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E'}’%Elﬁﬁif%épﬁ%é‘mﬁ%@* [E?E\ﬂjﬁ » [I'#hi= Cytometer/Clean Modes/Clean Flow CeII..ﬁrF’J‘Z »
M5 3 mL FACSClean /& ik » |’ }‘Fﬁ]‘éﬁ?ﬁﬁaﬂfz{i_{{’%i,’ﬁﬁﬁ%ﬁé‘?j—ﬁiﬁ& o TIPS B
FACSClean &1k (] \?{&i;’héﬁgﬁé‘?_’*ﬁiﬁ R @[ Z)| v fluidics startup #5 fluidics
shutdown fer'J‘t °

De-Gas Flow Cell or Bubble Filter Purge &= iy BRIV

SRV (B SRR, Ao Y+ ST R R A A R < (]
(ol o AR R Sa P %?‘W?ma%ﬁjj HEF “QEEI?”BQQWW%@% FpY R Safi e HEGI
SR CV Pt IR s 2 - £ R e fl"ﬁ (£

fi" ¥~ Cytometer > Cleaning Modes > De-gas Flow CeII..fer’jt o

f"#h= Cytometer > Cleaning Modes > Bubble Filter Purge..fer'J": o

Priming ?@?%ﬁﬁiﬁ*ﬁ'f
PRI I T e R (T o YRR SR F%’Tﬁ*] IR EER o RO
PRI 59 o

fi"#hi7 Cytometer > Cleaning Modes > Prime After Tank Refill..ﬁrﬂ‘t o M FEL %&Elffé*é#ﬁéﬁ
2 » S AT OK -

I RPA = (Long Clean)

fj™'] Long Clean e i* &R Bedi | [HIpVBRIE & - I [kt i v FACSClean » I |
H el ERUESER T o 9 RUR R EAY FACS shutdown fﬁﬁﬁ . ;ﬂf@%@;ﬁ;@ﬁ 75 55K o
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i Ty FIgRbH
BT

BD FACS 7-color setup Tod = Cat. No. 335775
beads

Rainbow fluorescent = I Cat. No. 556288
particles

Nile Red fluorescent particle |83~ Cat. No. 347240
R AR

BD FACSFlow sheath fluid |13~ Cat. No. 342003
BD FACS cleaning solution |}&3 = Cat. No. 340345
BD FACS shutdown solution* {2 i+ Cat. No. 334224
House hold bleach for waste

Ef E'J;%‘%ﬁf : 5mL polystyrene test tubes (BD Falcon™)

uncapped, 125 per bag H%iﬁ BD Cat. No. 352052
capped, 125 per bag i BD Cat. No. 352054
capped, 25 per bag i BD Cat. No. 352058
with cell-strainer cap ifilfi BD Cat. No. 352235

*BD FACS shutdown solution

i E 10 R R L P A

20




3 Eﬁ'[ . %%EF%E{ Surface Markers

A SRS T LS TR ST BRI B Eir%.t*'ffv (EEEA T
BV S A PO TR AR P R ERA AT TR A
fet] f@%‘fﬁl’i‘%f’?f@ 2 l'“'r%fﬁl' © Al R ]'“‘r%fg[' B D IIERA B [0 F RSP EIRE 53 )
S

Start Up Parform Optimize Record Analyze Shut Down
System [ oo ™ Settings ™ pata [ Data [ ™ Systam

AR EERI] BE R PHOR R R
SEF S AP B B R 60 (R

fré#as ™ BD FACSDiviafi fl
¥ri—~ ¥k Experiment
ik YR

F%%Global Sheet&Vii
Aot [ A M R R

i
ISR R

BD FACSCanto Il ##/ 56 7"F 21



FapR ) fediSurface Markers &= 5 A EL ] » R A" Cytometer Setting (i
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5 fift— i Folder » il |yrr BB o vl Ae) - IRERIER Folder f815E -

[¥ Browser

TR ICIGE

6 ik 4~ {i Experiment » “) 1#‘;&%!‘“ farigTAY Folder » SR &Eﬂ]ﬁ& Experiment 1£/3E « #Y @ﬁ%}f*]%ﬂ%‘
“Experiment>>New Experiment” <& o =07 Y T Experiment templates | #1325 T Blank

Experiment with Sample Tube | -
Experiment  Populations  Work

[E4 Mew Folder

¥ Experiment Templates

General l QC] ‘g]
Maime 1 Date ] Mate: Blank Experimert with =
Elank Experiment
2Colars_demol 11726006 517 PM
6 color cocktails 1172606 6:12 PM
Accudrop Drop Delay GM304 2:35 PM
Flank Expetimert with Sarnple Tube 1211905 4:50 P
Dioublet Discriminstion Gating 120904 4:40 PM
Gz Experiment 10024004 11:29 AWM
Mame: Lk Expetiment with Sample Tube Copies: ]_1::i_i-_]

7 e - s FACSDlvaBT«FE‘ HREPUcl €78 - 1 g € - BT RE T Blank Experiment with..” k&
ek i%ﬁ [ Bt 15 Pop-up Menu El ‘/”H“ » R laﬁ?“ "2-color exp™% » H Enter i £ FTH VR ERAH R -
 Sambd 129006 93629 |

LU Tube_om

B—@ Shared View

Delete

Duplicate Wyithouk Daka

8 ” Blank Experiment with Sample Tube” fi{7zt | F ~ Specimen_001 » {[i i H‘%ﬁ&*Hli‘“J Specimen - %T
Bl Specimen fIEEFIET LV -
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EI% Sample
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fioParameters”F 1“1« M [T ¥ Parameters I o 2 [ LR[OG 25 17 5 7. % PerCP-Cy5-5> PE-Cy7 >
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Inspector - Cytometer Settings &|

 Cytometer Settings |
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. ApC 497 FIFICI
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Add ] [ Celete l

3.4 F’%‘% Global Sheet JE2VET 4
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o Iif ‘@*E‘ﬁwﬁ?ﬁg%ﬁf
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L1 BT IS o S Oytometer” AR f (W1 1 R - BB > el
B2l (B e “Tube 0017

L2 F IS EVR - 187 Basic Controls™ IjifBufio” Acquire” 5 14 PRI 4R B AR
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1B

ﬁ
-

13 {18t “Basic Controls “ﬁiﬁﬁkﬂfm Acquire & ° ﬁ%llﬂﬁ » HIE: "Instrument” ;,ﬁylgi“ff[lﬁff’ Threshold” FIfr e -3
- : 1o WO LT EES I R ST 5 -

Cytometer. - FACSCantoll (1) _ Unstained Cortrol

£ g
[ ]
Skatus Parameters = o
Threshold I Laser Compensation Ratio =
T a2 F1
(=) or () And [She
o =
(=
Paramneter Yalue -
r FSC [ 5,000 (5] ~ o I )
i Hi" -ﬁ:‘fﬁ- -
||||||||||||||||||||||||||
A0 100 1450 200 240
FSC-H {x 1,000}

L AT R

14 7 Global Sheetl (=il |-+ % %[5l 7 &' » 207 FSC-Avs SSC-A [l gl T 15k | ) » 7 TP1
R L e R e e b KL S a1 e
o A S

]
o

S _t*%' } EEI — Specirmen_001-Tube_001

_|Polygon Gate |

ul

= m

r
]

(¥ 1,000)
o 2%

il

S5C-A
01 150

a0
N R

TTTT T I T T[T T IT[TTT T TTTT]T
50 00 150 00 350
Foio-p e 11,0007

26



15 fF[= “Shift” & E'J?F’Qiﬁﬁ@ AT ’ngrﬁrgﬁﬁl o k ig’EgF,%ﬁEFfEﬁﬁ FlE - [ﬁﬁ%\'ﬁ& » R Show
Population ” FAH/':J s B EE “Pl i/[lu%.*ﬂ - 16 ) Ffr? [ 1pafET Fﬁpiﬁg? P1 15 I“Eanlg‘ng

5.
] Shows Population Hierarchy  Chrl+G
ua
- Creake Statistics View Ckrl+R,
All Events Show Populations

Scale bo Population

RITEA A TR
(i A RIS B o ST Cytometer” IS T RHTIVTENSH) Voltage + IS F 1L
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20 [&+ ' I E 5 F 2] FACSDiva g’f{’ﬁg = F RSN S04 1T - Eﬁﬁi Experiment > Compensation Setup > Create
Compensation Controls -

21 7t FEF “Include separate unstained control tube/well” fjij ™ 7 2 ZAE=E BLEZETY » jﬂ’f}{;“]’j\’ﬁ:ﬁﬁ;ljﬁxj{dﬂj'ﬁiﬁ i OK gt
Compensation Controls -

¥ Create Compensation Controls

Tubes Flate

Include separate unstained control tubefuwell

Fluorophore Label

* FITC (Generic

r FE Generic

* PerCP (Generic

" APC aEneric

PR

22 (it unstained control it .0/ FﬁJﬁEllﬁlﬂﬁfIIﬁnﬁ“l [B - 2 unstained control FHUEF sample B

23 #i1%< Normal Workshhet Hln\Elﬁwﬁ‘Fer* (== FJ R ﬁﬁ,?ﬁﬁﬁgj@ [%E?%Eﬁf%i{go
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27 i single stained control T P2 ARt IR YR SEHFESE P2 A I A TR -
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.
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¥l BD FACSDiva Software
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Export ]

Log Cut
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25 #i7 Excel - A=V E >> Microsoft Excel -

Microsoft Excel
MicrosottOutlook
Microsoft PowerPodnt
Microsnft Word

% Fahoo! 3 EEMesmng] ) Scanalytics
| |7 Norton AntiVirus
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A _ E 5 D E F G
1 |Ex§erimenﬂ$pecimen I Tube NameEecord Date FOP Pl #EventsFl %Paren
2 |Experimen'® color Lnl Tube 001 | 19704171 00:00 1941 194
3 |Experimen'® color Lnl Tube 002 | 19704171 00:00 2228 223
4 |Experimen'® color Lnl Tube 003 | 19704171 00:00 2418 242
5 |Experimen® color Lol Tube_004 | 19704171 00:00 2289 229
A
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PSR-~ HYEIERA R (PMTs JjneE 4-2 #1513 ()

W 28
fe2 P |

1w Viability

I
Mitochondrial
s

AV pH

P S5

H202 sensitive

0O2- radical sensitive
Esterase sensitive

Bk ZUH]
Fluorescein, FITC
Phycoerythrin-R, PE
Peridinin-chlorophyll,
PerCP
PerCP-Cy5.5
Cy-Chrome
PE-Texas Red
PE-Cy5
PE-Cy7
Allophycocyanine
APC-Cy7
Ethidium Bromide
Propidium lodide
Acridine Orange

Thiazole Orange
Propidium lodide
YOPRO-1
Acridine Orange
7-AAD

DiO-C6 (3)
Rhodamine 123

BCECF-AM
SNARF1-AM
Fluo4-AM
Calcium Green-1
Fura Red

Dihydrorhodamine 123

DCFH-DA
Hydroethidine
Fluorescein -DA

AR (nm)

490
495
490

490
495
495
495
490
650
650

510 (+ds DNA)
536 (+ds DNA)

480 (+ DNA)

440-70 (+ RNA)

509 (+ RNA)
536
480
480
488
485
485

488
514
488
488
488
505
505
505
495

PR (nm)
520 (Blue E)
578 (Blue D)
677 (Blue B)

(Blue B)
670 (Blue B)
620 (B or D)
670 (Blue B)
781 (Blue A)
660 (Red C)
781 (Red A)
595 (Blue D)
623 (B or D)
520 (Blue E)
650 (Blue B)
533 (Blue E)
623(B or D)
515 (Blue E)
520 (Blue E)
670 (Blue B)
510 (Blue E)
546 (Blue E)

Ratio 520/620
Ratio 587/640
528 (Blue E)
530 (Blue E)
660 (Blue B)
534 (Blue E)
535 (Blue E)
600 (Blue D)
525 (Blue E)
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&= -~ Optical Configurations

et i) Tk Hi L o]
(nm) (mwW)
Coherent® Sapphire™ 488 (i) FITC, PE, PE-Texas Red,
[l PerCP, PerCP-Cy5.5,
PE-Cy7, PI

JDS Uniphase™ HeNe 633 (77€1) APC, APC-Cy7

(SGTEs

Point Source iFlex2000 405 (Z7) Pacific Blue, AmCyan

EHA S REANRA (W 422 )

PMT LP Filter BP or LP Filters Fluorochromes
Position (nm) (nm)

488 Laser Blue A: 735 780/60 PE-Cy7
Blue B: 655 670LP PerCP,

PerCP-Cy5.5

Blue C: 610 Blank filter N.A
Blue D: 556 585/42 PE
Blue E: 502 530/30 FITC
Blue F: Blank filter 488/10 SSC

633 Laser Red A: 735 780/60 APC-Cy7
Red B: 685 Blank filter N.A
Red C: Blank filter 660/20 APC

405 Laser Viiolet A: 502 510/50 AmCyan
Violet B: Blank filter 450/50 Pacific blue

BD FACSCanto Il %/’Eﬁ?’@%ﬁ
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BT HB R (W 53 )

PMT LP Filter BP or LP Filters Fluorochromes
Position (nm) (nm)

488 Laser Blue A: 735 780/60 PE-Cy7
Blue B: 655 670LP PerCP,

PerCP-Cy5.5

Blue C: 610 616/23 PE-Texas Red
Blue D: 556 585/42 PE
Blue E: 502 530/30 FITC
Blue F: Blank filter 488/10 SSC

633 Laser Red A: 735 780/60 APC-Cy7
Red B: 685 712/21 Alexa Fluor-700
Red C: Blank filter 660/20 APC
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