Bioimaging Center nN'sIFoNNE™MI NIN'T DN
Biomedical Core Facility

B ~N T INIDNIT NIMYN 1N
Ruth & Bruce Rappaport Faculty of Medicine ( I““ 01997 JNA NN YUY ANITT nu7IRF9N
Technion - Israel Institute of Technology o ‘\:‘Al.u'lln\ 287 1171200 121 - [11D0N
2016-02-09
INSTRUCTIONS TL2 ZEN 2016-02-09.DOCX

Time lapse 2 nd>yn"? nIX1IN

siTdnn B

1 "
1" 1l

—

{-_::;-QQID §
B sones el |

bcf.technion.ac.il
Tel. +972-4-8295347/61 | Fax. +972-4-8295363 | Email: ediths@technion.ac.il
1, Efron St., Bat Galim, POB 9649, MS9, Haifa 3109601, Israel | 3109601 No'n ,0'2a N2 ,9649 .7.N



Relative Quput X-Cite 120 vs. HBO 100

i I Rhodamine Filter
80% “ I, ———
80% ‘
, [
= } FITC Fiter
3 oo% l i
$ L1 i~
g 0% W W‘ / | n|
30% ! ﬁ «’\ } ¥ h
% .\-\“\U" 1L | } “'
Y YAANVIVA D N L TA\
20 300 360 400 450 500 650  BOD 650 700
Wavaelength (nm)
P’

g Bioimaging Center

~7 — | Biomedical Core Facility
CP e
’ A Technion-lsrael | e of Technology

The Ruth & Bruce

bef.technion.ac.il

rt Faculty of Medicine

— X:Cite 120
— HEO 100

n>ynn 'pn

yamn [n71v 7v21 inverted siponp'm
SVB1 nid 790

COLIBRI NI> j790

9I1P0NP'™M 172

x-cite T"7n'2nn N

COLIBRI

COLIBRI control panel

9I70N{'N2 NL'7YWY Yan Jon
'00''2

(Orca CCD) Hamamatsu nn7xn .
High speed nn7¥n .

MRc5 nn‘7x¥n .

o'm mi7ge .

Temp module S — 10OXAI7I'N .
CO2 1IN MANYN —TA 7.
qoni awnn .

=9lpolnpg'n

Zeiss- Observer Z1 — inverted 9170
— DIINN

[AI'7n — Transmitted

LED COLIBRI ninia ndyni X-cite - 770700 n1ian -Reflected

p. 2

A- - - - - - - - -
QOWONOOOPEWN-~-

[ G I I G |
DA wWN -



LED n ninn 722 mIX

365 nm -
455 nm -
470 nm -
505nm -
530nm -
590 nm -
625nm -
0"0Y'o 712
DAPI, Hoechst FT 395 BP 445/50 G 365 Set 49
Cy2, eGFP, Alexa 488 FT 455 BP 535/30 BP 436/20 Set 48
Dual mCherry- GFP DFT 460+520 DBP 480/22+LP530 BP 445/25 Set 59HE
Dual YFP-CFP DFT 495+605 DBP 527+647 BP 474/28 Set 61HE
BP 585/35
eGFP ,FITC T495Ipxr ET525/50m ET470/40x ET — EGFP (FITC/Cy2) 49002
TRITC,Cy3 T570 LP ET 620/20m ET 545/30 NC296538 ET DsRed
Cy5, DRAQS T660LP XR ET700/75m ET620/60x NC296644 ET Cy5

Bioimaging Center
Biomedical Core Facility

The Ruth & Bruce Rappaport Faculty of Medicine

Technion-lsrael Institute of Technology
bef.technion.ac.il

p.3



1 DM'IoON O'9N'¥ P RIN NINT 1A T70 NN 12257 [N X7 N2YIEn NdIYNA NIKNN NNIXN 7wl

PO O PO on4

365 nm 445 nm or 470 nm 505 nm or 530 nm 590 nm or 625 nm
365 nm 445 nm or 470 nm empty 505 nm or 530 nm
empty 365 nm 505 nm or 530 nm 590 nm or 625 nm

—oIpoNE'MN 7w nu'7YYh yan Jon

NIYTY N97NN NIIXNN '0'N NNMO ,0M07'9 NO7NN (0T 0NN [N NINNN [N DI70NEZMN NI7IVD 7 017wW7 N1

.0I7190 'N'YY Nwnwn 0n7 NNainnn N7a7an

M Biocimaging Center

— | Biomedical Core Facility
Cl—.{ The Ruth & Bruce Rappaport Faculty of Medicine
Technion-Israel Institute of Technology

Biomedical Core Facility bef.technion.ac.il

p.4



Biocimaging Center

Biomedical Core Facility

The Ruth & Bruce Rappaport Faculty of Medicine
Technion-Israel Institute of Technology
bef.technion.ac.il

SlonNnyMn NIYTY

N.A (mm) ATAY 7NN nYUTY
0.16 18.5 | EC Plan Neofluar 5x/0.16 Ph1
0.3 5.2 | EC Plan Neofluar 10x/0.3 Ph1
0.8 0.55 | Plan Apochromat 20x/0.8 DIClI
0.75 0.71 | EC Plan Neofluar 40x/0.75 DIClII
1.4 0.19 | Plan Apochromat 63x/1.4 0il  Ph3
1.3 0.2 | EC Plan Neofluar 100x/1.3 oil
2Ty n'7'nn

110" 197 AYWI 1IVAIFA'RD 'P7'N DX 777a 0''N D'XN 10" 1Y

Ta%2 35mm NINYXY7 An'XNn Din'nn NV

'WIN NNTYA (172 NO7NNYT AIRT? W' XN T2 L1722 30-50bar - 7 nnnn TIAy? 'K — N2NYNN 722 A0 NN DR PIT R

.TA72 nixn

nola Nya? X7 X1 ,TA7 'wNan Man NN NS v A

HUMIDIFIER -0 MI7172 DN NIND IR RTH7 W' .2

D'n 9'oINY? NIIXNN Wpa? X1 D' DMoNE NN

p.5



Temp module S —IVKAUPIRN DX P7TN T
[N7IUD AWINA 2'¥' NAYI* DNZ¥N D XTI .NIDIN NAYINY NN7¥N DX 01001 MmN [N71wn D XTI 10X nwTy? "avn .o

n72von X

22V9n X7 DX NTIAY 2¥N X¥N) q'72 KXNIN N'NYNN 205nY XTI

NNI2D7 X7 X1) 172722 NIRN NNXIY DX XTIEHXP -0 DN 290 DR 29107 W' 10100179 IR A1Nd T707Nnn NN Wnnwn )2Ix0] oX
(NINNX NN NIYRY NPT K1 ,NIYRIN NYY '¥ND 170N

'6,0.0,0.0.0000°
‘;'-:‘-‘n_""'-’-"'".‘.ﬁ' . (123456 Nno'o) Jon + awnn 7T
SVB1 -N NODI7 -'URIN NIDN 2 DX 77710
colibri -n 72 nX 7N
- power supply S170N{7'NN 172 NOODIZ NX 77N
.S170N7'"N 7Y INNNN '78NYN 1T¥2 npmnn. OFF/ON oizonzmn NIN9d 7710
?1N"7 DINDN 97NNN NN Hamamatsu — NNY¥NN P2 DX 7770 '0101179 1'WON 07¥7 71I¥1] DX

P

M Bioimaging Center

— | Biomedical Core Facility
Cl-.‘ The Ruth & Bruce Rappaport Faculty of Medicine
Technion-lsrael Institute of Technology

bef.technion.ac.il 0. ¢



11 7w ARXIN/N01DN MY NIM7x¥nn 12 N7 N firewire 7201 Aawnn nNaiNAn 27 T0Y Y 'R NIK ,MRc5 LHS NIs0n Ninx¥n ‘M nin'' Ndvna
nn7xnn

'WON Nnwa

2'WONY NN'RNNN NAYINN NIX 0100 .AWTY7 ON' |N7IWN DX 721 MVZN N'7Tan7 112y 1'YONn No1dn 1197
(Light path>eye) yann N7 NIY¥NXA N7 1IKD YN DX 12VN L,.'WON DY

NYTY N2

(N1 MIRN -[A170 DMIRN (D Bright field NIXNA wnnwn ANXIE DTN ) D'RNAN NIRND AI0 IX N2

.NIXRN 2N X¥N1 Optovar — N DRN 71T .0Ij719 RXN

WUNNWUN N2 Anxnn 78 1IXN 2'N1 IR 12N

nnin A

INNXY |9INA N7YN ZEN n1In .Activated Service 7y yIin771 Bookitlab Nn12in [I7n2 wnnwnn '019 DX |'TRY W' NIDINN N7YON7

.(UTNn NN7y5N 197 NIY 1901 NIdNYT W' NTIAYN 17002 12D NDIMNENNZNL)

M Bioimaging Center

— | Biomedical Core Facility
Cl-.‘ The Ruth & Bruce Rappaport Faculty of Medicine
A Technion-lsrael Institute of Technology

Biomedics bef.technion.ac.il p. 7



— NDINN N1an

File Edit View Acquisition Graphics Tools Window Help

= B L Create Image from View & MR NDINN NITIES 791 WK 070 7200 KIXn'? (N1 [1'vn np'7na

M- "INNY ITR

NMINNA—'TOIN TN

D'¥apa 71nn — ' 7nn

(NN NTTA MY NRINN 7w 07T DX DRYY N2
.workspace zoom -n

M Bioimaging Center

— | Biomedical Core Facility
Cl-‘ The Ruth & Bruce Rappaport Faculty of Medicine
A Technion-lsrael Institute of Technology

bef.technion.ac.il o o



D''N_D'NNY7 MLAIFI'R
ANN2 NIDINA IN,YANN X T (725N 77001 NAYINN 7w 'onon N 1 Tan? [NtaTemp module S 1102172'82 wnnwn? 01Miynl nTna

~ Incubation

fqe
DT 7V NIAYNN YiNY "1 NIYINN 7V '9nonn n7wna 21T |1y 77nn %Y 'onow KTi- Light Path j7na< TN

& Temperature

o HinsertP 3
»f Mone

TNX YaY YNy iy
Fie ]
.NNY 09%7 121¥12w nnxnn NX N1 PREEEE N TIAyn ANTna

Hamamatsu Camera

Hamamatsu Camera

INTIENN%¥NN 7w DMon1on 7y 1y [17n2

full frame a¥na nTIAY -
binning 1X1 2 nwmDN
. bit -0 190n1( ' DI7'x N7 HS Nn7¥na win'wa vyn?) slow mode 2¥Na NWDN
.NIR mode NNWOX NX 1IN27 W' T N19I'X YINYA Hamamatsu NN7¥na y¥ann ni7'snl nT'na
Ynina LIS YIXTAN |9IX. White Balance y¥a7 w* MRc5 n1iyaxn nn'7¥na ni7'xa

M Bioimaging Center

— | Biomedical Core Facility
Cl-.‘ The Ruth & Bruce Rappaport Faculty of Medicine
Technion-lsrael Institute of Technology

Biomedical Cose Factlity | bef.technion.ac.il p. 9



HS nn7xn MRc5 nn'7xn Hamamatsu nnx¥n

ta Camera B Camera B Camera  Show All (¥
Settings

Settings Settings
Default ¥~ Reload

Default Default

Exposure Time

Exposure Time Exposure Time

Auto Exposure Set Exposure Auto Exposure Set Exposure Auto Exposure
100%| -
Spot Meter / Facus ROI
Spot Meter /
White Balance @) Gain
Auto = 3200K 5500K Mode
Il
NIR Mode
Acquisition ROL
C i (8]
Qcquisition ROL s Maximize Center

Maximize Center
1344 . 1024 . 7

60 | RGE" B/W 2 5
2584x1936Tr ~ 1
- Refresh Overvi
0
Refresh Ovenview

Acquisition ROI ize 6.45x645pm

Maximize © Post Processing

Pixel Size 9.90 x 9.90 pm
™ Black Reference Define
© Post Pr 2584 |2 i
All channels Channel specific

Define »

Refrech Overview Enable Noise Filter

All channels hannel specific
Pixel Size 340 x 340 pm
: Enable Unsharp Mask
-] Processing
Enable Unsharp Mask Define
Allchannels  Channel specific

Enable Unsharp Mask © Trigger Contro
© Model Specific
© Trgger Control

© Model Specific Original

Acquire

Onginal

© Model Specific Slow

i
g Bioimaging Center

~, | Biomedical Core Facilit

™ = - g
~{ | The Ruth &Bruce Rapy culty of Medi
A Technion t

Core Facility bef.technion.ac.il

of Technology



.Options "naTools 17N

D:\User_Data\User Data\ Lab\Month\User -1 mw% w.saving |17n2 n1'w DIpm XTI

Maming

Saving

‘N2 — Naming [17N2 Y2177 oW yap

Category>Snap -
Prefix> slide name -

M Biocimaging Center

— | Biomedical Core Facility
Cl—.{ The Ruth & Bruce Rappaport Faculty of Medicine
Technion-Israel Institute of Technology

Blomedical Core Factlity | pef. technion.ac.il p.11



Bioimaging Center

Biomedical Core Facility

The Ruth & Bruce Rappaport Faculty of Medicine
Technion-lsrael Institute of Technology
bef.technion.ac.il

Initial Counter Value>1 -

p. 12



[ Light Path

[e=l] ]
I | SE— RN NiM7xn NN N2 ST 7V YN NTIAYN 2NN

(1702 D'A'RNN DYI'Y JNY7 I VAN X T NRWY [N ,N1M%7x0N 9"y X7 1IRN wn DX NRYY 01yl TNl
Light Path

- [17N2 *M'VDIX NO'WN NT YAPI NNAITA NX 079

Exposure Time

ms ¥

Auto Exposure Set Exposure

(1702 NNWOKRN NIX 1INQY7 W' -DITXA 0'YAN] 01N 07079 N Range Indicator NAIXN7 7ayn "y ntn axn 7219w7 [N

Range Indicator

nanN%? nnnn Dimensions |17N2 NamMNN

N77 TR IMIYXNXRA Nai picker - N NNWOKRA 1INA7 W' White balance y¥a% ¢ niyaxn nn7¥na o'y 7w napna

.DNMR7RN W'D YXAN' 1'7V 1ITRD WNWN WX ,N1INN2A NNAIT
White Balance
Auto Pick... 3200K 5500K

Show Channels

i) .
n'nx 7y yn'? oI

NMY¥N NITYA NDINN INT IR 1T |DIX2A o7 v |7'7I'I' ANWI NIXNI DM201 DI'R NINND '0MN DI7'¥N 0I'0A IT NTIAY NMIXNA A7 0w

CZI VNI91 KIN XY YalN

[

M Bioimaging Center

~y — | Biomedical Core Facility
( l-{ The Ruth & Bruce Rappaport Faculty of Medicine
A Technion-lsrael Institute of Technology

bef.technion.ac.il o 13




¥V 21 DI7'Y

|

e N TIAVN 2NN N2

.07¥N N nWTYNI NN 9"V [EEEEEE [7N2 N TIAY N'DIN N2
.NInN? nnnn Dimensions |I7Na nmYx 7Y yn'21 nIINN NNO -D'RININTIAY NN ANIKY AITNY J21¥721 12y NRIMN N2IYNa nnii nTna

(N7un%? X'm VN'9 ) MN7¥NN YW DVNION DX XTI [17n2

full frame 2xna NTAY

binning 1X1 2 nwmM

. bit -n 190nI( 'nn DI7'Y N7 HS Nn7xna win'wa vyn?) slow mode 2xna nwdN

.NIR mode NINYSX NKX 1IN17 ¥' T1 N1DI'X YNYA Hamamatsu Nn7¥na y¥xann oi7'¥nl nT'na

D:\User_Data\User Data\ Lab\Month\User -2 W47 v' nronioix nnmw xTHEEEET 7na
(M Aute Save
o Enable Auto Save
D:\User_Data\.current movie
o Automnatic Sub-Folder
tt

Close After Acquisition

D:\User_Datah\current movie\2014-11-19tt.czi

nmay 7y yn?

M Bioimaging Center

— | Biomedical Core Facility
Cl-‘ The Ruth & Bruce Rappaport Faculty of Medicine
A Technion-lsrael Institute of Technology

bef.technion.ac.il o 14



Il Show All & | z
S Ll . NNAITA DX 0779 N9'WN AT XTI DRIWA D'¥NYN |12 N2y =EEER 170

o Track 1 LD Ref, Ww :0'9011 D'IVNIO YIARY7 N1 DT 17N
o Track 2 G -
:::L _ . Focus Ref. yIn771 wziann ynyn v TMy7 ¥' .AN2MY 01719 NAVIVON V¥ANN 1'%V YNy nyajp -
7 Tradks D7¥7 D'YIN DN DNPNA 70 YXANN 1T 719w '¥7 21wn ) 0 -3 wnwun '"WUXIN YYD UKD YNy ‘D7 offset viap? mna -
> A @ Focus Ref. (N7 nMVNY K71 Nt DMn
Track 5 .07¥N N2 NN7¥NN MTAN DK XTI -
Use Sefting .mxnn YW Nt i v 41 (80% -7 nx'min oy ) 100% -n Yma Shift —0non ww XTI -
YIAPIY TIRD YN 7210 YNy 73 7V N1 NTIay 2¥na- Use Setting NINWOKA- Selected Light source N10n192 YNy 75w XTIE - -
707 .012%wNN TNX 722 IINY! 1IRD YN 02D 17K YIAR71 RN 22070 TR 79 Ny N1 (17N
#'% Hamamatsu Camera -NT 1702 NI'NYOXRN VN'D

120.00 =allll = gl

Set Exposure
0.00 pm
0 px

Fluorescence Auto_Best-Fit

Shading Correction

M Bioimaging Center

— | Biomedical Core Facility
Cl-‘ The Ruth & Bruce Rappaport Faculty of Medicine
A Technion-lsrael Institute of Technology

bef.technion.ac.il o 15



/ New NIXIN NI'NUORNN i — NNX2 N2 Channels 17N g N'7% 7v Ax'N? "y UTN VIX YW X7 N -
SR B ()¥77 21¥12W TIKD YNYZ ANRNNN ' 7V TIKD 20 K Maw) Duplicate
After TL Phase: After [PhaCa] (- R
Before EGFP: Before [EGFP] E- 24 rf-:."|
After EGFP: After [EGFP] > Gol c
Before DAPL: Before [DAPI] T - e Ynl7 DII?IXI?
After DAPL: After [DAPI] [
After Experiment: After Exp [PhaCa] E- 24

.CZl unNI91 XY YaIN

Previous
W PHL o Open 23v

M‘_"A_

0.00 um

8 Analy DIC_ ] Closed Colibri/Coli_ || Other Lamp
-

F’D‘ P B —
-4, m
b

AxioCam M. Lx
&=-
b

AxioCam HS [1] Empty (100_ 5 100% R Hamamats._

(.

W »

Microseope._.

M Bioimaging Center

— | Biomedical Core Facility
Cl-‘ The Ruth & Bruce Rappaport Faculty of Medicine
A Technion-lsrael | ite of Technology

bef.technion.ac.il o 16




Bioimaging Center

Biomedical Core Facility

The Ruth & Bruce Rappaport Faculty of Medicine
Technion-lsrael Institute of Technology
bef.technion.ac.il

.N2MVI NAIXN NI'NYONI NIIMNA V11

.ZEN LE. m1>In2 0'¥apZn NN'NS21 NIXNY7 DA N NI'NYOKRN NX
— nNlinNn N0"MS

NAINNY? 78nWnN NIy

merge NiiNn— 2D

,02IWUN DNy 71¥'0 - Split

7¥9%7 N1 qon (t, z) TAn w11 DN nfaxna —Gallery

.Intensity -1 NITTA YW 090N DRINI N737 — Histo, Profile, Measure, Mean ROI

-N1INN7 NNNN Ni'n'zy
color on\ off,Zoom in\ out -Dimensions

o L (11 22%| % o AutoFit

s | Navigator ' Interpolation

PhaCo— Cy5 Cy3 Cy3 EGFP DAPL
| b [ B - - B -

Single Channel Range Indicator

p. 17



Bioimaging Center

Biomedical Core Facility

The Ruth & Bruce Rappaport Faculty of Medicine
Technion-lsrael Institute of Technology
bef.technion.ac.il

— Graphics
D qroIn? M T ji7nm
Scale Bar, Annotations, Shapes, Relative Time, etc.

Graphics-

Keep Tool
Au r
Snap to F

Scaled

— Display
— 0'¥Nyn 7w LUT-n Nn7202 0"i'w y¥a? |na ar ji7n
Contrast & Brightness enhancement

'Dispiay

Multiple Channels Spline Mode
All .

Auto "Min/Max  BestFit 200 |- 001 |- Cument ~

p. 18



Z-5Stack
Tiles

Time Series ---

All Channels

Z-Stack + Show All

First / Last

Setlast 2.00 pm

4,00 pm
5
1.00 pm
1214 pm
* Interval

Slice

SetFirst  -2.00 pm

Start Auto Configuration

@ Time Series

As Long as Possible

Use Camera Streaming if Possible

LELUE
Manual
Manual

Manual

0O Switches

M Bioimaging Center

The Ruth & Bruce Rappaport Faculty

13 — | Biomedical Core Facility
(:]:4 Technion-Israel Institute of Technolo

bef.technion.ac.il

— D'TAn 2 DIy

-NTIAY (170 NOOIN TWONAN N'ININ NNWOXN NX [N07 W' *Tnn 11 DI7'YY?

— Z-Stack
[t
NNAITN NN 079, [17N2 yaxn '¥nyn TNX 7y YN SEEE N7y 7y ynY
-NIMP'Y 'DIT 'MW 0DNNN YINA DI DX 1 TANYT [N 0'9011 DY TAN NIYN XYY NTI717 Z ¥ 017'Y 170 0221y QWURD

¥ Channels

.Set Last YN'71 nnpn 7w INNNN 71220 DR YTan Set First YN'7 nnaimn 7w [1"7vn 712a0 DX YTan-First/Last niw7a -
.D'TA1Y N2 NYTYY? DXNNA NDINN MY AWINAN '70'09IRN 71NVI'RA YNNWNYT [N ,0NN0N |2 7INVI'RN NIX YAy
21NLI'RNI DDNNN NIND DX ITANTIYYAR NN V' Tan? |na-Center NIw'a -

P Start Experiment ynY ni7yy

- Time Series

-|nTN TAN DX 9'0IN7 [N DINI DYDY 7w 210 ‘D7

JINID 71M0I'RD NINE 0NN AT (W NIX No [17N2

Z1NVI'N NYIAP DIPNY YNNWNYT [N 1NN 101 7w nnjma

. Use Camera Streaming if Possible [no -nn7¥nn 7w n'7n'opnn 0RIMIN NNAvN NNfNa

of Medicine
ay



— Tile & Positions
Tile 17n2 NIN"'Z NIMYONRD

& Tile Regions
—Tile -

2'WON / NN7¥N 210 711 NNTAN DY/RT7 NTIAY 1IN N1 IT NNWOKNA

=211 DTN X7Y

S N7y avm

e

There are no tile regions defined. Please use the Add 'OI_IDI DI7¥LI ']]m']:_ INIX TN NN DN
button above or the Advanced Setup to define new tile

regions.

.(. 2y TN nx¥'N7 "'y NITY nnd 0YxY7 [N ).0N1001 NNIYD 1900 DX TN Yn? nTayn j7na

P Start Experiment Yn"} DIy

Jl yn7 -.noon nwHY 1197 (1Y NITIZI NIX 7NN INK 1'WON IXE N90I NMIXAY 7avna

Advanced
'9 2V NNYxN 71D X977 [170 T NITPRN NNTAN QY TIAY71 NPN0N TR DK V' Tan? [Na

© Sample Carrier

Multiwell12BCF Select... ] an] |7I7 N2 DIYIN

i’ Ensure stage/carner calibration Calibrate... — 911 DAYY DTN

Move Focus Drive to Load Position Between Container

.Select n'!%7¥ 7y yn'? Sample Carrier N"1W'22 — NN%¥N 210 NNTANY?

nmYx 7v Nx'N7 "y QUTN NNYY ATAN IX NN7XN 210 DX N2 170

M Bioimaging Center

— | Biomedical Core Facility
Cl-‘ The Ruth & Bruce Rappaport Faculty of Medicine
A Technion-lsrael Institute of Technology

bef.technion.ac.il o 20




Bioimaging Center

Biomedical Core Facility

The Ruth & Bruce Rappaport Faculty of Medicine
Technion-lsrael Institute of Technology
bef.technion.ac.il

p.21



New Sample Carrier Template

Container Area

Reference Point

DTV 1702 NIYWAT Moy DIIWD NNYXD TAN IR X717 W' nWTh DNy NNTan?

Siide ,IN7¥N NI71221 91IFONPMN [N7IV 7w 71D y¥2% W' NNYXN 210 NNTAN DI'02
Slide : Multiwell 21'o% anart
[17Mw 7100 n'7'nn 197 kT v TS Ny 7y Tiles>Sample Carrier 1702 yn'?
76.00 mm
Py

24,00 mm

nmion nYIxIN Nnxnn PGS
(1702 IX S170NP'N Yann a¥N IR YN DX NIRYY? [N1) nn7¥nn 78 119 1IN Ml
.(N1DIM2 Light Path
-DINN A7Y
JN7¥N 79 NopIivoni NN MmN N2 NRN 2T XTIENNYXN 710 17N
.Next yn'7 xan 27w7 Naynl nrroa

Hamamatsu Camera

Mo Container

Off

Light Path Show Full Light Path

BightField  Open

— 9IpoNpE'Mn |N71Iv 21’ 2%

Calibrate -'UnIVIXD 71"00 NNYOXA N2 T 1702

IN71IUN 7' NYNNN DR DYINNN IYTINA WWKRI N7IWN NYIN DX 72200 12T 'RY XTI
Next Yyn7 xan 27w 7ayni '7nnn DI'oa

Messages

? Stage calibration requested.

Please ensure that the full travel range of the stage is in no way limited
by any objects.

Cancel

M Bioimaging Center

— | Biomedical Core Facility
Cl-‘ The Ruth & Bruce Rappaport Faculty of Medicine
A Technion-lsrael Institute of Technology

bef.technion.ac.il o -



— nN7¥n 71 210 NN ATY
(MmN 7 n0'Y XD NOTYINN NO'WN) NIXAN DIPMWOND ' N
.Next yn? xan 27w%7 7aynl nrroa

Back A
Please select the method how the sample carrier will be calibrated.
Depending on the selected method, different calibration wizard
pages will be shown.

Search Well Edges (7 Points)

ns in the upper left container.
ng the corresponding buttons.

Left Move Stage Set Position

Stage Automatically to each Required n

— NI'72Y N'IRNY NN NNTAN AW

7V IN DNAR'TA [IN'ON 7V YNT NIWRYT INNWUN NIRAN 7123 7D NIX N1DINA Live -0 NAMN DITYA Dl MI'vn NY7RNUN NMRAN 7R 2'00M1'a0 NNy 1y
nmay

NNWOKN NKX TWKYT IXN Move Stage N'M7¥ 7V YIN'77 W' NAN nTI717 12yn? Set Position

NIX K77 DT 72 WK ANKYT  NIRIWN DTN |2 '0NIVIX [DINA [N7IWN 12YNn DX TWORN IT NNWONX Move Stage Automatically to each Required Position
JNNXY 91X N71IWN DX 11Ny

.NNAITN 'OIN '9 7V IT NNWONA WIN'Y 71pW7 W' TIKN NN N'ONIVIRD [N71YN DYDY 17 0'Y

AWK NTIRA 72 1Ay Live -0 17N DTV DI [1['N V¥ DRIWN DRI Y

.Next yn? xan 27w7 "ayni N7 27w DI'0a

M Bioimaging Center

— | Biomedical Core Facility
Cl-‘ The Ruth & Bruce Rappaport Faculty of Medicine
A Technion-lsrael Institute of Technology

bef.technion.ac.il o 53



-MI'7VN NIA'D NMINAD DNTaN A9

Move Stage N''7x 7V YIN77 IX DT TIT7 [N N'INAY Nayn?

.(MarTn 72y y'awn? n717Y 0mon 0MpPnal TIXA NN NPVAIVIND NYIINNY 1IDT)
.NT71 72 AWK Live -0 170 DTV DI 17N VX2 NRIWN DITRIN 2y
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Back
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Reset Last
Reset All

Move Stage Set Position

ach Required Position

nay be dangerous and cause
damage o system or specimen.
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Advanced
0TI |I70 NN'M9Y N 7y yn7 2070 Tile nwHY7 112V7 N1 70N NNY¥N NWD

JURIN (1702 N'902 NNIXA NY'DIN NNTAN NNIRK NNY¥NY 27 D' 170N DNTMD Ny
78NY 12Oy nx'NY + Ctrl IR ,NNMA RN 120 NXNY MY) DI7'YN DX Y¥AN 0NV (D'RNN IR ) NIMNAN DX [NO
.(nx2n nxan

.NNAY NIMKAN 70 7Y 7NN 0T 27w y¥an anik N0Tan 72 TIAvn N nu'win NX NaTile Region Setup nniwha

tiles -n 1®0n7 VWA NX 77NN NDINN 17712 '97 DX NIRAN N2 ROI Ny — Countour

Tile Region Setup | P

TCoRtalr | Predefined | Carrier . INIYNI DNIVN 190N NTaN - Predefiend

Keep Tool

.Create Yn'? NN .NMINAN qnatile -n nLOW TINK NYTAN - Carrier

.NAINN] 2NX7 NYAX X NIYN 10" 1TAIN N2 N'IXA

Tile Region Setup | Fositic
Contour Predefined Carrier

Create or Remove Tile Regions for Selected Carrier Container

+ Create — Remove

Preview Niimn n1'y!
L9 NTAINY DIV'YWD NNRA NRPN0N IT'R 7Y DIIR'N Y¥A7 DY N DY Preview NIMN N N0 NWTYA DI7YN IT'R 7712 IR (INQY7 DNWOX Nn'yp
Advanced Setup |17n2 A Tan1 NN IX Tile 17N wTN Tile TR DATaN Iy
. X5 nwTya N . Preview scan |I'7n2 1na Advanced Setup [17na

XN 'Y 1702 N9'WN AT 1TANT NNAITN DR OO Live nTiIay axna

. DI7'¥n N7NNNY Start Preview Scan Ny 7v ynY

tile -n TR NOWI DIP'M DX YNIXD 'D7Y NIWI N2 DI7'¥N DI'0A

Center to Stage Position

& Delete Existing Preview Images

5%
- - NNV NYTY? DRNNA 2'07N [9IXA NN Tile -0 190n1 NP MI0N 7712,07¥7 ['MI1Iyn NNX N2 NWTY? Ny

Jaxn 'xny ||'7n1 no'Yn N7 MYI Nnal™ 2y Ooy95nn Live nTIAy 2¥na

P> Start Preview Scan
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Support Points .ANTN2 OII9N NX MWD NINN [A'9 72U NdAIM 0119 NiT Tile 727 vman [nn

Properties of Selected Support Points .AdVanced Setup ||I7n3. Support POintS D']IHJ'?'? 01On
£ Curent NN'NA 9 7V NRIY NITIRI 190N IX MINNN 72102 NNKR 01719 NI 1Y Tan7 [N

2V YN'7 nTII0 NY1R? nnaltn DX OR91 'URIN 17N nionin Tile =2 IT'RN DX N2 ﬂ NTIAy 2¥na

Distribute Support Points on Selected Tile Regions .Tile -0 X y¥xnXa AT VAIARDRIITAIR IO MITAARN Sct One Support Point into Center Position
“olu ~  Distribute -TO7N2 I'RY NITI I TANY Rl RN IIY SR d Support Point at Current Stage and Focus Position W IR
Center to Stage Postion YN'7 'wXIN 1702 NNAITN IX NNYXN NNAR'TA (Live — 0 170 IK) J01j'n IR RXINM J2'K 12 D1jpna
NMIAR'TY TN DRINN NNK D AIT'RANI

Focus Surface.|I'7n2 |I'¥n NITIZa WA DAY NRIYA DNITIRIN DY INKY?

NX MY ,NNIYA NITIIN 21y N1y axvna (1I7m ETETEIEREE n'nx 7V YN NITI7N IWRY
Ve

.Set Current Z — NITIZIN DX TWKRI TI¥N NIPN2 017190

¥ ()
12718
14087 5
14097.5

Venfy Support Points...

1 - Tilted Plane (at least 4 support points)

& Current Stage X/Y Position = Current Point

Set Current Z -622.8 pm

Run Autofocus Run Autofocus and Set 7
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 Focus Strategy L4 (OI719N NLV'Y NKX YTAN
Local Focus Surface ,OI219N ']"7n]'\ uxI' 1y YNV Tan Local Focus Surface nnwosxa (N2
© Reference Channel OTAN JNIX NITEH2AN OIZI9 'S 2V DI7'Y IX DI7'Y 197 NO>wnn T OIPISIVIN VXIQ' DXRN YTAN

& Focus Surface

Fixed Z-Position
& Focus Surface

Fixed Z-Position

Software Autofocus

v Update 7 Position in the Support Points/Positions List

The z position of existing support points and/or 19 7V NN NITIZIN 7Y OIRI9N DR NIIYWY NDIYNT7 TWOKYT [N OIRISIVINND NINYOKA N1'NA 7w Njzna

positions will be overwritten with the new value from

the autofocus run. Joaynn n Ul7 nn

:D'N2N D'VN9L NINAY Y'MmiIn Nau™m NxaTile DI7'Y DY NIXN DTN NRWY Tile 17n20ptions NIWY2 DNVNT9N 7V NIAYYT7 W'

© Options
10% |-
Stage Travel Optimization
Meander &

»f Tile Region: sitions {-=Y¥ Y=X
Customn Stage Speed
Stage and Focus Backlash Correction
Keep Mumber of Tiles Constant on Rescaling
Split Scenes into Separate Files

Stitching During Acquisition

o Image Pyramid During Acquisition

yn7 iy
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Parameters

-Tile -n NIMNY7 Stitching y¥a7 N1

o3
_ N2 < N2 NTIAYN ANt 1

hading Automatic

& Select dimension reference for stitching

Transmited Light niain 7w n1jp7nal Fuse Tiles no , New Output NNWOSX2 N2, Input MmN N2l YN
— NINYSKNA 01 N2 TA7

All by reference COI’reCt Shad|ng

EGFP. | DAPI v

B Fatametets (0'¥apn 271n1) nimn 2w mea nzna Bl 9y ynt -axnw yaipn v nme yxat v

10 %) -

Optimized

=D
Defaults
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Positions -
2'WON / NNTXN 210 711 NNTAN DY/RT7 DTIAY InaY [N IT NNYOKA

=211 DTman X7

Liv

i G|
: V MITIN NX'N7 "V NIV 5 X7 nn). [l Single Positions osition |I .01791 D7X7 N2XM MIX TN DR T B NTIQY QY
i 7V NOTin nx'n? "'y NI nnd 09x7 N ). gl Yyn? aN2 Posit 7N .0{791 077 72IX12 INIX VTR DX TN B NTIQY Q¥N]

Position Setup | |
Location Array Carrier

L; “F KEEFI Tool

1 10851 pm 11229 pum

Full Time Series per Tile Region

NIXAN DI7'¥N NI'NYONN NNX NIX 1INY7 W |NTN TNN DA YTAIN DN DPZN2

Full Time Series per Tile Region

P> Start Experiment Yn'? niI7'xy

JEl yn7 -.noon nwY 1197 (1N NITIZI NIK 7NN INK 1'WON IXEN90I1 NMIXAY 7avna

=211 nn'7x DTN

.( Tile 9'voa niy'smn NIXIINN 'S 72V NN7¥N DX ' Tan7 W' ).Select n!m%7x 7y yn'7 Sample Carrier 17N — NN7¥N 210 NNTaNY

Advanced
NNIX NN7¥NY 17 'Y 17NN NN Nya Nty 7y ynt EEEEESHE positions (1702 102 NNTANN 170N DIroa
JUNIN (1702 192 NNIND NY'OIN NITAN

78nY 12Oy nx'N7 + Ctrl IX ;N1 PRNY 120y nX'NY% "y) DI7'¥n IR Y¥AN 0Ny (D'RNN IR ) NIMRAN IR (RO
.(Nxan nxan
:TIAVYN N2 NU'WN DK N2 Postion Setup niw7a

| .
Yn'7| NTI7IN DX 079 ,N'IXAN N'AN]] NTI72 N2 NN v NI0PN NNIAXR'TA N'IX2 N] NTIAY A¥N2 — Location

QU799 INIX 2V TN ARAN DT m:w.
Center to Stage Position 7y YIN77 [N NN%¥N NNIAR'TA NIZ'M NIX X¥IN 'R NN
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Position Setup

UNIN ITANY [NA ANIRY TS N1an oy (ROI) 1TAI'Y NITNA AN 9 2V NITIRA 19010 VIX'N IT NNWOXA NN — Array
Tocston IR Corer 701 Y ITION ORALITON [9IX K N2, NITIZIN 190N NX INA.NNY¥N NNIAK'T NI IN DINX N'IXA N2
."IN22 RO IMTwa r'¥i Contour - N'Y! *7010 TN NIK N2

UNIN ITANY N1 ANIRY AT N1an oy (ROI) WITK MNTAN K77 NMINIQ NITIRA 19010 VIXT IT NNWOXA n'Na — Carrier
NN2.701T DY ITION DXL ITON [9IN NIX 1N ,NITIZIN 1901 NN INA.NNYYN NNNAXK'TA NI IX DNX NN N

+ Random Ynl7 NITIN

L3 | Keep Tool

Position Setup
Location Array Carrier

Create or Remove Position Arrays for Selected Carrier Container

+ Create — Remove

Random
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Postions.[I7N2 [I'¥N NITIZI NN'WA NN NRIYA NITIZIN DYAp INKY

NX MY ,NNDIYA NITIZIN 211y, NTIAY a¥na i7na REREEEEEEN nmYx 7y yn'? NITipan WKy

Single Positions Position Arrays .Set Current Z — NITIZIN DX MWK .I¥N D170 .0IRION

Default 120484 122718
Default 10189.1 14097.5
Default 15966.0 14097.5
Default 421856 153424
Default 691389 154351

140975
14097 .5

& Current on = Current Point

Set Current Z

Run Autofocus Run Autofocus and Set 7

Autoratically Determine all Remaining b
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O Focus Strategy L1 OIRI195N NU'Y NX 1YTAN
SR ,017190 770N yx¥1' 1I'7V YNy 1 Tan Local Focus Surface nnwoxa N2
© Reference Channel DNTAN MIR NITIRIN 7 070NN 017190 'S 7V DI7'Y IX DI7'Y 7D 1197 NdWNN *T2 OIPISIVIXK YXIA' DXN 1TAN

& Focus Surface

Fixed Z-Posttion

& Focus Surface Fixed Z-Position

Software Autofocus

v Update 7 Position in the Support Points/Positions List

The z position of existing support points and/or J1DYNN NU7NN ' 72V NN'WO NITIRIN OIRID9 NIX NIIWT? NDYNYT TWOKXT7 [N OIRIDIVIN NNWONA NN 7w N2

positions will be overwritten with the new value from
the autofocus run.

Y7 oiy?

YN NITI7 Yaipn DR 7897 M1 10T DITIRan 75 DR 7'o1n yalp axi ni7'n nrroa

o2
Split Scenes (Write files) < Utilities .an2 BEEZELEN NTIAVn ANN7 11y

.(Input) yalzn NX WN2 image Parameters |17N2
.Include Scene Information in Genearated File Name NINWOSX |NO,N1MwWN TY' NX N2 Parameters |I7N2

Parameters o Show All

Ch\Users\Multilabs. MEDICINE\Desktop\maya
o Include Scene Information in Generated File Name
Compression None

<)
Defaults

YN'7 YR
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