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Start Up:
Upon entering the laser room turn on the wall mounted Laser Power Button by pulling it away from the
wall.

Turn on Shutter controllers (far left box on shelf and also 785nm shutter controller box).

Turn on Lasers and allow to warm up for 15 min — 1hr [1hr is best]. (lasers are not connected to the
computer in any way):

633 nm (red): turn key to on position

532 nm (green): Flip switch for power on back of box, wait 5-10 min, then turn key to turn on
488 nm (blue): Flip switch for power on front of box, wait 5-10 min, then turn key to turn on

593 nm (orange): (Rarely used) Flip switch for power, wait 5-10 min then turn key to turn on

785 nm (near IR): only turn on when needed (autofocus) {it has a loud fan}

Turn on other equipment:
LAMDA 10-3 Filter Wheel Controller: needs to be turned on before Labview program on
computer is launched
Stage controller box (MCL box 1) - Flip switch for power on front of box
QPD Control (MCL box 2) — Quadrant Photo Detector - Flip switch for power on front of box

Load Slide onto Sample Holder:
Place a drop of immersion oil on the objective lens. [Immersol type 518F Immersion Qil]
Position the Sample holder with taped-on slide assembly onto the z-positioner stage.
Tighten two red thumb screws to fasten the assembly in place.
Use the z-positioner thumbwheel to lower the stage such that the slide just makes contact with
the oil doplet.
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ositioner :
g\ . Micromirro
assembly
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Turn on Computer/ Start Labview/Glimpse:
Open LabView icon (NI32LV120f3ASD1_hnu-ixon microscopesoftware UW.Ivproj) on Desktop.

[If this file is not yet saved on your desktop there is a copy saved in C:\users\public\publicDocuments\

Make a copy and save it to your desktop for future use.]

File Edit View Project Operate Teols Window Help

EEIEEE =R 2| | &

Items | Files |

= E; Project: NI32LV120f3A5D1_newhnu-ixon microscope software_UW.lvproj
£ B My Computer

e [@ USB Mad city stage

[ [@ ixon camera

w [@ newhnu shutters

=-[@ new-h-nu-ixon

|g;l, Emission filters.ctl

|;§, Filter wheel settings globals.vi

|;g hardware status globals.vi

|;ﬂ knob globalvi

E Laser type.ctt

-] Microscope ID global.vi

|;ﬂ. shutter port lookup.vi

- [l stage globals.vi

o] S —

[i-[@ ixonl024

|;g GPI-Join Sequences.vi

|;g GPI-Movie mergewi

- [l stage controllervi

|;g GPI-Load-5ave settings.vi

- [m GLIMPSE Launchervi

-]l Glimpse Image Display Controllervi

|gﬂ, Camera startup.vi

|§ﬂ. RR autofocus view-calibrate.vi

- [l Multi-mode acquisition vi

|;§. knob drivervi

2 _"5_" Dependencies

[ ‘% Build Specifications

This will open NI32LV120f3ASD1_hnu-ixon microscopesoftware UW.lvproj window
Double click on “Start!.vi”
This opens main Labview/Glimpse window

Click on o to “run”, this starts all windows you should need:
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Shutters Activate.vi window:

Test out Emission Filter Wheel control (you should be able to hear carousel turning after making
selection and pressing the “run” arrow button)

Turn on Red Laser (F4) and select 633LP shutter, press the “run” arrow button to check alignment -
you should be able to visually observe red laser exiting from sample stage (if not, see following pages for

stage controller movement.)

File Edit View Project Operate Tools Window Help

Ernission filter wheel

Closed 488BP 488LP 532LP 633LP 488LP+633N 532LP+633N Open
@

Close

FilterWWheel Shutter
These (F9/F10) control the shutter to

the camera/ detector.

E2

Camera It is a good idea to keep this shutter

Lasers Shutters Status closed when not imaging to reduce
' ' exposure of the detector.

|Elue 488 nm

|Green 532 nm

|Grange 584 nm

Red 633 nm

I

IR 780

All lasers OFF (esc) '

arror ot

MNE2LV120f3A501_newhnu-ixon microscope software W vproj/My Computer| «
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Camera startup.vi window:
Press the “run” arrow button y

Select the box below “Cooling”
This will start cooling the camera and display the CCD Detector Temperature graph

The graph tracing the Detector Temperature should start decreasing towards -80C

The “Cooling status” at the bottom of the window will change once it is ready and the box will
turn green. Do not start a Camera Acquisition until the Cooling status indicates it is ready.

{3 Camera startup.vi | = | B |-

File Edit VYiew Project Operate Tools Window Help me
»[=| @
Cool Warm up CCD & Turn Off Camera &
eeing Carmnera Properties
V <4— stor |
Temp. Set Point  Detector Temperature -64.00 Feiiieds
[l -4 S DUBa7_BYV
0_ E Murmber of H pixels
| 512 _
-40—5 ué— Mumber of V pixels |
60- = 512
-80 —:= 43 Minimum temperature
: i
-100- X -120
120- =5l | -
¥ i 1000 Maximum temperature
i“? Time 20
] p Camera: Andor iXon
Cooling status
i
A . |Ha\.n.=.- not yet Reached 5et Temperature
1' NIB2LV120f3A5D1_newhnu-ixon microscope software UW.vproj/My Computer| < 1] r
s = % :

For Shut Down:

When done with your experiments the detector cooler needs to be shut down by unchecking the
Cooling box. The temperature should be back up to +25 before shutting down the software.
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Autofocus Globals.vi

In normal operation you should not change anything on here except the four options in the
white outlined box at the top:

None

Manual

Auto — Retro-reflection (uses the IR laser)
Auto — Image Analysis (we do not use this one)

File Edit View Project Operate Tools Window Help ®
: e
-1 Mone
() Manual
i@ Auto - Retro-reflection _
I () Auto - Image analysis |
- - |
Image analysis autofocus settings Retro-reflection autofocus settings
| |
focus step (um)  AF every Nth cycle, N = Murmber of sensor RR calibration curve multi-step
4 A i add'l settle time (ms
C 015 r) 1 ;eadlngs to average j — (ms)
i AF series half-width CE I
A Settle time (ms] fftEPﬂ R calibration cunve 1|1.l'|"arr1 if power less than ]
1300 e step size (um) o) 0001 3
: : . ; i ‘
Don't focus Multi-step add'l settle time | 4|0.15
I if contrast < (ms) A e I
| ;\ 1 f; 300 RR cali.bration curve r) 1
g . half-width (steps)
Autofocus Shutters y 5 e -
3 fr) 15 Focus direction is X
ﬂ 0 ¥ Blue 488 nm ;
* |Blue 488 nm RR calibration curve Laser for RR focus
| In——— settle time (ms) 3 > B
- |Elue 488 nm ';) 400 L « IR 780
NI32LV120f3A5D1_newhnu-ixon microscope software_UW.lvproj/My Computer] « | m - - |
. - =
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Glimpse Launcher.vi window

Press the “run” arrow === to launch a Glimpse window.

File Edit Wiew Project Operate Tool

O[] [BeeAf 2 [2)

Run
Seqnce Files

@ Delete acquisition files
@ Read from disk

@ Save to disk

View Sequence
@ Play sequence/Track Objects

Process

@ Subtract background
@ Run Plug-ins
@) Filter

Control Program

@ Help Window

@ About Glimpse

@ et
Playback/Save Mode

F 3
|Frarr1e5
L

MNIE2LV120f3A501_newhnu-ixen microscope software_
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Glimpse Image Display Controller.vi window:

In Multimode Acquisition.vi window select the “run” arrow B and select the yellow
circle “Preview” in Camera Setup Acquisition.vi window — full window image on next page.

The Glimpse Image Display Conroller.vi window will open, make sure the box next to “Autoscale” is
checked.

2|

# | @n]

Control image window £ . Autoscale
\iil ik Presete ﬁBlack -32500 White -31000 ﬁBlack -32500 White -25000
0 1 Il [C] Auto position StOF'
.JJ IR ) N R IR IR @ [] Auto size
Keep thisin comer?  -32768 -20000 -10000 0 10000 20000 '32767

Black/White Levels

Turn on the Red (633 nm) and Green (532 nm) lasers, and select “532LP + 633N” filter

Slowly adjust the z axis with the z-positioner thumb screw on the stage, turning clockwise, lowering the
slide, to get lasers aligned (you should see the beam exiting out of the emission port, you also should
see two beams on the underside of the shelf directly above your sample after passing up through the
objective — these two beams should just about converge as they get into focus).

Now is a good time to adjust and record the power output of the lasers [using power meter on laser
table]

1. Pressthe Power button on the Power Meter to turn it on
2. Pressthe “A up” or “A down” buttons to change to wavelength to match the laser you
are checking
3. Press the “save A” button
Angle the power meter’s sensor into the path of the laser (just before the sample stage)
a. The head of the sensor pivots by 90 degrees into the laser path
With all shutters closed (lasers blocked) press the “zero” button to reset the reading
Open the shutter for the laser you are interested in
Make note of the power reading on the meter
To adjust power of the laser reaching your sample adjust the thumbscrew on the
quarter-wave plate/ “vertical polarizer” (marked with a little white tape flag) in the laser
path
a. The vertical polarizers are continuously variable and will rotate back to the
original settings if the thumbscrew is rotated enough, they can be rotated
indefinitely in either direction and will just cycle through settings
9. Repeat steps 2-8 for all lasers you are using
10. Please remember to turn the power off by pressing the power button until the display
goes blank

o N o WU
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Camera Setup Acquisition.vi window:
Load 40 ul of streptavidin labeled component onto slide

Wait 5 Minutes

Wash channel with 200 ul of mock buffer

In Camera Setup Acquisition.vi window press the Yellow Preview Button to start live acquisition
Add 20 ul of ~200pmol/L RNA solution to channel

Look around towards the corners of the acquisition area to check for good coverage, add more RNA if
needed. Open and close shutter depending on if you need to view image or are prepping solutions, so as
not to overly photobleach your sample.

After loading RNA check a few locations on slide with live (Preview) acquisition and moving the slide
with stage controller.vi window (next page)

P
mCa mera setup acquisition.vi

Can add Max RNA if needed.

File Edit View Project Operate Toels Window Help

Wash channel with 200 uL of mock »@n

buffer + OSS

Now is a good time to check focus
on all lasers

Once you are happy with Laser
focus prepare your extract / final
sample mixture.

Preview emission filter

Closed 488BP 488LP 532LP 633LP 488LP+633M 532LP+633MN Open

\ T
Mumber of preview windows 0.001 0.01 01 1 1E+1

j EM CCD Gain

ol

{ S )

) TR ST I X
Preview Shutters 1 50 100 150 200 250 300
Readout Settings

Camera Parameters (important)

Exposure Time (sec)

Acquisition Mode
E|1|FrameTransfer Run till Abort |
Pixel Rate
#/EM CCD 5 Mhz14 bits |
V Shift Speed (us/row) Preamp Gain
R 2
V' Shift Amplitude High Capacity?

gnormal

Trigger Mode

5'1|Internal |

Image Size
H Bin
&
1
@ setto aar —
V Bin
ol
@ setto 512 x300 ah
@ ; Left Right
Set to Maximum
El ]
L #3512
Top Bottom
El |
CIN
Shutter
Auto vl
CEAISSPEARSUE Tifne (sec)
0.0000 -
NI32LV120f3ASD1_newhnu-ixon microscope software_UW.Ivproj/My Computer| ¢ [l 3
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Stage Controller.vi window:
Allows you to control the movement of the stage in the x, y & z axis from the computer.
You can manually fine tune focus by using the up and down arrows for the “z step” (um.)

Further focusing can be done with the Retro-Reflect Autofocus window (next page).

File Edit Wiew Project Operate Tools Window Help

| 2][@[1]

Joaoo [ Wefiooo |, |

NI32LV120f3ASD1_newhnu-ixon microscope software UW.lvproj/My Computd

10
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RR autofocus view calibrate.vi window:

Make sure the Near IR (785 nm) laser is turned on.
Click on arrow button to “run”, "

Click on the yellow “Do calibration” box to start calibration curve.

A “good” calibration curve is one where increasing “z(um)” correlates, roughly linearly, with increasing
“RR position” (you may see either a positive or negative correlation, as long as it looks linear it is OK)

PRL W raTOTE T
|

S
File Edit VYiew Project Operate Tools Window Help
i [2|@n 32381
. Do calibration i Signed 16-
XY Position E.@Jﬂ J E — Igne
! #00
Calibration curve o0

m

] i ] I ]
46 48 50 52 54

Intensity
Position

|
0 300
Time Time

NIE2LV120f3A5D1_newhnu-ixon microscope software_UW. lvproj/My Computer| 1 1 F

Now is a good time to recheck all acquisition parameters (# frames, # repeats, etc.)
Add 40 ul of Extract to your sample channel on slide
Focus with z-step on stage controller.vi window

Start collecting acquisition by clicking the go arrow button on the Multimode Acquisition.vi window

11
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Multimode ACC]U isition.vi window: set most acquisition parameters, experiment specific:

Exposure time: 1 sec (typical, but dependent on your experimental design)

Em CCD Gain: ~100 (increases signal and noise)

Upper lilac box (Acquisition mode, etc.): do not change these settings

Lower lilac box: Sets image size by selecting which pixels on sensor to record (full 1-512:1-512)

(e.g. Left:40, Right: 330, Top: 1, Bottom:512)

Acquisition Protocol (yellow Box): Set up acquisition protocol/steps — runs leftmost box first,
then right sided box — select which lasers are on and filter setting.

-usually keep “Number of frames to acquire” at 1

-“Wait after frames” can insert a waiting period in seconds after this box is run

-“# times to repeat” enter number of frames you want to collect under these settings

Max cycles: (e.g. 6) the number of times the program will repeat the conditions in the
Acquisition Protocol box to complete the experiment

Cycle Interval(s): how long the computer pauses between each cycle of the experiment (e.g. 0)

When you are ready to start your acquisition select the “run” arrow 2

Press the Green Go button and remember to select the box next to Autoscale

[ 78 Multi-mode acqut
5 Multi e acqui
File Edit View Project Operate Tools Window Help

OE [ 150t Application Font |~ (B |[Ta ”g-\

Camera Parameters
Cycle Interval ()

o0

Mas cycles
6

Exposure Time (sec)

(I

I
0.001 0.01 01
EM CCD Gain

3
I | :
100
1 50 100 150 200 250 300
Readout Settings

i |

D
1 1E+1

Acquisition Mode

3 Frame Transfer Run till Abert |

Pixel Rate
/M CCD 5 Mhz 14 bits |

Preamp Gain
| 2+ |
High Capacity?

V Shift Speed (us/row)
65
V Shift Amplitude

Trigger Mode

Sintemal

Image Size

e

H Bin

Right

40 k20

Bottom

Auto R d

Camera: Andor iXon

NEZLV12013A501_newhni-ixon microscope software_UW Ivproj/ My Computer] «

Scan Fields
[CloFF

Scan fields options

Delay after
\Wait after each field filter change
@ (ms)

'Wait after last field )

||

Acquisition Protocol

Title

Acquired Image

Lasers

: Blue 488 nm

= |Blue 238 nm

> |Blue 488 nm
Emission filter

Closed 488BP 488LP 532LP 633LP 488LP+633MN 532LP+633N Open

e

Number of frames to acquire
aL
il
Wait after frames
el
El 0.00
£ times to repeat
£l
o |

‘
Mote: In all panels, Ctrl-H displays the Context Help
Window. Hover mouse over panel icon or controls for
context help.

+|Blue 238 nm

Title

Acquired Image

Lasers

: Green 532 nm
* Red 633 nm

- Blue 488 nm

Emission filter

Closed 488BP 488LP 532LP 633LP 488LP+633N 532LP+633N Open
° E

Number of frames to acquire
£

bl

Wait after frames

5500

£ times to repeat

oo |

[

12
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Multimode Acquisistion example setup (Josh Larson)
FJwm

File Edit View Project Operate Tools Windew Help

O@‘lEptApph(at\nn Fort |« || o | e |25 ‘

Camera Parameters.

Cycle Interval (5)

Exposure Time (sec) Scan fields options

y
0 Delay after
u El
{ | 5 Scan Fields| Wit after each field filter change
o T i w0 . s
L L - ax. cycles ait after last fiel 5
EM CCD Gain ¢ ||

(—— |

T Pieriiieing
50 100 150 200 250 300

1
Readout Settings
Acquisition Mode Acquisition Protocol
i
3| Frame Transfer Run till Abort | f)U Title Title
Pixel Rate Acquired Image Acquired Image
4[EM CCD 5 Mhz 14 bits | Lacers Lacers
V Shift Speed (us/row) Preamp Gain - .
’7 ﬂ’— +[Blue 488 nm L |Green 532 nm
s | 2 | - [Blue 488 % |Red 633 nm
V Shift Amplitude High Capacity? e ]
$lnomal 2 [Blue 488 nm
Trigger Mode Emission filter Emission filter
|
glintemal Closed 483BP 483LP 532LP 633LP 488LP+633N 532LP+633N Open || Closed 483BP 483LP 532LP 633LP 438LP~633N 532LP+633N Open
Image Size € ® © € € (s € € ® & € € s ® (¢]
HBin Number of frames to acquire Number of frames to acquire
4 4
H I A |
o ;Nait after frames ;Nait after frames
M =00.00 =/5.00
il
ﬂf Kb £ times to repeat £ times to repeat
ight E E
440 4330 f 4
Top Bottom MNote: In all panels, Ctrl-H displays the Context Help
et e Window. Hover mouse over panel icon or controls for
!g u512 contest help. -
~|Blue 488 nm
Shutter
Auto -

Camera: Andor iXon

I NIE2LV120f3ASDI_newhnu-ion microscope software_UW.vproj/My Computer] ¢ 0

The length of time for each frame is defined as one second.

The area the detector being captured for each frame is defined by positions 40 Left, 130 Right and 1 Top
and 512 Bottom.

1. The Blue Laser shutter is opened. The emission filter wheel rotates to the 488P position. Data is
collected for 10 frames with no additional pause time (total approximate time 10 seconds).

2. The Blue Laser shutter is closed. The Red and Green Laser Shutters are opened and the
emission filter wheel rotates to the 522LP + 633N position. Data is collected for 60 frames,
followed by a 5 second pause (total approximate time 65 seconds).

3. The Red and Green Laser Shutters are closed and the IR Laser shutter is opened. The sample is
focused using the IR laser Retro Reflect protocol. The IR Laser shutter is closed.

4. Repeat steps 1-3 for an additional 5 times (6 times total)

13
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Multimode Acquisistion example setup (Sarah Hansen)

File Edit View Project Operste Tools Window Help
pins
[10][15pt Application Font |~ |[5= e~ [~ ][9] il >earch m ml:‘ =

Camera Parameters

Cycle Interval
Exposure Time (sec) ycle Interval (<)

(—— |

CE TR 1
0.001 001 01 1 1E+1

Scan fields options
Delay after

Sean Filda | Weit after each fiid S
OFF |\t after last field A
st after last fie
[

Max. cycles
EM CCD Gain T —
I ) o
‘ “““““““““““““““““““““““““ } !I =
1 50 100 150 200 250 300
Readout Settings
Acquisition Mode Acquisition Protocol
A
4[Frame Transfer Run till Abort | —) [ Tile
Phxel Rate Acquired Image [Acquired Image
Hem ccD 5 Mhe14 bies | Lasers Lasers
V Shift Speed (us/row) Preamp Gain " -
Green 532 nm Green 532 nm
p e dforeensszom_| 3fareenszzm_|
i3 ] e | B
V Shift Amplitude High Capacity? Eedicssinn -
Trigger Mode Emission fifter Emission filter
Yotema |
glntemal Closed 488BP 483LP 532LP 633LP 438LP+633N 532LP+633N Open ||| Closed 48BEP 488LP 532LP 633LP 48LP+633N 532LP+633N Open
Image Size ® 5
HBin Nurnber of frames to acquire Number of frames to acquire
o |
H[ | cI—
e ;N;m after frames ;N;nt after frames
" 3500 5500
i
54 # times to repeat £ times to repeat
Left Right Is 3 Iﬂhoi
N ¥ i 5
H HED -
T Bottom Mote: In all panels, Ctrl-H displays the Context Help
u i Window. Hover mouse over panel icon or controls for
A e contest help .
o 2|Bue 488 nm

Auto hd

Camera: Andor iXon

B[ NE2L V12073 ASDI_newhnu-fxon microscope software_UW.Ivproj/My Computer] ¢ i

The length of time for each frame is defined as one second.

The area the detector being captured for each frame is defined by positions 40 Left, 130 Right and 1 Top
and 512 Bottom.

1. The Red and Green Laser Shutters are opened and the emission filter wheel rotates to the 522LP
+ 633N position. Data is collected for 2 frames, followed by a 5 second pause (total approximate
time 7 seconds).

2. The Red Laser shutter is closed. The emission filter wheel stays at the 522LP + 633N position.
Data is collected for 10 frames, followed by a 5 second pause (total approximate time 15
seconds).

3. The Green Laser Shutter is closed and the IR Laser shutter is opened. The sample is focused
using the IR laser Retro Reflect protocol. The IR Laser shutter is closed.

4. Repeat steps 1-3 for an additional 29 times (30 times total)

14
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Merging/Joining multiple videos into one video
Can be performed from Glimpse with microscope “on” or “off”

If starting up Glimpse while microscope (lasers, shutters, etc.) is off, follow procedure as written on page
2. You will probably get some error messages when Glimpse tries to communicate with the shutter
controller (“Filter wheel controller”) and does not receive a reply. Select “Skip” for this:

Filter wheel controller
on port did not initialize.
Probably it isn't
connected or the

power isn't on.

skip ||

f Error -1073807343 occurred at VISA Write in
sullx Configure Shutter.vi->5tartLvi

Possible reason(s):

VISA: (Hex 0xBFFFO0L1) Insufficient location information

or the device or resource is not present in the system.

¢ Continue |[ Stop

You can close most of the windows to clear up the screen, do not close Glimpse Launcher.vi, you will
need it.

From here on instructions should be the same whether the microscope is on or off.
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Glimpse Launcher.vi:
Select the “run” arrow iy
Select the blue circle next to “Run Plug-ins”

This will open the Glimpse Plugin Handler.vi window

File Edit View Project Operate Tool

BMEDENE

Run
Seqnce Files

@ Delete acquisition files

@ Read from disk

@ Save to disk

View Sequence
@ Play sequence/Track Objects

Process

@ Subtract background
@ Run Plug-ins —
@ Filter

Control Program
@ Help Window
@ About Glimpse

@ wit
Playback/5ave Mode

s
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v

MI32LV120f3A5D] _newhnu-ixon microscope software_

Last Modlified 03/30/2017 Chris DeCiantis
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Glimpse Plugin Handler.vi
Select “Join Sequences” from the “Available Plug-ins” menu

Press the “Execute” button

This will open the GPI-Join Sequences.vi

Edit View Project Operate Tools Window Help

Available Plug-ins

test

Live Video Adjust

Record time lapse sequence
Record Video Sequence

Movie merge

Ad

Select a VI and press Execute,

stripped path
CA\Glimpselglimpse core

MIF2LY120f2A501_newhnu-ixon microscope software_ UW.lvproj/My Computer| <
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GPI-Join Sequences.vi

Select the uppermost file icon to browse for and choose the file you want to be at the beginning of the
merged movie.

Subsequently, select the movie segments you want second, third, ect. in the merged movie by clicking
on the following folder icons.

I3 GPI-Join Sequenceswi

File Edit View Project Operate Tools Window Help

Glirnpse sequence file directories to be merg

¢

\temp\deciantis\deciantis00003
©\temp\deciantis\deciantis00002

NI32LV120f3ASD1_newhnu-ixon microscope software UW.lvproj/My Computer| « | m | ¢

19



CoSMoS Starter Guide 1.6 Hoskins Lab Last Modlified 03/30/2017 Chris DeCiantis

Once all segments have been selected, check the output directory that new movie will to save to listed
at the bottom of the window. Press the “Go!” button and the program will start joining the sequences
into a new glimpse movie in the designated directory.

File Edit View Project Operate Tools Window Help

citempideciantisideciantis00003
citempideciantishdeciantis00002

MNIE32LV120f3A501_newhnu-ixon microscope software UW.lvproj/My Computer| 4 |l| 3

When done select the red exit button.
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Playback of merged video:

Select the “run” arrow u
|||:';|-

Select “Play sequence/Track Objects” in the Glimpse Launcher.vi window

File Edit VYiew Project Operate Tool

S [ A [ ]

Run
'Seqnce Files

@ Delete acquisition files

@ Read from disk

@ Save to disk

View Sequence

@ Play sequence/Track Objects —

Process

@ Subtract background

@ Run Plug-ins
@ Filter

Control Program
@ Help Window
@ About Glimpse

@ it
Playback/5ave Mode

L |Frarr1es
L

MI32LY120f3A501_newhnu-ixon microscope software_

Select the movie you want to view and hit OK

B Change sequenc

D @[

9 chternphdeciantisi deciantis00003

Other

5, chtemphdeciantisideciantis00003
Highest Mumber |
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