H K 18 1 -3 7 -
e DT Ve e i
BMBEE EEEH 3 FluorescenceFilterSets 14

REEFTABE My Functions 4 h?r:i BEEE Combine 15
e & Rt & o
ﬁé’ETElSnapshot _________________________________ B e o

@E?JTEIE&&%&EJZHE
- Multi Position

BEZEmR Z-Stack 9
ZE&E EFl Processing 10
,Elaf%,%%fT 11



1E 3T EAEE Olympus BX63

BA H& IE L

@ &
|
| ® BRI
| AT RERABE A - AZEBEHE -
@ BEFEA
@ mAF# | REAXYH SRR
® CBH FafyE 2l
® TPC f@#EmEiR

EREAGE £ iR — TR
= [ #E/R Start Operation

@ BARk cellSens ¥k ps
MR A LATRETRE ‘

B
Yl\/I2017/Reset Current Layout




Microscope Control z

- ” I o Objectives (UPLSAPO 4x / 0.16) -

> ERUEEER

[y L

L ! [[125% || 2x |[ 4x ][ 1ox ]| 20x |
.  BHAIELIE 4x B
< . : T, T2 1A 100x AHiE |
{j xpen.../(ﬂ roce... N @ Micro... iAJUSt..:/ Shittars =
Transmitted ﬁj%%
> BRER B0
Observatibn Methods -
EXC|tat|on chhromatlc Em|SS|on 5
— DAPI 89402 391/32 410-458 418-450 DAPI, Hoechst, etc. Stage Control 2
ET ~Multi o A &5 BX3 XY Stage
GFP 475  LEDset 479/33 497-540 505530 SO0 [oEa,
, etc.
ZLBENE
TRITC 525 ispms — 554/24 570-615 577610  ASA0/5/568,
sRed, Cy3, PI, etc.
N Y }El
/H\fﬂi v
QY5 630 BRI 638/31 655-730 663725  Cy5, Alexab33, etc.
F|TC X: -9144.8 pm =
" 475  UFBW  BP460-495 DMS505 BASTOIF  SCFP, eYFP, v ey
long Alexa488, etc.
Alexa594, DsRed, [ s H rren l
mCherry 575 U-FYw BP545-585 DM595 BAG6OOIF  Texas Red, Cy3.5, £ o
etc. < BX3Z Axis
PR p——— . . z: 13305.5um | . |8
PO = AR BERRIEHE Picro Sirius red
BF - A B > BB AR - B
DIC - TN BATHEVE o : 5.
7 BEH > BIR—RK | Swop || Limis. |
ReturnB BI{E [R A &




RERIDBENZ My Functions

My Functions 1: ¥M

- ‘ X Close All

2 Black Balance

1 2
5 3 Multi Channel
B Multichannel
4 Channels
4 ﬁ Channels Combine Channel... 6
5 RGB Color
5 | W RGeColor | s 6 Combine
’ Burn In Info ] 8 Channel.s
9 £= Z-Slices EFI Processing... ‘ 10 7 Scale Bar
11 | 14 sevens. 8 Burn In Info

9 Z-Slices

Macro Manager

11 Save As---

E
White Balance =EZ 5

10 EFI Processing..

RGB

REE
BEEG

LGNS

SRR

#¥FA Z-Stack

EFl &[&

AIFHIE

Fﬂ

1 BF ¥BRRIEAER

BN EERFEE S
FiEBese—lilEs — KT8
AIEMA ! B Reset

FONILIE A % 2 I [ 1
RSt vsiRITE - BFRERG

Separate Multi-channel [& F#£ >
kR 10-bit KBS EIRE

i IR B B 8B 24-bit X QB

2EEGRR 24-bit EAETE
wF R 7t I

VP G5

ZR | EEREXBKR !
Eooi B EE N EEEAN

1 Z-Stack &Ik RERE 7 EiE

1§ Z-Stack GG Z B& &K —
IRAE(REEEE SR

B tif 5 .vsi



¥

\\I/

17 B A R —

> A ERE (24-bit)
RGB color image

@equm_ﬁf ’x ™\

My Functions 1: YM -
1 YM - 55 @

- ‘ xf.".lcuseﬁ«ll ‘

M Multichannel

ﬁ Channels Combine Channel...
[ | Scale Bar I
. RGE Color
BurnInInfo

H Save As_.

Macro Manager

i

@ /K B B

> IKFEEFE (10-bit)

Fluorescence snapshot or
Multi-Channel Images

i)

—>[Save As] .vsi

EETFREE

H B ]’r::r::ess_lldﬁ.wi

&1 YM

My Functions 1: ¥YM

e

-

111

}( Close All

W Wultichannel

» Channels:

ﬁ’ Channels

B RGB Color

Mac—ro Manager kS

Combine Channel

4B & channel B3 &4 58

__________________________________________

' » RGB color:
 KEIRSE R B ERE (24-bit) °

__________________________________________

=l Scale Bar

Burn In Info

II[ [

FIF RIS 21
v A[{EA Viewer = RAiZH &Y tif

v 2 fEHChannelstft » B2 3!

RGB color# ¥ G E1EF tif



I N

B Rk A R R 2 R —

Camers Conrol ? f CameraControl 7|
S4B 4R O A AF- | mo B M6 3 [ ar- | m B B
i @ i (O
e aEs (BF, DIC SU&k) | H les
/e snapshot Live Snapshot

E f% —F %ﬁ' 5= jﬁ i‘iﬂy 7\% Ef, [ [Movie recording [T1Movie recording o

Exposure: 1 ms \ Exposure: 121.1 ms

R YR © Manval T B3 | ) Manual

) Autormatic [sa © Avtomatic B EIFEIE | []srL

gh | =
@(ﬁﬁ Live EI:I H%}E% 1 ms B (211ms [ > @« .-
[Ctr[ + H] ﬂf}]}fﬂ\ti@ #E/—_J—\Eﬁﬂjﬂfﬁﬁ Exposure time: 5% <& 5% 716 5 5] Region: g@]/ﬂ]ﬁ%@@ﬁﬁy
(] (=]1(=] 3EE& full image [553]

EBEBRCEREL Sensitvity: S BRI Sensitvity: 5 TREE

[15[] 200 v] #255& 1SO 200 = 1SO 400

[RI56] AT £ Automatic BENIRL 5% 1S0 200 = ISO 400 Exposure compensation: 5 7173 {5

(Bt ] 2% Manual FEIRL - 0 -]
DB E & e YR Yo & Resolution: 1360 x 1024 ' Resolution: 1360 x 1024
RERER | Live/movie; TR FF = 2=
H/RYHRT f o D SISTEBRALI60 x 1024 BEBRALI60 X 1024
Snapshot/Process: B E X Snapshot/Process: 11 iR [55E& 22
A4 - AR B IR IR 2551360 x 1024 @#A1360 x 1024
AR BOUIRIR (BT Reset) | [3] Deene

Il A5 B LA B
SFL: EHMMIES, - BEBBEARHLL
Snapshot 5 A o B BB ST BRELE

Save As BIFHE



3.

o ———————————— - —

Iﬁﬂ\\?ﬂaiéﬂ%?Eﬁﬁﬁﬁiﬂé

. BRBEAE T A3 A Process Manager 3£

. E1E Multi Channel Thge

Add Channel T 1I5% B 5% E 22 10 AU B X
4. Live FAEIFREH> Read Settmgs

_________________________________________

1918 Channel 4 BIIE% 7 B S RS RS

¢+ ZAE Channel 225 EARZ focus :
(1) {& Channel BitA

(2) FAE 7 focus = Read Z-offset

(3) 2 BIEEEE Channel i Z focus

_________________________________________

(4) PARIEBHER M Use Z-offset

1efx EERYEE—

&) % £t 5 )t 1 IR
Multi Channel

> TOJFEBE Multi-Position = Z-stackfsE

[ ————

Process Manager

2 Live =2 =]

s [ IE

Camera: DP72
Resolution: 1360 x 1024
HDR: Disabled
Experiment name:

Experiment

@ Automatic Processes
(") Manual Processes

Add Chanmel [

X<

5
[V] Leguire
Exposzure Time 200 ms
Sensitivity [80Z00
Zroffzset reference | 0.0 pm
Cuztom Grayscale | off

= [JFTIC
Leguire
Exposzure Time 200 ms
Benaitivity 120400
Froffmt +0.4 pim
Custom Grayerale | off
Elce] prjl
Avguire
Exposure Time 50 me
Henstivity 130200
Zroffmt +0.4 wm

Custom Grayerale | off

@ Autn Exposure | -

l
@ Read Seftings |
B Read Z-Offset |
[ Use Z-Offzet
["]Z before channel

N e s e

n lj Experi. /lﬂ Proce.../{l Micro‘../('.l Adjust...//
S ———




Process Manage

) 40 % B B Hﬁfﬁ =

Multi Position ST

[y

e A AR OIS R (— AR BB EIREE) S
1. #kEEH T AEA Process Manager 35 @ | ==

2. 3242 Multi Position ThaE
3. Stage Navigator REH BB B B
® Load Overview Area ER BRI R BRI /28K

BlElE RE EE

|| Overwrite acquired pesitions

l Use focus map

- : N ARG ST S2z £ 4= = wE — -
@ Ac-ci%me Overview DMEEER ST HTRE 1. [WEer [@ree Jt i ()
o, EEELEEREIBRASEHIRE SEB%
O AEZMBEXUESL  XTNEHERERNE EBY -
B mitpepaREnngg oo

fe BEEINES
4. (Optional) 5% focus map

5. 1% Start Bta EH B0
> OJEFC Multi-Channel 5§ Z-stack{®




ST =
1.
2.
3.

5.

&) 7 J= 33 R
Z-Stack

N ERIREF ~ SREBOCRE2
B2 A T 3 A Process Manager 3£
1 7-Stack Thge

Live ARG RE L/ TR 2BEMNE -
gayill [Set] *xm/EE L/ TR

ROE Z BEIEMEtERRYE#

+ 28l [Gol etk £/ MR E

+ J#5%/1/5)5% O Extended Focal Imaging

=M RAeRR—RAE ZBEARIEERSFEDG -
Al{H5E Z-stack &2 A R¥EDE [EFl processing.. | &5 -

¥ Start FAA B 8RR

> O] @2 Multi-Channel = Multi Position &8

Process Manager

Camera: DP72
Resolution: 1360 ¥ 1024
HDR.: Disabled
Experiment name:

Experiment

(@ Automatic Processes
(") Manual Processes

-’.";5. ‘ .
] % S
S
z "

Define: Top and bottom =

Start:

E 16822 M St | Go |
Center: - g
1917180 10 pm

| B
End
——y

(]
&

117542 Set | G0 |
Recommended Step Size:
[ sam [ ww  |SERBIE
Step Size: Position:
0.4 um 85,2 um
Zsices:

REE 19 2 Stop

& Experi.. /[ i Proce... 4 Micro.../(h Adjust... /

]

Esape

[ |Extended Focal Imaging

W v e e e

-

I




10

/[ =

=]
=l

EFl Processing

PFilter- EFI Processin

Apply on

i@ Al frames and channels

(") Selected frames and channels

Create new document as output

Settings

Dimension Selector

Algorithm: [R.eﬂected light (Fine)

7]

Reflected light (Fast)
Reflected light (Fine)

Transmitted light {exponential)

Transmitted light {quadratic)

Extended output: TR TS

[|Height map

[ Spike filtering

AN

EERETMESR

]
| ST | E————)

-

> =

\_

DXEE_

Ry

& BRI

J\)\\/E/

s

> AR

- Reflected light
% > Transmitted light

J

Clom

J

Arply ||

Defanlt




11

IEIEI fﬁ i (B l%‘ E&% BEAFARER  AJLIAKimwipes !

100X

1) Sof — R AAS K 0 A

2) Bl— R 3 SR 4018 B — B/ N A

3) INABRIER D EN A EHI95% T A5

4) RESEERAY RO B P9 [ MR HEAR AY
B A S i 5

(5) M—aR R AR E R BB BT

@ﬁiﬂﬂﬂ%h%ﬁ ‘ )
i S RS KB O > SETIH
Brir L imeaE C IR £ > —/)
AN A B E » BEAUIE

(1)
(2)
(3)
(4)

7 Beersm| 2 o Olympus
k@ﬁ—fﬁbamu:ﬂ o I / e

Jkt?%m
@H fE,,LETﬁ:—F '




12

\ -

1E 3T AR EE Olympus BX63

i 1 lI 52

A BB W ERFTAE /)?Eﬁﬂ%i?% EilK
IE@E naﬁiﬁﬁﬁﬁﬁﬁﬂﬁ'{m LS

. WRRAX > EHEAIES
COREROEE e
@ FARERES

1 ount an,
Reporting
o

BIEARIRB o2 A LA YM2017 Layout
>3%4£ Reset Current Layout

© FEE EAR A\

fEEmEmA /A LA HIR Olympus
EIB Off BiR > B — MR

\ 4.25x
(oo 2

A0

MENU

® BARACBH BAfEE %4
@ EQEEEE'@J:FA

B BRI

@ @ BB ﬁ%




FEHKEEmBER FV31S-DT o [

> BB Multi Channel ;2 .vsi 8% .tif El1E > /5 B A BERE Export

&

=
:¥ *EDE 1Xi % S C\Users\BX63\Deskiop E{ A= 05 CuprgE R

LSM

Name Date modified Type Size[KE]T A
20171206 10x error 2017/12/06 17:01:59 e
20171207 2017/12/07 22:27:19
20171214 test 2017/12/14 11:40:43
BX63 scale bar 2017/09/04 13:56:06 ROI overlay

crop 2017/11/24 12:10:31
=== == e s No overlay All ROI Selected ROI

File name : Process_1143G1L1tif A O B —— R
+ Overlay Color scale Eﬂ“ |I:|:|| ﬁﬁi 7N E *—
oo . U =] 7R
§$ é% B8 ?¥ tlfﬁ\'é? ‘ Save as type:  TIFF (*tif %1iff) =
A = ° B OutputFormat

CH / Range Procedure

Bit depth 24 Bit/Pixe

¥ mCherry RGB Color with Merge ¥ 24bit Full Color ¥  Amount

« DAP
DAPI TIFE

Range selection Compression %}%ﬁ@ II:|:|| %@¢$ (RGB COlor)
Current Frame  Selected Frame None EZ/@- %% $'E’| (M e rg e)

Start Step Tota IPEG
0/0

Lambda 0 CompressionRatio

Z Series 0 0/0 i ) ) o
% * 1% (lowest) - 100% (highest), 70% (default)

T Series 1 11

4r 4r 4>

Movie

Frame rate

Frame/sec * 30-0.1

Save properties as ASCII text

Comment

FIEH L

Save | Cance




14

%T

Y E4 Fluorescence

® 80402x

@ £9402bs

> DAPI/eGFP/TRITC/Cy5
> 89402 ET —Multi LED set

100

® 52402m

90

80

70

60

50

40

30

i J

)

r‘\

L

iNaaame

\_/

350 400

430 300

Wavelength (nm)

550

600 650 700
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LED Position LED Center Wavelength Useable Wavelength Range
1 385nm 375nm-400nm
2 430nm 410nm-450nm
3 475nm 460nm-495nm
4 525nm 505nm-550nm
5 575nm 555nm-610nm
6 630nm 615nm-660nm
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— BP: Excitation filter ~— BA: Barrier filter — DM: Dichromatic mirror
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