric Mean : Comn-PE-A (Perforit 149
[ 0L D4, D84 0077 3 Median : Comp-Ax438-A (p-ERK1_2) 550
: - A (g @5 Perf+ 2L9 G586
Z@M::_I’T : Comp-Au485-A (B-ERKL.Z) Apply this gate to all members of the current
5 Q2 CD4+ , (D81 Reset Column Witlths
Search for FCS files...
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2 {FE#HE (Layout Editor)

BRARBEMSTOTETHE - FIREFMILBEERNERS - FE@WE (Layout
Editor) B —BUNITE E1FEAFEZRIEENBLELNATEEERS - LW

SO RE—EBRAZHRINTER -

Layout Editor File Edit Object rrange @ I [ ? +
Wor election} » Columns 3

€@

TEEl4mEE R E AR T

T{#8{I (Ribbon) : Layout Editor W L{FEPELELIFR - NITAEINEE

g - EERMER (Add New, Duplicate, and Delete Layouts) : 7£ Layout Name
WUz B=ELTIFRDRISHHIE ERKMER €22 Layout Name o] EFan 2 UL Layout-
#mEET E (Drawing Tools, Grids, and Stats tools)

WMWK (Zoom)
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258 B&A{EEHA Layout Editor

WhHEESLE - HERE -

#1E Workspace T HZ&AF - #0: Q1: CD4-, CD8+ -

BB RE

£ Workspace T B35l »%ﬁ%lglﬁaﬁ)%& Layout Editor- #& Workspace #1 Layout Editor

Layout Editor °

Leyout Eiter File  Edit  Obiect  Arrange S0 O 7?7 4+
#E Fowlo Al Bt Wokspace  Took  Confioure RO 7 o+ [ ., |5asic Tuional D |
8 cow Plugins » ) n Yerate by | OFf = ﬁ
{+} 1] Group selcted samples [—J -L-[ o Inspect E )/I\\ ﬁk ﬁé\ % _ Fatch
eate | Rename.. o
Groua o Copyaluz o . o | I yts | _ Merstion
— ‘ 1. Open the Layout Editor and ENEEDEEOAENIRE >
Croup position windows side by side. w T z 7 il z ET T z i
{73 All samples g L3 !
v {1} Basic Tutorial Data 2. Drag and drop the population to
- &L hocyt .
S the Layout Editor .
- 55 CD3+ i
w €D QL CD4-, CD3+ by 1
¥, Geometric Mean : Comp-PE-A (Perforin)
5 Median : Comp-Ax488-A (p-CRKL 2)
& Perf+
G0 Q2: CD4+ , CDE+ e
Name Statistic [ ECells \._ |
& LO1_NG N5 _ACL expifcs 250342
w 72 Lymphaocyte: 875 219060 "
- & Live 212280 I T
+ & €D3 . 2
- i QL: €D4- , CDE+ | &

T Geametric Mean : Comp-PE-A (Perforit

¥ Median : Comp Ax438 A (p ERK1 1) 68.2
D Perf+ 220
£ Q2 CD4+ , CDB+ 133
w 2 Q3: CD4+ , CD8- 764
¥, Geometrie Mean : Comp-PE-A (Parforir s
) 04 CD4-, CDB- 197
~w LD1_NS+PI_CO1 expies
£ Lymphocytes 803
- D Live 97.2
- @ €03 79.1
w 25 01: CD4-, CDB+ 101
T Gaomatrie Mean : Comp-PE-A (Parfaris 189
¥ Median : Comp-Ax483-A (p-ERK1.2) 550
€D Parf+ 219

7451
2220
127671

3211
229585
204081
199152
157522

20077

6586

i "
0 10! e |
A Comp-PE-A :: Perforin ‘
L
lDl _NS+NS_AQT_eap fos [
Q1:CD4-, CDE+
I 33839 |
G ] L]
|
£ |- | 8]

# Layout PEAFEE - IE N S F S REBRZE ZEAREH -

Name) * /58 &Z% (Gate Name) g E (Event Count) % -

BRI ABE (Sample
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G EE) WEEANEEME (Gating Hierarchy Upstream)

1. EfFE AR -

2. HIRMHINEE - EH “Ancestry” - B/~ It gating population FirEH parent

i

populations - W7}l Gating Hierarchy #& (thumbnail) E’JTE{EEEE%EJ%'?T’EE’\JE@U °

Layout Editer File Felit Object Artange SR O 7+ Lw ut Editor file Object Bl 0+
L —— T ‘ — (o
-+ [ ST ., | 5sic Tutorial Data - | + —

—_— @ " | IOH
- Iterate by ‘0” hd Batch

Batch -
- n\[«c 77777 limL 77777 S fteratinr
— Gpm T herton | N|D|\|EH— A OlCIl()lAlCHA R «
DENEENEERRERNE R « " L ) £ T L B z
in 0 T z = = 5 3 0 T = 7 of
] T
. 1. Right-click on the graph 1] 2
2 ]
3 - | 2. Select Ancestry -
[=] <
RERTE S | 7 &
= Copy Selection With Transparency %€ =
2] I Copy Selection Without transparency E
E] Paste BY B &
] Duplicate £
4 5 Delete A = i
& Propertes... w i 3 Thumbnail images = Gating £
£ rdering 2 N 3 S
s Croup %G i hierarchy used to define
a E gated population
g
o 1t Qpen Original Craph BO g.;Lc%s‘ NSc;uDl_ ples
PE_ Remove Data from Chart 33855
5] Comp-PE-A + Annotation 4
- Legend
LDL NS+NS_AOL exp.fc  Adjunct Histograms
Lol o T 1
6] o Racknatinn L
Show the charts of all the parent papularion and the gates that contributed 1 this definition
VA =
. Make Multigraph Overlays 3 :
B 10~ [ ]

EI T ]

TNABL4iEHS R O] fA2 Layout Editor REHX D EAR - HEEAETER thumbnail XEAMA

#RO?+

uie
eaks I Placeroiers ‘

S ot Do 1 shor | 3
S O R
- i
I\HEI\\\EIIHEIHA\IO\D\O\A\IOHA\ DG . «
***** S — ;E z  Show or Hide Pagebreak completely
b

L 4

BEAL A Zoom In T out °

¢ HEREERBEBAIAE -

Comp-PacBlue-A :: CD8

¢« MESBEREN  HEREBSHUE - Comp P e

+  EhiE “Edit tab” G Show/Hide 1

%52 “Show Pagebreaks” B}

7z %\E}f&#&? ° J Drag Page break corner to move
Zoom In or Out \
\
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REEE NEBRMEENENLSH

/

1. EfFE EEEE—ERH - BRBBEARE -

fi

2. PR MUTVEE - BIEHEMEZICSE - HiEE Layout window B ERNSE -

Loyout Editor | Fle Bt Object  Amange &R U7 + LayoucEditor  Flle B3t Gbject  Arrange B8R O 7 +
L Lo Group  |BasicTucwrlal Data = o+ (1o Groug | Basle Tutorial Data ~
- Jcerats by [Of = # - rerate by | Off « @
Batch Batch
Layouts | ratio - Layout beratinn
NENEENE RN " NEREED o\DIoIAIG\A =] «
" In I] IJ lj |q |5 |G |n \ Il I |1 \‘ \; IE ‘Il
o] Il’
w o
o =]
1l = 1] Y
< <
{ 1
o v
E E
3 F
4 g : o 4 £
=3 - B o [
E 1. Right-click on the axis label E 3
=] F] o o 2
2. Select Parameter 3 1
1] . £ :
* Comp PE & o ronieie : Comp-AxdB8-A == p-ERK1 2
FSC-H
LD1_N5+NS_ADL ¢ SSC-A
QL CD4- ,CDE+ . - -
q B AXDAT-A  Blank Pl Gl New selected parameter is displayed
Coma-ANRD-A ;Dead — =
Comp-AP LA-DR i
2
<] ! 5]
Comp-PE-Cy5-A 1 CD38 E
Comp-PE-Cy7-A :: IFNg .3 g i
Comp-PE-TxRed-A :: CD4 —
| Comp-PacBlue-A :: CD8
= [ EI=E]

A EE) B Layout

1. 252 | ayout Name - A B ESHE

‘ BR O+

Group | Basic Tutorial Da |

it Population B2 - EEN Ry MR — ’ )
mgl\;\I@H!ungugugné\gné\ [l «

\1 \Z \4 \S IE \0

(@A Phenotype = EHEHM4FHEI -

RER -

Comp-PacBlue-A :: CD8

TR R#EBEF - EMAE Single Cell )

0}

Comp-Ax488-A :: p-ERK1_2

Event-CD3+ (vs SSA)-CD8+ (vs SSA) | g

23500

=

TE# CD8+ cytotoxic T cells - ELt#FE(E

Layout An 4 CD8+ - ElCTE
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GEEE BREREYE (Graph Definition Property) H&

Graph Property o] LGREBF RN EE A - BRI Graph Property 73240°F

1. EEE LRABBEAHE - $h%E “Properties” FARRE -

Layout Editor File Edit Object Arrange SR O ?+ LD1_NS+NS_AO1_exp.fes Tabs
R co:+ Group | Basic Tutorial Bata = ] T p—
- permeby [0 = | @ @ Annotate  Fonts  Legend I
Batch
- ‘ @ X Axis ‘Comp—Aqu—A p-ERK1.2 v |
_____ s 1 freration — _ Parameters
I5\I9\I)HgH!I\AI\QI\QI\QHQHQHQ\ M) « Y Axis | Comp-PacBlue-A : CD8 ~ |
\1 \i \‘ \S \6 In
n' Ja—
Type: Pseudocolor E PlotType
E L 1. nght{ll':k on _graph plot Color Map Statistic = Mediar
% 2. Select Properties
4 s Color Map Parameter Comp-AARD-A ‘
<lt i
g N Copy Selection With Transparency #C . Contour Levels
m w Copy Selection Without transparency B
] = Paste Y ST
Z (=% N
é. Duplicate Show Outli
ow Outliers n
E T Plot Options
ro erties..
S . P P Use Large Dots
e Strth( of the object, such as calor d(k sscn H
4 Emgy ER—— g Show Crid
. JE—
Open Original Graph %20
Comp-Ax4 Remove Data from Chart Y Axis | Auto Max 1000
+ Annotation
LD1_Ms+Ns_a0l  Legend - 5
A QLCD4-,CD8+  Adjunct Histograms Scale: Width: 100 % Height: 100 % Lock Shape
33899
v Ancestry S o o A0 58
Backgating
v Axes Apply Selected Properties
Make Multigraph Qverlays 4
5 ; 2 el ol | (G
8|0~ | B

HREPEZEEERANNFEIR - LABENETIEH#E DA% Specify » Annotate - Fonts
Legend —FtRBkERE R~ Specify - £ Specify T 7 oltk# Displayed Parameters:

Type of Plot 1 Display Options - & F 2R Fhan sl B oy & BRI AE U IE!

RE L BREEESHEE

1. #% Property window # % Layout A7 °
2. 4 “Show Grid” -

3. #4Z “Apply”
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| Gwhilor | Fe G Obs  Amm
+ Dvenss G
- trerate by | Off =

Tians |

Basic Tutorial Data =

#R

Treratn

Q2+

1. Move the Graph Definition window

NEREREERRNENER
i I ; : £ so that the plot is visible
2. Check Show Grid

] 8 3. Click Apply
& i " ¥his | Comp-Paclllue-a  (Od =

b

P BT

R

2 5 -
Eal £

& i Comp-AARD-A

g @

g . it et

W7 T Smowhing
5 AR P——
Comp-Ax488-A  p-ERK1_2 S
ey b -
4 33899 : ' ) )
Sk ] T08]8 g 100 % () ek S

]
BEaE

REEEN AR FES

1. Property window $#1£ “Fonts tab” -

2.

3. BHE

4, B

LD1_NS+NS_AD1_exp.fcs

\\Apply" °

Specify  Annotate m

1. Select Fonts tab
2. Pick afont size
3. Pick a font color
4. Click Apply

Axis Labels
Font  SansSerif
S\ze Style Plain
- 8 E
Axis Numbers — g i
font  SansS 10
— 11
Size | 9~ ] 12 n
Ly Gaes
Font  SansS 24
30
Size | 11~ 36 n
- 48 L
~Legend—— 60
Font  SansSerif
size [9+ Style | Plain

2

Cancel

£ Axis Labels BB E53E “Size” - MAXFE

“Color Box” FIRFEEEEE -

W Ot A
g [ Tl b«
erae 00+

ety Ireation

BRO? +

s[ololelalolal

D]
5

Comp-Ax488-A :: p-ERK1_2

LD1_NS4 N5_AD1_expics
01 TD4-, DA+

Background Grid is
displayed on plot

Graph Definition
WE_M_eup s

Bl o Fos Legend
N |Como-Ackiia pERKL -
Vanis | Comp-Pachle-A s CDa <
T | v B
=] Comp-AARD-A
Contr ez
™ Smoothing
™ Show Owiliers,
v targe s
show G
ax 1000
o Seale: Wisth: 100 % Height: 100 % LockShape
2 (e oo (R

(%0 : 18 pt) -

Layout Editar File Edit Object Arrange sl O+

+ Dicoss Group [Basic Tunarial Data =

- erate by (O > | @

Batch
Layaurs freranon
LT T 5 5 Y P PN e =«
in 0 |1 ‘Z I] ‘4 IS P
L)
[ ] B Graph Definition

LD1_N5+NG AQL enpiics

@
N 8 Specify  Annotate Legend
o s Labels
< Font  SansSerif ]
o
=1
= sze|lé syl Plain color [l
=
fal £
[] Axis Mumbers
a
E Font  SansSerif ]
o Sze[o+ sl | Plain e |
7] Layout Gates
Fort | SansSerif
ne[1s | s | o coo [l
1 “Lage
woma | Font SansSerif <]
szels- e Pan B coor [l
A
2 [100%- | |
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Iteration

Iteration MR layout #8957 + B Group 1 Iterate by M{E#ZEIE - 7 Group & -
FEIMACRE DB AR EMEAREEAE - M Iteration by menu IS EEREYIREZEAT R
ERERAE  BERSEBERABHEE - UM RSB EA Iteration menu EENRIBIRA -

2 5% Iteration

1. F428 “Iterate by” - EH “Sample” £ MG HIR “Value” #EE -
2. BhE “Value”  WEES—HEAX (W : LD1_NS+PI_C01_exp.fcs) - WEFEBIDER L

FE~ LD1_NS+PI_CO01_exp.fcs - BAE Value ARIAY_E METBE DI LUSI BRI ERVART -

BR O 4| oo e e owa  wmnwe BRO+

| DL NSNS A0l e
Kenwor « wgyg@gggglgg\é ) _NS+PLCi s «
iy & 2 K — C i~ Il n @ b Uz 3B
0 D’ c, LD1_PI+P1_DO1_ex|
2. Select Value: LD1_NS+PI D2 NS Als aonrcs
- . LD2_NS+P|C02_exp.fes
: 1. Select Iterate by: Sample ST T s
= = i an,PhPLDoz,exp.ﬁs
I Q A w}
< <
E} 3
= =
g T
& &
‘D. Q
£ £
] s A
o 9} 1 i
e H it 4
e T T & 7] " i) T 3
Comp-Ax488-A :: p-ERK1_2 Comp-Ax488-A :: p-ERK1 2
0L 1 s A0L ekpscs LoL nstes Aot ewgses
Lo (o8 0L Lo o1
33890 33899
Ly
# | 100 +* 7| 10 *
you Edor | wle B Onex  Auange SR D2+ uwewe | me G onea  Avange B8RO 7+
4 [EE . . i Torial Baaic
- L
| s
= it : | v
TIER\EEF\SEHEWZ\E\Z\ \'\\lr‘l « \Il:l\\laal]\ A |<—>\:|||o\m|oml R=] «
G T o T 5 T 0
3. Click to move up/down through
samples in the group
@ o
=] a
o o
5 5
@ o
3 3
@ 7
2 o]
3 3
& &
& &
£ H
S ) S i
v H ~ H
4 i
7] & ¥ &
LD1_NS R _CoL_expcs
4 Soers f 4
The p-ERK distribution changes = Annotation Box:
due to stimulation with a mitogen * Sample Name
¥  Gate/Population Name
! * Event Count
EECrs Bl |#
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xS (Batch Report)

HEEE At E RN Layout editor ZIR5EAE - FRAMRBEEIERES -

RE L) FIEHERRS

1. 1% Layout Editor & T =@ E £ E R Batch band -

2. ®HE “Create Batch Report” -

e +

Batch orientation settings
il L
I
1 e
|

I T z =

1. Widen out the Layout Editor window
! until the Batch band expands.
2. Click Create Batch Report

Comp-PacBlue-A . CD8

o I w
Comp-Ax488-A - p-ERK1_2

LD1_PLP_D0Lexp fes
1T~ CDE

_ SR 3438

Samples are tiled in the new layout
based on Batch orientation settings

¥11€ Batch Report % - 7 Layout t#fi7 H3R —E¥THY Layout as R B/R AR Layout Name-
Batch (%0 Layout Name % CD8+ - Batch Report Name #%% CD8+-Batch) - EiZEH)EF
A EEZEAE=Z%IE Batch Orientation Setting #17HE3! - £ EARREEERD - BIZFLL

3 column #77 batching - # MR FH Mol LI B E A B Batching Orientation -

FlowJo B AR /EE M 2 BD 39



#3558 {24 Batching Orientation

o —  — e
u i 1 Data - I e Lo - O tows ) Colmns 2 [2
spa w ” Group [BasicTutoma
1. B[R Layout "CD8+" » . . A ©.me G
- |m‘! LDLPI+PLOOL exp.fes ~ e s
Layouts iteration | Batdh -
NENECREERANENEEE “
infl i 2 il e R I Il S i
g
A\Y
2. % Batch #® fI - # EX “Rows _ A
e ] i 2. Select Rows and setto 2
T b 3. Select Across
b 4. Click Create Batch Report
” S = AN @
button” - IWHEHFERNEA 2 - £
5
1 %
E
= -
v E
A\ ” H
3. ®4HY “Across button” - T =
Comp-Ax488-A = p-ERK1_2
1L P D31 e
Q1. Cp4-, coge
5 W ” B 41585
4. 4% “Create Batch Report” -
o
A
TR
Bl[ronx- [
& are iHEEL Q Lavoul Editor  File  Edit  Obied  Armange 0 02 +
nmn HE et workepac ookt Configure M9 E +H;iﬂ£[::“m Crogp | Basic Tutorial Data +
L ELuh [t w [l cos v garch 1 nerate by OFf - |
{+} ] Groupseleced samples LJ -LTZ oo E j]\\ ﬁ\ ,-f"e\ \ _ e
2 Tcl At : sasge. e S G sepreny Layours _ emtion B _
Gioups  ropuitions S yglyglg\yglg\glé\glé [~e] «
Group size  Role nD. T 7 3 7 T 5 7 ¥
{77 All samples a Test o
w { .} Basic Tutorial Data 8 Test pre |
vfﬁ(gn:iphncvm @ % L
i CD3
> O e _ %
3! Geometric Mean : Comp-PE-A (Perforin} o S R T
¥ Median : Comp-Ax488-A (p-ERK1_2] L Camns a“c i
D 02: CD4+ . CDB+ o —
Mame Sratistic #Calls AT E’f
[5] B LDI_NS+NS_ADI_exp fcs 250342 &
(<3 p LDI_NS4PICOL expfes 229385 1 a
@) | p LDLPI+NS 801 expics 262774 | |2 :
S p LDI_PHPLDOT expifcs l 244977 e i | g
(=) p LDZ NS+N5 ACZ expfes 330780 i . ﬁ : %2 ﬁ £
@1 b LDZ_NS+PI_COZ_expifes 286306 1.4 f‘ﬁ i lg i ﬁ
- B LDZ_PI+NS_BOZ_expfes 279202 : E : :
) p LDZ_PAPLDOZ expfes Sample& 275465 £ 1 g £ £ i
*Note that the batching o
process runs in order of ‘r }F Sample 8
the Workspace list % = LA L
i
EEE

73

JRRI#E TE Batch Report - FIBHE AR D BWAIEES - MERBHETIRE 8 EixK - FillE

BIEE 4 @R - RARIEFRIZ R AT FBEEZ LA TS -

IREFH MR B Batch Report i A4 E |
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REEE WRELREE

=

. ##E[R Layout "CD8+" -
2. 7£ Batch #@fiu%i%E “Web Page” -

3. #4E “Destination” - WEZFBGFEHEEELS (.html file) WWEZAL -

i

4. 4% “Create Batch Report” - SBaIL -

5 #0 O 7+
Group | BasicTutorlal Data » @ Web Page +
||||||| by [Sarmah Creats Batch | PRI (1] rsitimasDeskiop CO8
- Yalue L3I _PI+P1L_DO) expfcs = Repart Command Line
Laynurs | Irerarion Barch
NENEENEE R R [«
w0 T z ] K T B T T I H
o
S 1. Select original layout
@ 2. Choose Web Page from drop down menu
b 3. Choose Destination
b 4. Click Create Batch Report
=
e
7] ;._‘:1 1
Lo
S5 oa i
W s H
3] [ 10? 1t £
Comp-Ax488-A :: p-ERK1_2
LIO_F4 PI_O01_exp fes
4] Q1. CO4-, CDS+
41585
J

'
|'®

FESEAE - BREAIIEHIRMERIR (B85 Flowlo Web Files) - W& web page .html
file X B—{EHXZAH PNG image - Image IS EMEATRERERP - R/ FNAHEE -

Batch Report th o] LI B #5IEH]SL 2f# 774 PDF - PowerPoint 182 -

]
FlowJo B AR /EE M 2 BD 1



Z[E (Overlay)

Rl B S EERAZIRER—RIFEIE !

REEE HIZEE

1. 7£ Layout f@fuH#EE “CD8+" -

2. PhE Layout AR E SR E

3. [B1%) Workspace @ i#EARGBHE A (LD1_NS+PI_ C01) #E—F% (Ql: CD4- ,
CD8+ population) -

4. #% LD1_NS+PI_CO01 FHEEEHR X layout editor REANNFMAE L - I
LD1_NS+PI_CO01 event lEAZ LD1_NS+NS _A01 -

5. Bk Iteration Mismatch Warning fR& - #53 “Turn Off Iteration Option” - ST &
B& - RABERMERRECERZAKN Thumbnail -

6. 7£ Dot Plot Overlay £ BEA#  E1E “Properties” %t Graph Definition window-

7. ¥ “Specify tab” -

8. EE “Type” r &£ MITLEE P& Dot Plot ti%s Histogram -

9. EREM N - iKY BES “Modal” - WEIE “OK”

10. IRTFEE % Overlaid Histogram - & Y &% % Modal mode - B EEMEEZSHIK
l# (normalized peak) 2 5EEMEZEAB ARBNMABEIIE normalize ZHESE
MSRENEEUR -

11. &% &£ffE LEBEAR  BEEKNHREE “Offset” - MEERAXIKEDFEIS -

]
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y A it E L@ Layaut Editar | file it Object  Amar @ Sample Mismatch Policy S0+
"W';:] Ple Rk | okspcr | el Corigue == e e s s e oty o e g e |
Co = Plugins ~ 0 - mg/Dasktop/COR+-1
jomptoname| P8 o0 o A A o o e — ot |
Rerame.. Wodes Add Median
A Copyvalue to group B Statlsiic.. - 3 |
— — — RO Lz ol o[alo]Al
d Fopultians e Click Turn Off Iter
Group Size  Role Duplicate la =
4T} Al Samples
o 41} Basic Tutorial Dta s Test
~ @ Lymphacytes
- D Lue
- B CD3+
w & 0L CD4- . CDE+ @
T Ceometric Mean : Comp-PE-A (Perfarin) - E N
¥ Median : Comp-Axd80-4 (p-ERK1 2] I o 10
& Perf+ H
502 CDA1, €D+ <
Name Statistc 1 Cells L E -
o b LDL HS1HS ADD expfcs 250342 Ll
= o LDL ME+F_COL_expfcs 229585 | 4 o
w @ Lymphacytes 883 204981 | 2 =
- 5 Lve 972 199152 & .
w0
w & 0L CDd- , DB+ 181 3007 8 ° A
i
I Median : Comp-AsdEi-A (p-5 -t R H
& Perfs ] . . . N H
o an conr o8 3. Highlight same gate in hierarchy on E w wt F
- & 03 EDA+ | CDE- . A pe
AP socond sample Comp-Ax488-A :: p-ERK1_2
& qa cpa- , cos- .
» DL -#s 501 sentes 4. Drag and Drop onto plot in Layout Lot et b expies
) LDL_Pi+PILDO1 expics 01 Epi- coss
b LD2 NS 4HS_AG2_supfes e
b LD2_MS+P_CO2_eupfes e
b LOZ_Fi+H3_B0E_exp s,
P D2 PIPILD0Z enpfes
[Efwor- [#]
Lavout Eitor | File  Edit  Object  Amange &R Q2 + .
Croup | Bas Ttoral Data = ISR ey /- SelectSpecify tab
m [J o8+ -satch off
H:@ o8 4satch1 st ) Lol Annotate  Fonts  Legend
Result of drag and drop of dot plot overlay. Same XAxis | Comp-Ax488-A : p-ERK1 2 ~ |
gated population in two different samples . IEN"\: ——
L ' o Subset Name [ Goumt Type: Histogram
. W[ LD1_N5 +P1_CO1_exn fos 1 CDa— o8+ | 0077
2 W[ LOY_NS+NS ADL_eap.fcs| QL CO4-, U8+ | 13899
By O Color Map Statistic | Median f
b : Color Map Parameter
g 6. Right-click on the plot and R I Comp-AARD-A |
g " select Properties
1 8
‘ by Contour Levels 5% v
E w4
S s . Smoothing Foreground: .
il o aaibates of the object,such as color anl stroke. | i .
1 [ ——— 5 Show Outliers
3 o 107 Edit H
- A Open Original Graph %0 Use Large Dots
Comp-Ax483-A : Remove Data from Chart
Annotation )
 Legend Show Grid
] Adjunct Histograms .
Aneestry i e
Backgating Y Axis | Medal B Max 1000
v Axes
] Make Multigraph Overlays > ORI L L EIMN00 % Height: 100 % | | Lock Shape
¢
10. Click OK
8 o= - || 2]
Layout Editor | File Kt Object Arrang: g0 0?2 + Layout Editar file  Edit  Object  Arange &R QO+
H o Group | Basc Ttoral Data + ] i oo Gowp | Basic Tutoral Data +
. ] cose-saen Herate by 07~ o [ Coas-paren teerate by [0
[ cos+-garch-1 o Batch [ cos+-saren-1 T Balch
Iteration - ¥
= « «
\3 \4 \5 \E \D \S \6 \0
BT Saeierame | subseriame ® [ Swoktam | Subetham [ Count]
R Ds-, o8+ 1| 1D1_NS4PI_CO1_exp.fcs | Q1: CD4-, CD8+ | 30077
o o o+ con 5 s
A B Copy Selection Without transparency A
2 Paste R’V
° Duplicate
I Delete \
3z Properties... 1 H—re—
1 A Ordering >
Z E 7
5 Edit
z
Open Original Graph #O - E
Remove Data from Chart 2 e \ ; £
7] " ", Annotation 4 5] o 0 0t 4
 Legend 3
Comp-Ax488-4  agjunct Histograms Comp-Ax488-A :: p-ERK1_2
. . 4
4 11. Right-click on the plot and p
select Histograms » Offset
igraph Overlays >
Colaring >
A Line Style » By
Stagger Offset
Overlaid
13 Al
B [100x - || # ST~ T#]
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REEY EELEERN

MIREE - ZAMBEREZSMAAMILUIRREASHERE  BEROREJEAFHIZR
BHE-GANRN - ZF N REEEEAEREE !

1. FENMPVES LIRBEAGR  #ET5A Coloring * Line Style 1 Line Weight F3#18 -

i

2. #E “Line Weight” B#31E “Heavy” - BIIFA population fFE LR 1EEE - FHR
BRI A S RE -
3. BRREAF LRBEAR -

4. % “Coloring” B#E1E “None” - M4 NEEZ2EMR -

LK ] FlowJe Layouis: My FlowJo Analysisswsp
Lpou Bfitor | Fle gt Object  Amange #R0 O + layoutEdicor | Fle  Edt  Object  Amange B8R T ? +
T Croup  |Basic Tuterial Data = + ﬁ" o Cioup | Basic Tuworlal Duta =
W] cos - date nerate by [0 = | ﬁ [l coseneen erae | OFf - ﬁ
5 cos e Barch-1 - bach (1% cose-datet2 gateh
= I | Ly
NENEENEERRCNR « D EINEE S E N CEN R W
e T 7 ] z s 13 0 in 1 B B K 5 F T
d g
3. Right-click on the plot ~ FrmET:
\ i- . cone 30037
-.CO8= | 33690
B I & ] " o
1 | Copy Selection With Transparency #C
[ \ Copy Selection With Transparency 38C Copy Selection Without transpareney
[ Copy Selection Without transparency Paste k3
1 Pasle_ v - Duplicate
© Duplicate Delete
. {| Delete 7] Properties... *#1
Properties... sl Ordering *
J Ordering 4
Edit
[ Edit 3
£ L
b 5 B o ¢ Dpen Original Graph O
) Il 1w Open Original Graph D ‘E Remove Data from Chart
Remove Data from Chart Comp-Ax488-A | annotation
Comp-Ax48B-A  \tion o Legend
¥ Legend Adjunct Histogram
Adjunet Histagrarm P Ancestr
£ A

Rackgating
saes e 4, Select Coloring » None
Make Multid

Make Multigraph Overla

i Coloring 2. Select Line Weight » Heavy Line Style > I i 20%
Line Style Line Waight » Inte
Line Waight Hairline - [T Tinted 40
Normal g [0 Tinted sox
4 Wroeisox
Wery Heavy B |[rom - | 2| )
= om- |®) r e N
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REEE EXENNESEPE—SRBRFER

MEESBALBEAEMERPE—ERER - WRIEARZHE LRAE -

=
f

2. B “Line Style” HBiE#E “Dashed Line” - TR ERBWENNIXARELR -

&1 Odea  Awange BR O+ | Layoun Fle  Esr Ober  Aminge sl 0?2+
= I~ ] i G [t Tttt
o el o
ke o wr
o - Iteratizn | |
DENEEDEERNRER EERENERE
DENCEERNEERCINEISEEE 1, 4ighiight the first sample In : )/ . — 1
E the legend 4
Win  Properties fmaEral
| Remove Layer 1]
Set As Control
Colorint > 2
ine Sul Solie Result: Line style of the selected
2. Right-click on highlighted e elatt > i sample histogram changes to dashed
i sample name within legend Long-dashed
- - Complex
Dot-dashed A
e £
s n g
1 3. Select Line Style » Dashed ’ N N :
Comp-Ax488-A = p-ERK1 2 Comp-Ax488-A ;- p-ERK1_2
R <
B ]
] £l
B o | #] Elm- [®
N =
REEE EEEHLEREE
=N = ER
EIXANEREE - B EHBUNTSEER
1. BHEBRAERNEE - BHE sample name £ A HUN G FER -
ERARE
2. DUERAEE -
poutBdor  Fle Bt Object  Anange Bl O+ Lyoucidhor | Fle @R Obea  Amnge #R O ? +
Cioup | Basic TutarialBata « + [l com Grau | Basie Torial Dava -
ferate by | OFF = ﬁ Irevate by | OFF ~ et
Baten . i
Tayouts | e . | Lyauts tzration | N
WEINCCIREEIGECIEEE 1. Select the legend and click on a square 9 %glllglllilglglgl%lglél ;:lgl 7 3 7 1
g T : ? ‘
b ; : color box next to sample name by
] ] 5605 40170 O, Chk 3 | TS
7 4
RI107,GO.B2L4 a R
H 2
5 . e o W H
’ I 2. Select a different color from 3 i
Comp-Ax48B-A :: p-ERK1_2 the palette Comp-Ax488-A :: p-ERK1_2
4] 4
5] H|
5] =
3] &
2 ||a0cx- || ] £ 005 - || 8]
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RELE IEGAEELETEMIERE

i

1. MERAERER  BENEFHZEAX -

2. RIZBE

BA  ERESZEERUERTH

ane Flow.Jo Laycuts: My FlowJo Analysiswsp ace FlowJo Layouts: My FlowJo Analysis.wsp
| Layaur Editar File Edit Object Mrange BR O ? + Ll\nulinlmr File Edit Objec Atange sl O+
[ \m.nmmm Data = | e |m.mmm| Data v |
herate by | Off = erate by |Off = ﬁ'
. Beven . Beten
Iteration | = Iteration | =
NENEENEERAEHNEE S «  [woN el alelolelalelal | Al «
o T = = F T = = B = 7
’ 1. Highlight the top sample in the legend -
Sample N | Subset Hame | Count mole Narme. T Subset Hare |
M (1] 101 NS -H5 ADL exp fes| 01 (D4 COB+ | 31899 |
: : LDL NS+N5 AQL exp.fcs Q1 CD4-, CDE+ | 31899,
T o 1
H
H
N 2. Drag that sample through the Result: Order of histogram is changed
N R N legend to reorder so that the selected sample s at the
7 7| bottom Instead of the top
i R E
Comp-Ax488-A - p-ERK1_2 Comp-Ax488-A . p-ERK1_2
] &
B 5]
3 L1l

£~ | 2]
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REEE BLER

Al E WIS Layout BiE A E—AJ PNG EXRNE !

1. #£ Layout Editor Ribbon @ - B2 @B~ “File” -

2. Fh#EE “Export Image” -

3. EEEERT (M : PNG) - SAEHRESKEZEERZE MM -

4. AHREPHAERAESHREEET NS - WREEHMAWEREE Workspace #1
Layout Name (& : Mu FlowJ]o analysis-CD8+.png)

5. EEGFHERM (40 : Desktop)

L CAX: ] [

2 W 7

iew Open Original  Properties
Workspace Graph

5. Save location

tos| 5 1044 27.on
k. [ 21-Sep-2017
« - Fws
- E 21-s5p-2017wsp
ata-6 & 21-5ep-2017.wspt
s [ 25-5ep-2017 ’
E s 25-52p
[ batas Py
o » [ Basic Tl
- [ Clean2
| concat 1 LD
T v c LDz fes
[ Downloads = [ Aovdo_Web_files L
%1 Drophox r T Foviol0.....45.42 AM
e Folder Caneel - 6. Click Save
B
£
] i T T 4
3 0 102 1wt H

Comp-Ax488-A :: p-ERK1_ 2

L

EEEE
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22 HEtEREE (Table Editor)

Table Editor Zh8E#0 Layout Editor 2 - #EDEFEEMB ST - AIEARLR
FHMERERN MEBEBUINTF=EIF - Table Editor B4 RIWE E13E < text - CSV-
Excel #1 SQL database files - th o] DR AL R DTV EGE RIS -
MetERHEAERTH
Ribbon : £11% Table Editor - Edit A Visualize -

Table editor : B#EH1Z (Add) - % (Duplicate) - fllfk (Delete Tables) - Iteration
ML (Output) FINEE -
Edit : i8S REEMRETEM (Add and Edit Columns) ~ #TiZEAES (Add Keywords) °

B

Visualize : 2 Heatmap fIERE -

BB EE FIEERZE Table Editor #%itR1E

A B R AT BRI A Table Editor IE !

1. Workspace window T E5thE % Table Editor B/~ , Bkt Table Editor 1R -

2. [o13] Workspace window - #E1E&E —1xA NaJ Population A statistics Node -

3. BENNARENAEHERZE Table Editor - EABRSEEZRNARNHDSIEENHETE -
4. 7£ Output band F34% “Create Table” - 7 Table Editor T A BLFRE - MHTEE

BUNFTARAERBERAREHE - WERBWHENZEIR - JX=% Table Editor & - AEJRY
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METERAEBSEARS (row) - HEEREPRIBE (column)

“e i l-. L ® 1. Open the Table Editor and position “‘h"_:”:“;‘ bt s alze BRO 2+
R " . N i Tablz = -
Hn File  Edt  Workspace the windows side by #k + Growp | Basic Tutorial Dtz | @ (=T |
Copy anakis 1o groug . Tex A
+ | i - p— - Ierate by [simpie - | e
Create (3] Grovp sclced sampks Grcoe Gmm Add Megian OV fieo - o
Croup.. - Statitic... ~ - of ~ | Keywards Tables Iteration Output
e e M Column _ Populancn Stansiic 1 Name
Sze  Role 15 Lymphocytes/Live/CD3+ /0L €04, L. Freq. of Parent
All Samples Test
Easic Tuorial Data B Test I E Lymphocytas/Lve/CD3+ /0L CDa- , .. GECMetnc Mean Comp-rE-a
Lymphocytes
9 L i E Lymphocytes/Live{CD3+/01 €04~ , €. Median Comp-Axddi-A
» @ QL €Da-, CO8+ 1E Lymphocytes/Live/CD3+/0L CD4-, C.. Freq. of Parent
5. Geometric Mean : Comp-PE-A iPerferin)
3 Median : Comp-Ax4R8-A (p-ERK1_2)
2 perf
@ Q2 €04+, CDEL
= o = ece Table - Table
_ Mame Statletle fralc | Ancestry Live/ €03+ Live/ (D3¢ Live €02+ Lympheeytes Ly CD34 7 Q0.
() p LD NS+NS_AD1 expdes 25038 Subset | QL CD4-, CDE+ Q1: CD4-, CD8+ Q1:CD4-, CD8+ D4
(215w LDINS4PICD1 exptes 229585 sunsuc | Freq. of Parent Geometric Mean Perforin | Median p-ERN1_2 Perf+
w 0 Lymphocytes 593 204981 For Freq. of Parent
- 2 Live a7z 198152
w 55 CD3+ ) 157522 || LD1_NS+NS_ADL_exp fes 150 b8 220
w 0 QL CD4- , CD&+ 10077 LDI_NS+PI_COI_exp fes 149 S50 2
. Ceomatric Mean : Comp—PE-A (Perforin] 2. Highlig ht gates and LINI_PENS_BO1 _exp fes 162 Ay 234
» X Median : Comp-Ax488-A (p-ERK1 2| s LDI_PIHPLDOL !!llitl 161 40 26
3 Perfa statistic nodes 6585 | LDLINSHNS_ADL expfes m =2 i
. +] =3 s
Sz Coer . c08 3. Drag and drop to LU T PLNS B0 e fes 32 50 358
: B E 2
. Geometric Mean : Comp-PE-A (Perfarin’ ble Edit LD2_PL+PL D02 exp fes 28 i3l 28
able bditor Mem 210 376 300
5 Q4: CDé- , CD&- 314a sD 50.8 199 338
B LDLPLiNS_BOL expifes 262774
B LDLFI4PLDO1 enpifes 244977
B LDZ_N5iNs_AD2_txp.fes 330780
B LDZ_NS+PI_COZ_enpfes 286306
B LOZ_PLNS_AN2_ewp fes 279202
B LDZ_PI4P_D02_expfes 275465

|

\

REEE MARTERBE

il

ERASE Worksapce FEIAMMETER - BB mBENBHEIFEEM B HERM TBE

BHURRVIRE: - HATIEEMBEUR ARG SR -

hli;lasmmr Edit  Visualize B8R Q7 +
_ rL il Table m i - ‘ ‘g -
1. & HINERARERE "Name” - s S

Table  pestination:  [f] /Users/timarT

Tables iteratian
Col... Population T 1 pouble-click on the
2 Eﬁ] A u D % (ﬁn M C D8 o/o ) ) 1E Lymphocytes /Live /CD3+/Q1: CD4- , CD8+ Freq. of P; (0|umn ce”

2B Lymphocytes/Live /CD3+/Q1: CD4- , CDS+ (LN 2. Enter a unique name
3. Click Create Table

3 E Lymphooytes/Live /CD3+/Q1: CD4- , CD8+

3. %ﬁ% nw Create Ta ble" , %ﬁ E"\J %\% 1‘% EFI 1B et Result: Table output column

Median

req. of Parent

header has a unique name

eoe Table - Table
Ant!;(!v CD8% qumﬂchn)(ylu t&n«/ o3+ qumpchﬁ(wej/cun/ o3+ g;‘ﬂhoéﬂﬂ/ Live/ CD3+/ Q1.
Subset 1: CD4- , CD8+ 11: CD4- , CD8+ -, CD§-
= f m I m I TN PN (o) Statistic Geometric Mean Perforin | Median p-ERK1_2 Perf+
== u N AR C D 8 /0 o For Freq. of Parent
LDI_NS+NS_AO1_exp.fes 20.5 130 682
LDI_NS+PI_CO01_exp.fes 19.1 149 550
LDI_PI+NS_BO01 exp.fes 242 162 406
LDI_PIPIL_DO1_exp.fes 4.1 160 401
LD2_NS+NS_A02_exp.fes 255 292 752
LD2_NS+PI_C02_exp.fes 2.2 264 587
LD2_PI+NS_B02_exp.fes 25.2 252 469
LD2_PI+PI_D02_exp.fes 24.9 249 451
Mean 234 210 376
SD 238 59.8 199

FlowJo B AR /EE M BD 9

€



RE LS FIEEE

B IHEAE - BRUTIREGERERA Heap map :

1. RB#E Table Editor

N BRI TS -

2. # Table Editor ribbon

263 “Visualize” °

3. BHE “Heat Map” - &—

4. 1% Table Editor Ribbon £5[E8] “Table Editor” -

5. Z4E “Create Table” -

MR PEHER BEKREESK,

Table Editer Exit Visualize

Es [ Table @ e Display =
- 4. Select Table Editor tab =
. Create
_ 5. Click Create Table Table | ogcmaton: [ users g
eracion output
Col.. Populatian Statistic Parameter Name
L E  Lymphocytes/Live/C03+/01: C04- , COB+ Raf Frea. of Parent CDE%
! E  Lymphocytes/Live/C03+/01: CD4- , COB+ Mk Ceometric Mzan Comp-PE-A
3 E | lymphocytes lLive/C03#/Q1: CDS- , COB+ ol Median Comp-Ax488-A

4 B | lymphooytes/Lve/C03 & /01: CD4- |

Result: Each statistic column in the

output is independently heatmapped

Table - Table

Ancestry | CD& %
Suhser
Statisfic
For

LD Ms+NS AD] exp.lcs

LDi_PI+NS_B01_exp.lcs
LDI_PI+PI_D01 exp.fes

LDI_NS+NS_AOZ exp.fes
LD2Z_NS+PI_CO2_exp.lcs
l.DZ PI+NS_BO2 e:lp.l’ts
LD2_PIHPLIMI exp.lcs
Mcan

sD

Lyiypthocyted | Live D3+
al: C0O4- , CDEy
Geometric Mean Perforin

LIDI_NS+PL_CO1_exp.fes _]1
i 292

264

52

240

234 210
138 R

Lymphocytes Live " CO3+
01: CO4- , CDay
Median p-ERK1_2

Lymphoeytes; Live; CO3+/ Q1°
CDq- ., {Da+

Perf 4

Freq. of Parent

350

41.3

38.2
168 35.8
451 348
37h 0.0
o9 §.23

o0 e FlowJo Tables: My FlowJo Analysis.wsp
Table Editor Edit gR O 2?2+
(o) S T R 1. Highlight statistics rows
@ bxpectedRange | NK Cells 2. Select visualize tab
Eomering 3. Click Heat Map
Col... Population Name
1 E Lymphocytes/Live/CD3+/Q1: CD4- , CDB+ ff Freq. of Parent CD8 %
2 E Lymphocytes/Live/CD3+/Q1: CD4- , CD8+ 1 Geometric Mean Comp-PE-A
3 E Lymphocytes/Live/CD3+/QL: CD4- , CD8+ 1f Median Comp-Ax488-A
4 E  Lymphocytes/Live [CD3+/Q1: CD4- , CD8+ /Perf+ J3 Freq. of Parent
a o —
= £ =
BEEI LR [WET -
DRIMEBRERRR
= o
==} /N
BR O+

Flowlo EXIE/EFMH
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RE LS RERRIE

A EREREE L ASEMERERIE !

1. £ Output BEAIA FHITVEE D BAEE “To File” N A BEEB/RELIERHERES Text file:
REO T FIR OB R EAVE S CSV ~ Excel - HTML 1 SQL files -

2. EEHTWENM (W : Desktop) - #%E “Save” -

3. ZiE “Create Table” 71 -

Table Editor ~ Edit Visualize s8R O ? 4+
+ [T . 5osicTutorial Data - @ &4 7o Fite - |

= Iterat Sample + | Text

AR by ‘— Create
— ‘ Table I Destination: ||_ ...5{timq/Desktop/Table
Tables \ q Lelileulils

e 1. Select To File from drop down : -

ol... opulation 0 o er jame

2. Click and select save location

1 & Lymphocytes/Live/CD3+/Q1: CD4- , CD8+ 3. Click Create Table CDB%

2 E Lymphocytes/Live/CD3+/Q1: CD4- , CD8+ hl Ceometric Mean Comp-PE-A

3 £ Lymphocytes/Live/CD3+/Q1: CD4- , CD8+ m Median Comp-Ax488-A

4 T Lymphocytes/Live/CD3+/Q1: CD4- , CD8+/Perf+ m Freq. of Parent

BRyEFAEMEREL  REANARTEET oI EEE Table AEIE - B EEEM
2, (¥ : Excel) - S#E L Heat map - BIZE#% Heat map table #7574 HTML file - BREX

B ol e E 2 EEREH Heat map -

FlowJo B AR /EE M 2 BD o1
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£ FlowJo workspace A #RAET DM EIBRBE - L FIERBRMES -

ek
it
AE

E R

=

Workspace (WSP) : @ ZF 0 KRR RGIEZENRR - SFRRLRETRY WSP ERE - 7t

TR IR ARE = E AWK workspace RE - BEERAERILSBRER - M2

U

BAGAE RIS E =2 E A workspace -

d

Archived Cytometry Standard (ACS) : R E2MEARRIGIERNBREE

H

th -
Workspace Template (WSPT) : RREGE2H - ARBELXER - A EAEREA

HihBRS  BEABDREBNOOITSHE—BM -

HEEE) #1F Worspace (.wsp) 1E3E

1. #£ workspace ribbon — File tab — Document band 3252 “Save As” -

2. #IE “Save as Workspace (WSP)" - BIAERXZTEEIE “Save” -

=z " JiHELEEL®
Flowjo Bt workspace  Tools  Configure A2 Save J"S'IMV' FlowJo Analysis.wsp I
1 H € =
= MG | +7 = Q 2 Deskaon B
Print.. Save Open Revert  Export/Concatenate  Apply Find  FCS - .
~ ~ Template Scan FAVORITES = 17-A 2 ayout. pd -
= B .
- v -
|| Save as Workspace (WSP) 1. Click Save As DEVICES . Aug 20 5-Sep- 201?
Group | Macintosh HD ] - et
73 All Samplas 5] Save As Workspace to Flawjo Envoy (WsP) | VA% SelectSave as Workspace (WSP)  [ES9. Mobieackups | B 3 E"tera LT .
~ {7} Basic Tutorial § [ save as archive €S Test ‘D.na-? . Appl\camns 4. Click Save '. "7 /
w £ Lymphocytes d ™ cc ” ep-2 spt
- G5 Live [ Export as Template (WSPT) | Data-6 ) X . Basic Tut...| Rewrite
w @cD3+ | | Data-5 : Clean2
» @D 01: @ 3 Excport to Excel (451 Data-d onc: )11¢ C i
L Geol pFES ‘ @ Creative ...ived) (1) ) )
¥ Median : [omp quss A (p-ERKI_ 21 | Data-3 @ Creative ... mail.com) concat_1_LD2.fcs
@ Perf+ | Data-2 a o [ FlowJo_Web_files
€D Q2: €D4+ , CDB+ Dat i@ Creative ...(unknown)
a . v
= ' Cytoscape...iguration
Name Statistic #Cells - V‘k pe-19 GeqZip
- » LO1_NS+NS_ADL_expfcs 250342 Desl lup F My Cytome
] - LD _NS4+PI_CO1_exp.fes 220535 &1 Documents 2 My Cytome
w @) Llymphocytes 89.3 204931 & Downloads “ '8
« @ Live 97.2 199152 B Dropbox L) ! § 9
w &3 CD3+ 79.1 157522 ,,__F:" e e & My Flowjo Analysis.wsp
w % QL CD4-, CD8+ 19.1 30077
¥, Median : Comp-Ax488-A (p-ERK1 2) 550
D Perf+ 21.9 6536
&) Q2 CD4+ , CD&+ 030 1411
w @7 Q3 CD4+ , CD&- 78.0 122866
T Geomatric Maan : Comp-PE-A (Parforin! 1.3
) Q4: CD4-, CD8- 200 3149
p LDLPI+NS_BOL exp.fcs 262774
p LDLPI+PLDO1_exp.fes 244977
B LDZ_N5+N5_ADZ_expfcs 330780
b LD2_NS+PI_CO2_exp.fcs 286306
» LD2_PI+NS_BO2_exp.fcs 279202
p LD2_PI+PID02_exp.fes 275465

FlowJo B AR /EE M 2 BD =



EMBAARETER
AT EMER wsp file B -
RIETEWES

EFRERARE

HEFEGFAILE A workspace window « MR fEF AL MIBRRIA1E

Inl:l

EAI BN ERBE AR -

EENERK - WEHRBAREER -

- M#E workspace P AZERI A LIRA B Y5 -

EEMEAN - RUIEER wsp file 5 -

#1312 “Search for FCS files" -

RRREERFOREIN/BE

REFTORWENNERZROE - BZRHRGE

[RIGTEZRE

Z - wsp file B E£E

o

BHEESHEMREHRRA

g - BN EL® - diHNAEL®
“ =
Flowjo  Fle  Edit  Workspace  Tools  Configure N 2?0 Flowlo ~ File  Edit  Workspace  Tools  Configure RO 2?5
.| NewWorkspace ] Table Editor t /" Annotate Experiment... i NewWorkspace  [=| Table Editor t #" Annotate Experiment...
A Add samples... v [, Layour Editor + [31 Plate Editor . ? Alj Add Samples... ~ [ Layout Editor + 12 Plate Editor . ?
Add
. Elol Hel
{#} Create Group... () preferences... | Kevword Bloloqv Help {+] Create Group.. () Preferences... | eyword ogv vp
Navigate Experiment Navigate Experiment |
Group Size Role Group Size  Role
{7} All Samples 8 Test {71Al @ Notification Test
w {7} Basic Tutorial Data & Test w {i}Ba Test
w (2 Lymphocytes ~ = 8 samples were reconnected
w G Live ] 4'-
w @ CD3+ I recunnect data, right-click on sample quallty ~
v @aL |
£G .
5 na " amn- A - 3 —
Name J Statistic | #Cells | _ Name Statistic #Cells |
}{‘ k1INl NELNS AT awnfrc 250342 p LD _expf - 250342
# Search for FCS flles 229585 p LD1_NS+PI_CO1_expfes 229585
o 262774 p LD1_PI+NS_BO1_exp.fcs 262774
x Tr.‘werse qul d\reclunes ar se.\rch a:ross the nelwork to find a filtered list of FCS files. 244977 p LDL_PI+PI_DOL_exp.fcs 244977
x ' LDZ NS+N5 ADZ _exp.fcs 330780 p LD2_NS+NS_AOZ_expfcs 330780
|| p LDZ_NS+PI_COZ_exp.fecs 286306 p LD2_NS+PI_CO2_expfcs 286306
X | p LD2_PI+NS_BO2_ exp.fcs 279202 p LD2_PI+NS_BOZ_exp.fcs 279202
X | p LD2_PI+PI_D02_exp.fes 275465 p LD2_PI+PI_D02_exp.fcs 275465

MRFENE

ABAER 2 workspace -

[ @ searching for missing Fcs files: 100%

7% archive (ACS) file TJLUB RIER AR ANRIGIEZE

U ABEBENH

FlowJo EAE(FFH
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RS E A Flowlo D e L BB ER G AL HFANBEERAZ—EE5EE - &
RENX BEERBBEENDITEES - ILHEFMMERE Flowlo &EARNINEEMRAR DTS
)%+ T FlowJo AR ZBANINBEEART BFERER - DUN S ERLIRERMPROINEE
B8 (Compensation)

RIE chromophore HEBELEFAENEE  BEERF ANVEE SEANEEEHN
EEEMIENN - SESEN EEENB SRS -

RS E S22 (Derived Parameters)

RRHESRRE—REMNZENSE  SEMFNENSH I ZRBENHEANAEAS - 1§

LI EF3RE - Derived Parameters—Supports the creation of new parameters

through the algebraic combination of others, including a wide variety of functions
and formula structures, analogous to computed columns in a spreadsheet.

ENHE S (Kinetic Analysis)

oA BZARE SRR - EARRSERAISREIFE - tbfl - EXWENREEZEH -
THRETA DT

#MpaEEA 4 (Cell Cycle Analysis)

e (%0 : 7AAD - P1 - DAPI &) =AI4HMRA DNA #2£ - B4 H FlowJo B8IET&EAE

Ape B ER RV AR A EC I -

125EAKEE (Proliferation Studies)

HETARERNE - WM CFSE SUE B ARE S ST A AFAVIZIEMOR -

FlowJo B AR /EE M 2 BD >4



f24 (Dimensionality Reduction)
A F t-Distributed Stochastic Neighbor Embedding (t-SNE) JE&)% - £ _#EEPE

FESEENSBEE -

HhEBB R EH
EmEH : https://www.flowjo.com/solutions/flowjo

CELENEEE AT ; http://docs.flowjo.com/d2

ot

Flow University # _EFI4R : https://www.flowjo.com/learn/flowjo-university

BT IE : https://www.flowjo.com/support
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