FACSMelody AR 77 E & RIFAE

Check Fludics TEFR T
1. 1&52 Sheath Tank & E M FACSheath Buffer (#i#0/\ 7/ &R)
2. 52 Waste Tank =8 2R « WEE 1L Z2HK

BRI ZRERE - MEBPBERA - KRB SRRRENRE

Air Compressor Water Bath  Waste Tank Sheath Tank

Start Up System {3 23 G 14

1. RN K ZE g B4 (FHREE N &S A% ) - E A windows 7THE - FARX Tera Term 23
2. FRY FACSMelody %2878 - 75 Tera Term FERZELR T - EHE7R End of DataAcqBootUp
3. BB FACSChorus XA - SR AE A Z IR5% K2 HE

4. 1% FACSChorus EREE & 4% 5%, 1] Cytometer Connection #E7~ Connected
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Fluidics Startup &7t EXED

€ FluidicsStartup @) Cleaning @) SortNozzle @) Cytometer Setup (CS&T) @ Drop Delay

1. 8117 @ Fluidics Startup : #11T [Run Daily Fluidics Startup|

Cytometer Connection Sheath Tank Waste Tank
o Connected o 5 hr 10 min remaining o Ok
Last Shutdown: 08/24/2016 11:54 PM Type: Daily

Last Fluidics Startup: 08/25/2016 1:59 PM Type: Daily

Run Daily Fluidics Startup Run Extended Fluidics Startup ‘ ‘ Skip ‘

Cleaning ;&%

€ FluidicsStartup @) Cleaning @) SortNozzle @) Cytometer Setup (CS&T) () Drop Delay

2. @ Cleaning : % 28 L —NIfEAE - 51T Flow Cell Clean| - & RIIFA B

Select the cleaning that you want to run.

Prepare for Aseptic Sort Flow Cell Clean
Cleans the sheath and sample paths with bleach, Cleans the sample path and fills the flow cell
DI water, and ethanol. with Dl water. Run this procedure when poor

optical performance indicates that additional
cleaning is needed.

Last Run: N/A Last Run: 08/22/2016 7:44 PM ‘ Skip ‘

& BD



Sort Nozzle 7 iENENE

€ FluidicsStartup @) Cleaning @) SortNozzle @) Cytometer Setup (CS&T) @) Drop Delay

1. ®Sort Nozzle :

No. Description
@ 1 Nozzle holder with closed loop nozzle
vefiection [N 2 Flow cell
Plates
3 Forward scatter detector with neutral density
filter
4 Nozzle holder
5 Sort block

2. 1% Closed Loop Nozzle #[& - LA Closed Loop Nozzle Holder i #& 100um nozzle FAZE Flow cell N 75

*EB . FFECECH 3 I E Closed Loop Nozzle & 100um Nozzle » ;¥ E FHSAIE Oring 268 ME - &
A8 0oring AR - BUAISHEIESE)

3. M EfmiM - B EfRiBARAD - AR R D RERAS SR - o2/ ddH20 570 K A EUE AR EA

¥
W
O



4 BRBTIZ N5 Stream - HERY Stream REBRELF (W 1) - EXEATLFH (W 2.3) - FHAUF AR EELER
g8 N3

& Connected

@ Sheath
13h 40m

@ Waste
A System >

1 Stream
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5. E8_I= Sort Block Door - 24E2 - BJFARL Stream

6. BERD Stream BEEABRRED - ERBUPLMIEEARRE(TE 2 ZASERER) P - o LIF
F7NAEIEF#% Sort Block Z2A Z sl (N E 1 Z A BEIEATE/R)ERE - KU EHRFREIJER

= 1. = 2.

== Og

Cytometer Setup (CS&T) a8 QC
€@ FluidicsStartup @) Cleaning @) SortNozzle @ Cytometer Setup (CS&T) (@) Drop Delay

1. @ Cytometer Setup (CS&T) : IR EIBEIRIE - BHE

Drop Delay 73'# QC
€ FluidicsStartup @) Cleaning @) SortNozzle @ Cytometer Setup (CS&T) @) Drop Delay

1. ® Drop Delay : J¥_E Accudrop Beads + 500ul PBS + 1 drop Accudrop beads

& BD



W ELER5ERL - B0l AB R ERD

Design Experiment %51 2 5
€) DesignExperiment @) ViewData @) SetUpSort @ Sort @ ViewReports

a

1. © Design Experiment : 2% Design Experiment #1TE R E

2. 253 New Experiment] B ITHTAVE R

EXPERIMENTS

* Nuw Eageriniamt e . Q T m m =
. e n .o 20+ Memsperonee 14208 3iteres
Narvre Flowr Gctwonat £ Labebe His Data Idex Savn Cruated 8y Last Madhed
¢ (VG PE-Cvs (VG PECFSS (VG PE IYGL PerC P FOTC, ARGy 2 AR v P e ey 227

=
F Experanent PECy

RNBRG ~ ERORENEERFZSE - oli§ CD marker 3% Protein ZHEBEAE

3. REEREBE  ER
Label {1 #&

B EXPERIMENT INFORMATION
Use as Experiment Template

TREG

TREG Experiment

Sample Temperature: Off v

& BD



Fluorochromes Labels

+ : PE-Cy7

PerCP PerCP-Cy5-5 PerCP* o

O

+ | I BV510 V500

CD25

APC-Cy7 APC-H7

View Data 1R 211%

o Design Experiment e View Data e Set Up Sort o Sort e View Reports

1. @ View Data : 2% View Data

I

2. B MmN E L& - 5L Acquisition Dashboard 23 |Load Sample| » FHZEEE = R R

=

3. MA Xy B 2 i AL & B 1R KRB BB

4. FHE Gate RBEEZUE - FE Dot Plot FREIR Z Al iR E*

£ ACQUISITION DASHBOARD - SAMPLE RUNNING...

ts: 829,022 Recording Criteria: | 10,000 4 | population OFF| Lisht
© Unload " Pause FlowRate: (100 | § Procumet] Everts: 99:7i% v B Arsens . @  Start
Sample Sample = T Recordin,
.z P ent Rate; 3,500 Ela me: 00:04:26 o 10,000 . @) Asitation

& BD



B THRESHOLD AND SCATTER SETUP « ¥ Doublet Discrimination « Cellsize: 1-8microns ¥

B rvevens B rvevenss Scatter v B sscsinglets iia e
‘10: . R .« . b‘
250 oo 250
200 ; By 200
x 150 « 150
g g
7] £sc
1004 1004 SCEnghe
504 504
(5]
1 T T T T 0 7 T 7 7 7 T T T T T 0 e - r
o S0 100 150 200 25 0. % 100 150 200 250 O S0 100 150 200 250 o [ % w0 150 20f 200
FSC-H x10? FSC-A x10% S8SC-H x107 | 140080, 19304 FSC-H x107

5. IRFEBFAHERERBHEELEE - T Update Compensation| - BRI & A {#E % 561nm Yellow
Green Laser - #ll PE, PE %522l (PE-Texas, PE-Cy5, PE-Cy7..) B ERER TEBCHERAETHELHE
{& (update compensation) - ZAIEEIEE IS - B EH BD CompBeads REHEREm @ HEEN
e

) DATA SOURCES

Live Data Devents
ASC T-cell
06/10/2016 11:20:44 AM 2,954 events
ASCBcell
06/10/2016 11:17:06 AM 2,987 events

ASC T Cell Beell sort

06/10/2016 11:07:55 AM 10,000 events
T Cell Post Sort 2
06/0%9/2016 3:17:59 PM 1,642 events

( Update Compensation ) Export FCS File(s)

6. REESTH I BRER  BE



Select the fluorochromes that you want to update for this expariment

Cancel

7. 18 EE Ak mh R A0 SR BB I FFIZE Negative population/ Positve population BT - ST E I EE
Finished

&2 BD



Compensation Controls

Cancel

6. /X Acquisition Dashboard & Recording Criteria 58 & {7 LA Z #AE %] - 125 %E [Start Recording [4C 5% 73
BRI EE

Set Up Sort 7 iEERTE

o Design Experiment e View Data e Set Up Sort o Sort e View Reports

1. ®Set Up Sort : BHEE Set Up Sort + #HEA D ERTE

,
fi

2. BIBFEAZUES - Tube, Plate 5§ Slide | EIZUNES 25215 ;
&) 2 single cell (E2 3841 M)

EEDEET - Yield (BEX), purity (48

B COLLECTION SETUP

Format: Tube ¥
Volume 5.0mL v
Sort Mode Purity v

¥

BD



Tube

) SORT SETUP

Tube 1

Initial Buffer Volume: 1.00mL

Number of Events: 500000

Max: 1.008,000 events

050mL | &
ry
750000 | 4

Max: 1,152,000 events

Assign a sort population by clicking a tube and selecting the population that you want.

B rre:

BAWEENRNTRIEY buffer BBTE RIRHA D8 7 AAMEL -

D EZ ARG

Plate and Slide

@ cos:co1.

Population Hierarchy
. All Events
Scatter
B sscsinglets
[0 FsCsinglets
B co:-
. TRegs

@ cos:cp127+cp2s-




B SORT SETUP

Aawaet & soet popalation by clicking sy combinatons of welh and selecting the sooulation sod nermber ol veests That pou mant

Popalation M srchy
Satte

B csoe

e
.
90000 00000
9000 6000606
HAWEEARTRIE Y buffer ISEKFRIINEZAINE - DAIBMBLENEES - SHAMRMEIEERNRE
R iE 7 Ak

i

r&qm

* £ F Plate/Slide - ZB/NZE splash shield 52 Sort Block 77 - W7 24HE8 + ACDU Z£E =%l Sort Block I
7 - B0OJ 5 L Plate/Slide

B

Sort 73iE

o Design Experiment 0 View Data e Set Up Sort o Sort 9 View Reports

I

1. @Sort : EHEE Sort - EADELR

2. BDEWNESENERERES Z Tube Holder @ + Tube Holder RO HERE/KE 4545 EmE

Tube

&2 BD



No. Description
1 Adapter

2 Handle

3 Tube holder

Plate

Description

Locking lever

N :’,“:3 & & @\ s

Stage platform

96-well plate

Guiding pins

Slide

& BD



Description

1 Sort block

Slide

3 Slide holder

Guiding pin

5 Locking lever

Stage platform

3. ZMNEEEED - BITIZHE Resume Sample

 HHIBEEE |Load Sample

(IR BB

4. (Optional) Z4% [Start Recording

5. B8 [start Sort

6. M EMEE

703 Al R A B B R 0 2R AR AR

B ACQUISITION DASHEOARD - SAMPLE RUNNING...

© Unioas Fowhate: 100 | A t Recording Criteris: | 10,000 4 | popuiation: [ AnEvents o Strt . =
VR .
Sample Recording itatl
Event Rate: 2020 . — Agitation
[ SORT STATUS - SORTING.. Display Events | 100,000 : Retresh
- = B SORT POPULATION PLOTS
m St 1 Rt
e ol [ Fscsinglets B co- B Aevens
0¥ x10%
Sort Maode: Purity 250 . =0 e
Remaining Time: 145 minutes 3
20 cosr -
F st
Population: TRegs CD4-CD127+CD25- £”
< 1] H £ 10
Tar ! 500000 750000 2 2, 2
E = wy H
o 5 10
Sort Count: 846 846 B
Sor 85 as = n] =
%000 90.00 . = T T
o 1 o o aE R @ . e %
D4 AITC-A CO25 BY42 1A FSC-A e
. . Scatter B sscsingiets
L4 . *10 w1g?
. . 250 =0
. L] 0] »0
L] [ ]
= 150y z 150
. U E 556 Surmity E
L] L] w0 100
L] L]
a 50 >
5 e vk w2 a8 m om e
S8C-H w10? FSCH x10?



View Reports EiE 7 iEHR S
€ Design Experiment @) ViewData @) SetUpSort @) Sort @) View Reports

1.® View Report : 2428 View Report - ERE D ERE
2. O BENEEMKLL POF BRI T IS - #428 Export Report

Data Export 12 2

1. /X Data Resoruce /5 EBh%E

Export FCS Files| - #54% 28 H!

2. #% [CtrI+P| ET#% View Data BHJ Dot Plot ~ BE/E[E - 46T LAY PDF 1 -

E) DATA SOURCES

Live Data Oevents
ASC T-cell
06/10/2016 11:20:44 AM 2,954 events
ASCBcell
06/10/2016 11:17:06 AM 2,987 events

ASC T Cell Beell sort
06/10/2016 11:07:55 AM 10,000 events

T Cell Post Sort 2
06/09/2016 3:17:59 PM 1,642 events

Update Compensation Export FCS File(s)

Shutdown System B&#E7 12

1. Bk E View Data + 1L 3ml FACSRinse + 25% - AR BRI 100 B 10 £ 88
2. ([@ k) 72 _E 3ml FACSClean - LI& SR 100 2 10 2 5&

3. (B L) M £ 3ml ddH20 + DIE SRR 100 8 10 7 &

4. #4T Fludics shutdown

¥

BD



Cytometer

Start-up / Shutdown

System Start-up Daily Shutdown Long-Term Shutdown

Prepare instrument for sorting by Cleans the sample path and fills the flow Removes sheath fluid from the lines, fills

performing cytometer setup (c&T) and cell with DI water in preparation for the lines with 70% ethanol, and drains the

setting the drop delay. shutdown. flow cell. Run this procedure when
instrument will not be used for more than
two days.

CSAT Last Run: 08/01/2015 10 15AM

Drop Delay Last Run: 08/01/2015 10:15AM Last Run 08/01/2015 10-15AM Last Run 08/01/2015 10:15AM

5. BEREASEIET S5

. 25 |Daily Shutdown| - BRI/ 5T A 2 25 B 1

[e)]

7. B %IEHE  551% 100um Nozzle IHE S ddH20 ZEN - WEBEREEHEZE 1 nE - WHRBMARK
ZERKDIRE - ZAERTG I - JEEEER Oring ZFE18

AR RIBARIT S - R ddH20 3B%% - TR FEE MRz

o]

9. 1% Sheath tank ;8B - O X FHE] B FE:E Sheath Tank T2 BB - WiAF Sheath Tank EE&E )\ 0m

10. Waste tank s5 I A K - WAIA 1L ZRK

Troubleshooting:

FACSChorus Software Disconnected to FACSMelody

1. Caused by BD FACSChorus Instrument Service is Stop
Solutions: Follow up below procedure to start the BD FACSChorus Instrument Service

& BD



a. On the Desktop, type Services in the Search for Web and Windows field to locate the

Services app.

B e b 0= a8
Best match
. Services

“  Deskiop app
7_“ View local services

Apps

Configuration Manager
» Component Services
Sattings

& Setup a PIN 10sign in to your
organization’s apps and services

S8 My swff £ Web

n

& SQL Server 2014 Reporting Services

& Internet Information Services (11S) Manager

sevKes

E

b. Double-click the Services app as above.
C. Locate and click the BD FACSChorus Instrument Service.exe file.

2
-®
&
B
@

aQ

e G 8 I

Services
File Action View Melp
o) Mic2Hm renp
Services (Local) | < Ganiees (Lacal)
IDIA(MIMUMSM!

Stant the service

Name

% 43 15 65

i

&5

ActrveX Installer (AxlnstSVY)

y Adobe Acrobat Update Senice
w0 Allloyn Router Senace

App Readiness

s Apphcation Host Helper Service
5 Apphicaton Identty

Applicatson Information
Application Layer Gatewsy Service
Applicaton Management

L AppX Deployment Service (AppXSv(

ASPNET State Servce

s Auto Time Zone Updater
s Background Intelligent Transfer Service

Backgrownd Tasks Infrastructure Service

d. click Start the service as below.

Descnption
Provides Us

Adobe Acro..

Routes Alllo
Gets apps re

Provides ad..
Determmes .

Facilitates t

Provides su...

Processes in.

Provides inl...

Provides su
Automatica

Transfers fil..,

Wndows in
The Base F4

Status

Runneng

Running
Running

Running

Runming
Runnng

Runnng

Stantup Type
Manua!
Automatic
Menual (Tng.
Manual
Autematsc
Manual (Tng
Manusl (Tng.
Manua!
Manua!
Manual
Menus!
Dusabled
Autormatic (D,
Automatic

Leg On As
Local Syste,
Local Syste
Local Service
Local Syste.

Local Syste...
Local Sernce
Local Syste,

Local Service
Local Syste..
Lecal Syste..
Network 5

Lecsl Service
Local Syste...
Local Syste

Lecal Service

%
&/



 Services
File Action View Help

¢ MOdcasHm »enwn

2. Caused by Firewall in ON.

FACSChorus software can only connect to the FACSMelody instrument if all firewalls are
disabled in Windows10.

Solutions: Open the Windows Firewall setting and turn Windows firewall OFF.

& Windows Firewall

. =] x

4 P » ControlPasel + System and Security + Windows Fieewall v ® | SesrchContiel Panel P

Control PanalHome Help protea your PC with Windows Firewall
Windows Firewall can help prevent hackers or maliciows software from ganing access to your PC through the

Alow an app or feature. Internet of 8 network,
theough Windows Firewall

@ Change notifcation settings Update your Frewal settings
§ Tuen Windows Firewall on or ¥ % not using the ommmensed gl
off Iuttings ks protect your computer. Sirerec —
§ Restore delaurs Wit are the recommnded mm;&
§ Advanced setings
Troubbeshoot my network . ) Private networks Not connected
. Q Guest or public neworks Connected

Netacrks in pabhic places such as arports or coffee shops

Windows Frewall state: Off

Incoming connections: Block #l conmections 10 apps that are not on the list
of allowed apps

Actve pobbe etwerks: Neae

Notifscation state: Notity me when Windows Firewall blocks & new app

Secunty and Mantenance
Network and Sharing Center

3. Caused by Configurations files are damaged.
Solutions: Call BD service engineer (0800-737842) to restore configuration files.

& BD






