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You can follow the AX confoce selt"up video

-




Switch on the A1R confocal system by following
the numbered switches, wait a 5 seconds
between number 1, 2 and 3.

I\/Iake sure the sam%e stage’Is empty berq

—— . .
th'é Mlcroscoe SWITCh -

fUrning on number NIS

—
the right; hand'side of the It mlcroscope DO TN Ly NIS-Elements AR

. 6.20.02 64-bit
towards the backK . - At

~ ‘ ‘ .
, ¢ v
. & ALWAYS login to NIS -Elements Software and
& Wa|t~for it to'open, before loading any sample,

this checks if all systems are connected.




NIS-Elements looks like this once
loaded, you should be on the
AAdvanced TabW unl
another.
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Check the laser and camera are
wor k ib"y 'gfbi ng to

seconds, and th NI |

&
[N [to stop scanning. If a live window like

this one appears, t
nothing appears then reboot the system b
closing the software, restart the computer,
turn off number 4, then 3, 2, 1, wait a
minute, and start again. If you need help,

just | et us know, we

how to reboot the system.
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Go back
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STEP 2
Checka Lens And Focus - - »

Please Watch thls V|deo Tor ms’tructlons
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ALWAYS Lower the lenses to
samgine very bottom!!!

.
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#Bcfore clicking on another len e
and/or inserting sample an
sample holde
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With the lenses at the very bottom, check all the

l enses youkl |l be wusing d Nosepiece ) n,
any damage, let us know at the start of your session. 10 20x  40x  60x 40x 100x

ol
Always click and use the 10X or 20X dry lens to start a E E 2| L6

focusing. .
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5 mm minimum ’ v

Clean and load your sample, coverslip side 5Iways
towards 'the lens, the labelling area preferably towalds
*the' right hand side, push it into a corner and clip it

XeloWia WM ake sure to mount your sample 5mm a
from the edge of the slide! You cannot image too ¢

to the edge of the slide. it can damage the ol Coverslip should be 0.17mm thick , usually cal
: - : number 1.5 coverslips, for more informatic

o ‘ N %) ) «v. 2
4’ - —

5 mm minimum

-

_ N _ ) L P please read AWhich (¢
Lens still lowered, move the joystick to align lens arg the WCIC website < Instructior{i .
» A A

sample. . - - TN
p \\ o ...! , b
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6. Selectthe Epiﬂuoresceh‘c':e (NOFarRec)va‘nd’ch'eoR It IS worki

) . M Bue |IM Green I Red M FarRed

7—:‘Focu§on you'r sample via eyepiece, then click the shutter to stop bleac = T2 Pad

Nosepiec
' -

1O 385om [ 10x
. o | | o
8. Z-reset the display number and LOWER THE LENS!!! 2 (@ #75 ]

U Zoom:
0 ' ' ' ! DIC Pri

3 550 nm | []
9. Remove sample, click and change to higher magnification lens, add o\l .0. g

‘~ " 40 621nm [

0 :
10vLﬁ"d sampTG ‘brlng the lens fnto contact with the oil. °.EP] L5 cotore.

11. Change the XY (Joystlck) and Z° (Wheel) ‘speed from FQST (3 arrows) to-SLpW (2 arrows)
0 "

12..0pen the Eplfluorescenoe shutter, focus on your sampfe down the eyepiece agam

A -
‘13. DO;NOT GO 100 mi‘c‘ronsover the zero display-number (ask us for help instead).
-G . » .
14. Only move the joystick when your sampl"e‘ IS In focus down the eyepiece, or if the lens is at the botto

y B o
15. Check other Epifluorescence channels if needed and place someth ou vyan.f"tojrﬁ'e right in the
middle of your field of view. . - N o o
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Change from Eyeplece oCamera e
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NIS| Compact Advanced Stim/FRAP/PA NIS-Elsments AR

Fie Edt Acqure Cabraton Image ROl Hnary Measwre Reference Maco View Devies Wndow Appkatons Addons NIS.a  Hep
x

m.uns x ‘Aewlsll.lm x )
D
C by [ M
e Capture Find

ND Acquire  Large Image:

@2 Pad
Nosepece
a0 B 100k

anc
B a8
Zoom: 1x
DIC Prism: Out
PFS.
Glass  Dichroic  Offset
PFS. N Q
off
Fiters,

Click on the AX tab. In the AXTab, = 7. gomooe =

ND Acquisition X
‘ ‘ AX Scan Area

Blue H Green H Red T 2o | IETWGE IETWEEN IET0ES

T— you will no longer be able to see your B

405 nm Blue 430-475 nm (o]=

(] Custom Metadata "
o . | P

o me B 7 G sample down the eyepiece. e

Setup 488 nm W= Green 499-551 nm
- =8 ] 10

40 nm “arRed 663738 ™

® A

When you are JEk =

Gan () e 10

be active, please do not look at t — .-
lens/sample area on the microscq S e
g while the laser is o

XY Size 205 pm x 205 pm Optical Res. 0.34 pm
Advanced >>

PoelSze: 0144 pm

| o[re———

CloseCurrentDacument(QUERYSAVE_ASK);
ENG 14:23

O Type 0 searc ¢ =T o - ~ RO E=L
A Type here to search e . It B m s =R INTL  26/07/2023
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Choose arAchrﬂQ@C button to duplicate. T ese admin optical configurations are shared
defaults, you Cannot make any'changes to these but you can optimise the duplicated one.

/

—

: 1
. . -' »
AdmanC APZ s ‘each ,AdminOC 2Pass uses the 488  AdmIinOC Simultaneous uses all the
Iaser line one after armand 640 lasers at the same time, lasers at the same time, this is the

this is the slowest option 'fhe?‘swnches fo the 405 and 568 fastest option, however crosstalk will

but it minimisgs cros‘stalk. lasers, this avoilis Using laser linelikely be an issue.
\\ ‘ that are cIoseTogethéﬁM\ 1"“ .
- # good balance between spe'ed andlf cannmm opt| ’ &
. minimalizing crosstalk. © please'iet us know andwe cah

A »




4. Ri1 ght
. Jguide
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c Admin®Ck buTl
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. Admino(' TDA e~ - AArinNr Ci
A

Show OC panel...

Resonant

Unselect

Copy to

Duplicate...

. f’. ’.f‘"'l" & '

‘—'*. . ‘ .
ton to duplicatMyOCk f ori it he Irf

@ Eyepiece Ml AX

! AdminOC 4Pass ! AdminOC 2Pass
Duplicating optical configuration X

AX Pad

‘ML Bo.Setup.. | Add | | Configure
iz R

Name: MyOC 2Pass

Last Used v

f
AutoSignal.a ...
@00 Medium/ To...

@ Eyepiece Ml AX

B AdminOC 4Pass I AdminOC 2Pass I AdminOC Simuttaneous | Il MyoOC 2Pass

Ti2 Pad
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When you make any changes m‘fhe AX pad and AX scan arla,,w | | appeaMyOCke x t

LB »e
but!on. nytlme you want to save any changes

‘sett'l'ngsk | f you do not save the changes bef
conﬁguratlon
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Settlng Up Inltlal Live Vlew '




‘do v°
1. Start with Resonant scanning modse

2. Start with the channel you used to focus on the
-eyepleca d'select all other channelss

e ¥ .
& Startwith 1.0 AU Pinhole slz‘e icking én thy

N 4.

+ N

‘4. _ Start with 2048 AX Scan Area.
o Star’& Wi h Zoom Size har
\too zoomed in 'a'nﬁ therefore have a bigger field of
« . viéw. If you change the bar slider, right click on the
Sca"'Area view box to apply the%hange fhe ¢ square

should have a green boarder around it onceé’p
\
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6.7 PAutoS|g ak allows the
software to try different laser
powers and gain settings, this
will provide a decent set up for
you to view your sample.

>. A :

. Cl Fck . 1;[_
FAutoSignak “and ¢ hppose

N 4,

between Live, Medium and
- ! Fixed, depending how easily

el bleachéd our sample is.
: Q " ‘W
8. "Glose the box and cliek gn the
. '%L]?c')gignak but t%N




AutoSignalw i | |

You shoul

d

t ake

)

e e

a

3 o ENG 14:45
NRE BT a7 5)’
- -




-

9. Once theAutoS|gnaI|§'done you nowv-—- -
need to adjust'your Look Up Table ¢

(L‘UTS; I_'UTs DOES NOT change 10. Adjust your contrast to better view your

sample. Click on Auto Contrast or you
can manually increase contrast by

VOur samr)le Iooks on screerFlrst you dragging this line towards the left.

want to see your entire signal intensity
graph by dragging this bar to the top.

\"FWNHM L

' 800 1200 1600 2000 ~ 2400 2800 ~ 3200 3600 4000 ) | 400 800 = 1200 = 1600 2000 = 2400 = 2800 = 3200 3600 4000

D a@ k- . heaEHe
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Delete dlf‘a\;' Y 3
*contrast v WL . :
e | N " more det ai

Co.ntinuou§ auts  » To keep analysis consistent,
contrast while In live you can copy and paste

view| can cause a Rl LUTs across different
flickering effect. — captured images.
Makes dim targets ‘ For viewing saturation,
.br_ighter while keepin 3 complementary colour
e bright target the same® : recommended. Once an area
- ‘ IS saturated, it loses any
intensity value information.

Auto-contrast [

Controls the Y
faxis log graph ' \5;(' -
: p » The camera 15'a black ané

white camera. You can asslig
any colour combination (O
your captured image.

‘ s .. &
#'Controls the X axis - .

contrast, this
doesnkt change o 35100 pr

captured raw data: | ] $——__ Fitthe histogram

y B : - ’ to this space
, ® A ’ S >

N » : v, 5
Drag and change the threshold of this histogram for better visualisation. X relative to #bit camera Ze.g. 1-bit CCD cemera give
65,536 different intensity values, of which you should not go over 50,000). Yl:log intensity scales =«

-



11. Bring your sample into focus.

Focus down the eyepiece will often be slightly
different to focus on camera, so now click on
KLI VEk, then click awd hover over the
screen, then use your mouse wheel to focus on
your sample. It shouldnkt be too far
your npuse wheﬂl slowly, turping the mouse

A fromyol will lower the lens down,
towards yau willFmove togvards the e “‘
coversllp i you tried to focus and"cCegot see ‘P
anything, please do not keep tlrning themeeSe - N LA
wheel , just | €t uQ.know and wekl [
sample comes into focusS, youkl I ofst en
signal Il ntensity change, stop there once

QETJOR' IR Qe IEMER F O L FN RQ Z

to stop laser scannirg




