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Recommended System Requirements

OsS: Windows 10 64 bit

CPU: 8 GEN intel i5-8500 / AMD Ryzen 5 3600XT or newer

RAM: 16GB DDR4 / 32GB DDR4 (recommended for large datasets.)

GPU: (not required) / NVIDIA GTX 1070 (minimum for model training of

datasets larger than 1M traces in reasonable time.)

Storage: Minimum 1TB permanent storage for single molecule data (recommend
SSD. Use permanent storage for fastest data load times instead of
networked storage where possible.)

Software: Microsoft Excel or equivalent program (such as open officeddinatead
Xlsx files and contains a numerical solver must be installed.

Monitor: Minimum 1080p (1920x1080) display resolution.
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l_internal 06,/01,/2024 19:24 File folder
ms_300fr_COrganic_high_SMR_modeld B:55 File folder

r_Protein_high_SMR_model2 03/ B:55 File folder

r_Protein_low_SME_model2 03, B:55 File folder
l 300_fr_position_model | File folder
l icons 128 File folder
B calibration optimizer template.xlsx 3 Microsoft Bxcel W... 17 KB
I:H calibration.xlsx 02/ Microsoft Excel W... 12 KB

B config.dat 06/ 0:3 DAT File 1KB

.. criteria.dat 40 DAT File 1EKEB
.. defaults.dat 06/ 0:3 DAT File 1EKEB
B fit_licenceftl 3 FTL File 1KB
B FluoroTensor Colocalization and Steps Te... 08/ T Microsoft Excel W... 77 KB
B FluoroTensor Tracking Template.xlsx 12/10/2022 14:36 Microsoft Excel W... 9 KB
! FluoroTensor vb.6.8r (Latest).exe 06/01/2024 19:24 Application 20415 KB
! Icon.ico 23/02/2022 11:43 lcon 5 KB
. Idata.haf 10/2022 09:52 HAF File 655 KB
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B .ide: 09:46 File folder

l 100ms_300fr_Organic_high_SMR_modeld 3 5 File folder

l 100 00fr_Protein_high_SMNR_model2 /0 3 5 File folder

. 100 00fr_Protein_low_SMR_model2 3 File folder

l 300_fr_position_rmodel ] 3 File folder

l icons 2023 File folder

. VENY 0 3 File folder
asnr_calc.py 3 : JetBrains PyChar...
I:H calibration.xlsx ] Microsoft Excel W...
B config.dat : DAT File

E criteria.dat 3 DAT File

E defaults.dat 25/ 3 DAT File

I fit_licence fil : 2 FTL File
FluaraTensor.py / ] JetBrains PyChar...
! icon.co 2 lcon

B 'data.haf 7/ 2 HAF File
sklearn_rZ.py 4 JetBrains PyChar...
TIRF_lib.py 07/11/2023 17:18 JetBrains PyChar...
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Import

Import Raw k

Import Spreadsheet

Senalisation (Save/Load)

Load Data File
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Marker - Cyanine 5

Start frame 10

Mumber of frames

Background %

Analyse
Spot Criteria

Refresh View Redo Frames
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Automate Av. Mode Detect Spots All Traces Mon Coloc. Open RAW Coloc. Calibration
Load TIF
Quality Chk Remove Spots Calculate Colocalized Traces Set Defaults Force Colocalization
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Open Traces

Import to FluoroTensor
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Automate Av. Mode Detect Er ots Mon Coloc. 0] pen RAW Coloc. Calibration

Load TIF
k Quality Chk ve & Calculate Colocalized Traces Set Defaults Force Colocalization
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TIF File

TIF File

TIF File

3 i, 0 TIF File

B 23110 2 TIF File
B 231101 111214 PELtif 3 11:13 TIF File
B 231101 111349 PELtif 5 TIF File
B 221101 111525 PELtif 01/1 311:17 TIF File
EA 231101 111700 PELtif 01/11/2023 11:1§ TIF File
B 221101 111933 PELtif 01/1 311:2 TIF File
El 231101 112 TIF File
B 221101 112243 PELtif J11/2023 11:2 TIF File
B 231101 112419 PELtif TIF File
B 221101 112554 PELtif 01/11/2023 11:27 TIF File

31101 111700 PELtif

% E}PE »+ &E AJoo ]*%o0 C v 3Z 3}} %o YWPV]VEZu3S hivA]o &
L0 Z e v 0} X & E o EP .0 * }E (E}uho}AYVIPEA® vusA}E |
E]A « §Z Alv }A u C Ju HVE *%}Vve]A (JE <<Z}ES % E]} }(

Loading TIF file...
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" Error! — O *

An error occurred while attempting to create wview: 488.

Traceback (most recent call last):
File "FluoroTensor.py", line 46195, in create view 488
File "TIRF 1lib.py", line 246, in calculate power
IndexError: tuple index out of range
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Start frame Start frame 630 Start frame

MNumber of frames MNumber of frames Number of frames

Background % 95 Background % 95 Background %

Analyse Analyse Analyse

Spot Criteria Spot Criteria Spot Criteria

Refresh View Redo Frames ledo Frames Refresh View Redo Frames

Brightness Brightness Erightness

inv. Power inv. Power inv. Power
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Automate Ay, Mode

Detect Spots All Traces

Coloc. Calibration

Quality Chk Remaove Spots

Force Colocalization
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/' Raw TIF Stack ¢ Raw TIF Stack
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Automnate Av. Mode Detect Spots All Traces MNon Coloc. Coloc. Calibration

Quality Chk Remove Spots Calculate Colocalized Traces . Jults orce Colocalization
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£ Default Parareters Set-Up

’— Marker 36Tnm 488nm

Start frame 10 320 630

MNumber of frames

Background %

Convolutions

Restore Defaults

Import Current
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¢ Default Parameters Set-Up

’7 Marker 561nm 488nm
0 320

Start frame
Mumber of frames

Background %
Convolutions

Apply

Close

¢ Configure fluorophores

Select a laser wavelength, then enter the name of the
fluorophore for that wavelength.

rarker fluorophore

488nm fluocrophore u

« |
|

Enter name of 561nm fluorophare

Cancel

"I 561Tnm ﬂutlrljphljrt'!

Alexa-b55

OE | Cancel |
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Start frame
Number of frames
Background %

Analyse
Spot Criteria

Refrech View
Refresh Vie
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Automate Detect Spots All Traces Mon Coloc. Coloc. Calibration

Quality Chk Remove Spots Calculate Colocalized Traces Set Defaults Force Colocalization
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/' Warning: Spot does not fit criterial

Add Spot Anyway Reject Spot
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Coordinate Crigin: Top Left

Coordinates (x, y): 58.6, 46.5

:;""': 20 Gaussian Sigmalx): 1.4762

20 Gaussian Sigmaly): 1.2584
Gaussian Amplitude: 32.4491
GaussFit Residual: 1.6345

Eccentricity (min / maj): 0.8525
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Start frame

Mumber of frames

Background %

Analyse

Spot Criteria

Refresh View Redo Frames

Brightness
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* Spot Criteria - 428nm

Help

Detection threshold
Averaging threshold

Kernel residual threshold
Minimum sigma (Gauss2D)
Maximum sigma

Absolute Intensity (0 - 255)
Gaussian Amplitude Threshold
Eccentricity threshold

Gaussian residual threshold

Restore Defaults
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Automate Av, Mode Detect Spots All Traces Mon Coloc. Open RAW Coloc. Calibration
Load TIF
Quality Chk Remove Spots Calculate Co ized Traces Set Defaults orce zation
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¢ FuoroTensor Import Quete - Traces

Trace 1, Cyanine 5, Spot 1
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Uncorrected photon count (A.U.)
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Trace coordinate (frames)
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Delete All Traces
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 FluoroTensor Import Quetse - Traces

Colocalization Percentage: Trend Over Time

TIF file (in order they were loaded.)

Trace 125, mEGFP, Spot 71
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Uncorrected photon count (A.U.
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Autormnate Av. Mode Detect Spots All Traces Non Coloc, W Coloc. Calibration
Load TIF
Quality Chk Remove Spots Calculate Colocalized Traces Set Defaults Force Colocalization
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l _internal

l 100rms_
l 300_fr_position_model

l icons

B calibration optimizer template.x|sx
I:H calibration.xlsx
B config.dat

KB criteria.dat

B defaults.dat
B fit_licenceftl

B FluoroTensor Colocalization and Steps Te...

5_300fr_Crganic_high_SMR_modeld
fr_Protein_high_SMR_model2

300fr_Protein_low_SMR_model2

14, 3
02/11/2023 20:37
24 16:13
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B FluoroTensor Tracking Template.
! FluoroTensor v6.6.8r (Latest).exe
! icon.ico

. Idata.haf
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ECEL BrX rShoSe V)Vl

sz

YO e v

v §Z &op}EPd WIBE ()@ VEX dZ]
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File folder

File folder

File folder

File folder

File folder

File folder
Microsoft Excel W...
Microsoft Excel W...
DAT File

DAT File

DAT File

(B
Application 20,415 KB

lcon

HAF File

K% v §Z .0 8} Al A §Z Z]*8})EC }( 0] & Y}V % E u § E+W
A B C D E [ G H | J K L M N
1 |Ca|ibration Date (YYYYMMDD) I 20220324 20220527 20220815 20220818 20221212 20221213 20221219 20230117 20230203 20230217 20230301 20231102
2 FORCE CALIBRATION
3 M 31.14 26.16 o o o 0 0 0 0 0 0 o
4 Y, 1.11 0.5 2942.457 o i} 0 0 0 i) i) o i}
5 M 1089.61 1155.47 12851.46 i} 202.57 165.155 242535 292.999 270.194 448.28  279.272 337.47
6 Y¢ 0 33.73 43.63 o 159.57 127.425 170.312 192.454 191.992 151.358 108.487 191.799
T SFy 1148.29 3984.77 282.34 10000 63.54 97.665 114.902 88.222 63.638 122.417 76,799 128.294
8 |SF, 212.3 878.31 4427.96 10000 63.84 87.25 100.941 81.119 91.064 102.274 69.06 104.801
9
10 Colocalization Criterion 1.5 1.5 1.5 2 2 2 2 2 2 2 2 2
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Automate Av. Mode Detect Spots

Remowve Spots
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£ Calibration

To maintain integri he calibration cannot be changed f

calibration

Reload Calibration

Colocalization Criterion: 2.0 pixels
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' Calibration - m} *

Calibrate chromatic shift correction.

Image Fluororescent beads using 1 mW powers for €40nm and 488nm lascers with EM
GATN set to 300. Use 640nm in marker channel and 488nm in 4838nm secondary
channel. Analyse data using the calibration window until no fewer than 20
colocalized spots have been saved. Spots should be well scparated as
colocalization threshold will be modified to 5 pixels to ensure shifted beads
are identified. Then export to the calibration optimizer template and use the
excel solver add-in to minimise 55D by changing Xc, ¥c, S5Fx, and 5Fy. Set
constraints such that SFx and S5Fy must be greater or equal to 1. Then enter the
wvalues into the calibration excel spreadsheet to 3 decimal places. Enter the
date in ¥YYYYMMDD order, X0 and Y0 should be set to 0. Then, making sure the
template is mot open, save the calibration spreadsheet and press 'Reload
Calibration' in the FluoroTensor calibration window.
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" Calibration b4

Template

Current File: None
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Analyse Calib. TIF Export to Optimizer Template

m Oligo Mode
Current File: 180732

,53.61,236.1
468, 129.03
42,4739

14629, 205 4

176.12,218
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. _internal 0 4 19:24 File folder
File folder
File folder
File folder
File folder
[ File folder
B calibration optimizer template - Microsoft Excel W...
1(3 calibration eptimizer templat / Microso W

K:E calibratio

KB config.dat 416 DAT File
KE criteria.dat 20 DAT File
H defaults.dat 412 DAT File
B fit_licenceftl
B FluoroTenso

] sOr v (Latest).ex 0 Applicatio
! icon.ico 3 lcon

B \data.haf 10, HAF File
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¢ Calibration

Analyse Calib. TIF 3P er Template

Oligo Mode l _internal

Current File: 182510

L 3 File folder
B calibration optimizer template - C tls 3 Microsoft

X} calibration optimizer template. M

e | calibration optimizer template - Ce
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¢ Export complete = O X

Data exXxport to excel optimizer has finished successfully.
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2
3 [x Iv [ Jox DY I [x [ PARAMS ERRORS
4 5471 13515 0.02075_0.28358 10 055 Xc 165.1552558. SSDX 681357
5 7599 12908 0.39703 0.06897 0.15763 131 0.05 Yo 127.4246436 s5DY 1.64866
6 9763 4842 05186 0.1245 0.26895 171 103 SFx 97.66520135 55D 8.46263
7| 14692 2048 044328 0.28683 0.1965 0.63 06 SFy £7.24950221
8 17642 2332 041534 0.30682 0.17251 03 15
3 116 23237 035226 0.57282 122 083 ROUNDED SUMDX | 13.0443
10| 4873 3152 054815 0.27226 173 136 *c 165.155 SUMDY | 6.29466
11 1029 4138 0.37256| 0.08381 101 107 Yc 127.425 S(TEX) 2682
12| 10037 4784 024666 0.01785 091 053 SFx 97.665 S(TY-¥) 30.15
13| 13453 64.97 0.03643 0.09582 0.35 0.62 SFy B1.25
14 13442 210 0.0753 0.26643 039 068
15 4624 22012 113758 0.08557 i 008 107 MSEX | 0.17832
16 6217 4145 6141 4068 BL1155 404747 029447 0.21527 0.08571| 0 076 077 MSEY | 0.04339
7 7103 4271 706 4198 700662 41.7391 053375 0.20085 0.28489| 0 043 077 STDEWX | 0.25128
18 9198 10317 9201 10311 912308 102892 077925 0.21793 0.60722| O 0.03 0.06 1l STDEWY | 0.12797
19| 12436 23232 12263 23347 123841 233522 078873 0.05225 0.62209| 0 037 115
20| 1555  17.04 15591 1581 155401 15.7748 050886 0.03516 i 041 133
21 15082 9441 15142 2432 150774 940316 0.64576 0.28839 i 05 0.09
2 1816 1161 18231 11613 181768 11597 054162 0.2198 071 0.08
2| 23516 21361 2607 21467 225774 214598 029561 0.0722 081 1.06
24 | 1606 2784 1389 2652 145334 266985 05434| 0.17862 207 132
25 2451 4481 2273 4381 231709 439643 038095 0.05427 182 1
26 706 4996 7002 4872 696318 49.0721 038816 0.35215 058 134
27| 762 19801 7555 19876 752892 198819 0.26082| 0.05901 0.65 075
28 1397 16296 13957 1832 139439 163.367 013064 0.16728 013 024
25| 16115 6517 16111 6453 161109 64.4565 0.00101] 007352 004 D64
30 19532 23731 19578 23832 195629 238569 015114 0.24944 046 101
31 21117 180.89 21175 18133 211641 181503 010885 017279 058 044
32 | 22631 4973 2702 4875 226536 48.8395 0.08383 0.08951 071 058
33 | 24301 2131 22811 1958 243807 198915 030284 031149 i3] A5
34| 3406 1937 328 1811 327177 181315 0.08229 0.02154 126 126
35 | 4883 23735 4813 23827 476389 23861 0.29106  0.3399 07 092
36 | 7953 23793 7909 23891 786533 239.197 043672 0.28654 0.08211 044 DS
37 | 9324 16104 9289 16146 925037 151425 038634 0.03472 0.00121 0.35 042
38 | 17612 8452 17637 84a 176232 844328 013773 003284 0.25 052
39 17487 10757 17503 10738 174863 107342 0.06053 0.03756 000141 016 019
40 20077 19416 2102 19493 210227 184925 0.02681| 0.00512 26E-05 043 077
41 22384 11172 22456 11148 226441 11154 011812 005 00025 072 033
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G | . . . .
Enere I”_—‘@} View and manage Microsoft Office Add-ins.
Formulas
Data Add-ins
Procfing MName Location
Save Active Application Add-ins
Acrobat PDFMaker Office COM Addin Ch..aker Office' a6 PDFMOfficelddir
Language Sohver Add-in C:\...ffice16\Librany\SOLVER\SOLVER.XI

Ease of Access
aeE ot Aeee Inactive Application Add-ins

Advanced Analysis ToolPak Chfficel@\Library\Analysis\ANALYS3,

. Analysis ToolPak - VBA Ch..elbiLibrany\Analysis\ ATPVBAEN.X
Customise Ribbon Euro Currency Toals C:\...00t\Office 16\ Libran \EUROTOOL.
Quick Access Toolbar Inquire Choft Office\Office16\DCP\NativeShi

Microsoft Actions Pane 3

Microsoft Power Map for Excel

Microsoft Power Pivot for Excel
Trust Center

Excel Add-in\EXCELPLUGINSHELL
Add-in\PowerPivotExcelClientAdd
OpenSohver Yiueolleac.ukh..LinearWin\COpenSaolver,
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Customise Ribbon

Quick Access Toolbar

Add-ins

Trust Center

o $Z A& o rjve[ Jv §Z

| ~upCE

Add-ins

MGy I UUIraR T v ue S L S TUWALILA LY WG 303 W TV LS T ALsT YD LALTE MU=
Euro Currency Tools ChootiOfficel B\ Librany\EUROTOOLXLAM  Excel Add-in
Inquire Ch..oft Officel\Office1 84 DCFNativeShim.dll - COM Add-in
Micrasoft Actions Pane 3 XML Expansion Pack
Microsoft Power Map for Excel Cih. Excel Add-in\EXCELPLUGINSHELL.DLL ~ COM Add-in
Microsoft Power Pivot for Excel ChoAdd-intPowerPivotExcelClientAddin.dll - COM Add-in
OpenSolver Yiuolleac.ukl.. LinearWin\OpenSolverxlam  Excel Add-in
Document-related Add-ins
No Document-related Add-ins
Disabled Application Add-ins =
Aln Nicahled Annlicatina Add-inc Ei
Add-in: Acrobat PDFMaker Office COM Addin
Publisher: Adobe Inc.
Compatibility: Mo compatibility information available
Location: C:\Program Files (x86)\Adobe\Acrobat DCWPDFMaker\ Office'x 64\PDFMOfficeAddin.dll
Description:  Acrobat PDFMaker Office COM Addin
Manage: | Excel Add-ins v| | Qo,&
ok || Cancel

E}% }YAv u v

Add-ins available:

[ ] analysis ToolPak
|:|Analy5is ToolPak

[Jopensolver

- VBA

|:| Euro Currency Tools

nl'l.rer Add-in

0K
Cancel
Browse...

Automation...

i

Solver Add-in

Tool for optimisation and equation solving

§Z Z~}oA &

I utu v8 8} JvesS ooX

rivi

YVE ] Z 1 v
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calibration optimizer template - Copy.xlsx - Excel

File Home Insert Page Layout Formulas Data& Review View Help Acrobat

dZ v o]l }v Z*"}oA E[ uv E 8Z Z v oCe [ « (8w Sz GEEPESIN2WN

L L o = 25 Salver
= ¥
Hp B3 | ®H =5 HH N
What-If Forecast Group Ungroup Subtotal :
Analysis ~  Sheet & &
Forecast Cutline Fu Analyze

DIl eu@E 5Z +}oA E ]* u]v]u]e]vP 00 yo CZ}AwYWRAN® §¥ZEBEUP.
§Z <}0A]JvP u 8Z} ]+ + 8 8} Z2'Z' vivo]v & 3v OpweHE& Jw héu ZE 3
PE 8§ E $Z v iXiiX dZ v % E *+ «}JoA W

Solver Parameters *

Set Objective: Sx56| +
To: () Max ® Min () Value Of: 0

By Changing Variable Cells:

SUS4:5U5T +

Subject to the Constraints:

SUSE =001
Add
SUST =001 -
Change
Delete
Reset All
Load/Save

Make Unconstrained Wariables Non-Negative

Select a Solving GRG Nonlinear ~ Options
Method:

Solving Method

Select the GRG Monlinear engine for Solver Problems that are smooth nonlinear, Select the LP
Simplex engine for linear Solver Problems, and select the Evolutionary engine for Solver
problems that are non-smaoth,
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Solver Results >

Solver converged in probability to a global solution.

Reports
Answer
@ Keep Solver Solution
O Bestore Original Values
[ return to Solver Parameters Dialog [] outline Reports

: Cancel | Save Scenario...

Solver converged in probability to a global solution.

The GRG engine has probably found a globally optimal solution.

VeuE 8Z Z< % ~}oA E ~}opY}v[ & ]} HO}IVE]PA«}6o & 3FZ $Z v
Z 0] E Y}VXEo0o/E[ .0 Jv 83Z &Oop}E}d ve}BEZ}opEE M3 B Alv}
zzzzDD }E & ]Jv 8Z .E+3 E}AW

L M | N o
1230217 20230301 20231102| 20240108]

0 0 0

0 0 0
448,28  279.272 387.47
151.358 108.487  191.799
122.417 76.799  128.294
102.274 69.06  104.801
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Iv E}A« i v (JuEU v E iU v Jv E}A TEVEZE $Z2XP Xd} T Hl] £} 0
M 0 P
7 20230301 20231102 20240108
0 0 0 0
0 0 0 0
8§ 279.272 38747
g 108.487 191.799
7 76.799 128.294
4 69.06  104.801
2 2 2| 2L|
dZ v P} | §} §Z 0] E Y}V }% VYu]l E 8§ u%o0°30 3T SZA EJpuvs *}o,
% @& u § Ee+ Jv o00° hiil SZE}IYUPZ hiiT v }%C S$Z uW
ROUNDED Calibri /11 « A" A" B2~ 9% 9
Xe 151,534  ——— = D’Euu
Y %6063 B I = O~ Aviv~ QG id
SFx 95.53'.-'| S[TY-Y) 015
SFy 93.311
& Cut
[ Copy N
ﬁfl Paste Options:
s
"} | 8} 82 Z o] & Y}VXAEo+&E[ .0 }VSE]PAE ®IYIMv WA i Vv
0 3§ 8Z Zs ol o[ % 5 }%Y}IvU }3Z EA]s EGS(AEVIS AWXFdX } %
2 L i Q E L M M 8] P
| 20231102) 20240108 30217 20230301 20231102 20240108
' . (Calibii <11 AT AR % 9 EF
BI=Zd A H BN 0 0 0 o
: 0 [ = ] 1] o ]
t 387.47
T 191 ?Sgl:l A Cut 148.28 279.272 387.47 151.534
| 12829 DE Copy 31.358  108.487  191.799 136.063
i 104.801 ﬁj Paste Options: 12,417 76.799  128.294 95.537
. . . . . . 12.274 69.06  104.801 93.311
C PRGD PR
Paste Special... > 2 2 2 2
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¢ Calibration

and u
2nd r

Colocalization Criterion: 2.0

dZ v A o] & Y}v AJoo % % 0] Juu ] 8 bA} SPJINYPY B 0Tk N
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Av. Mode Detect

Remow

WE ¢¢ Z2"8 ES 0] & Y}v[ ipes o]l AZ v pe]vP Gu}E + V3§ W

th lurmn of th
d Calibratic

R I Calibration

E—

Colocalization Criterion:

IV 8Z %o}%rp% Alv }JAU (}JE Pl]vv]VPKA]®Z D}oCP Ul JoF IAZ] Z
Aloo p3lu Y 00C SUEV us}r}% Yule u} }v vi3WSsS §8Z E]PZS v

¢ Calibration

£ Calibration

aintain in

Current File: None

T =

vish to use. Then press the d Calibration' button.

Current calibration in us

Reload Calibration

o

Close

Colocalization Criterion: 2.0
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iX0udju Y K% VYull Y}v } (W G u § E-
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Autornate Av. Mode Detect Spots All Traces MNon Coloc, Open RAW

Load TIF

Quality Chk Remove Spots Calculate Colocalized Traces Set Defaults Force Colocalization

Iv §Z 0] & Y}v Alv }AU &}PPo }v pE}U]VP Z6S0TiK %a¥ uld [0

/ Calibration

Current calibration in us

o

Colocalization Criterio els : Colocalization Criterion

tZ v pu3}rK%Yule ] v 0o U §Z SE ve(}EuU AZooZ §}% Y} S]zZ
HOIV Jo % @E ¢+ }v 8Z 3}}o EX dZ % E}PE EAQ]oVVEReX d& & ]
} 8 1ve %% E}LEJU § % E u s & C PE] « E Z v *}uAN @K+ §Z
% V JVP }v 8Z vuu @& }( *%}Se §Z]e u C 31 ( ]IAW A }Vv[S
Ju ¢ UWWE *%}Ve]A X % E}PE s« & AJoo «ZyE} |veSF 5ERON

1

Optimizing Transform...
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/v 1YIvU 8Z 1% Yu]l YIv 8 %oe @E % E]vEe AMZBEZZS % E VPG ST\

final_

.414e+00,

Kv 8Z ¢}oA G Z « (Juv Vv }%Yu o *}ouVY}ZYASZ]v%E ZE uoj @E-« YA Mo

0.0 Yo 0.0
334.644 Yoo 108993
121.555 SFy: 87.294

ccalization Criterion: 2.0 pix

d} E SuEv 8} §Z }E]P]vo o] E Y}v % E u[dvE3D S}PPE YivZ

Alv A v 0]l ZZ o} 0] & Y}Iv[X /( §3u AB}Z}13pYi]s I%}E u §
Al3Z}pu8 & +}oAJvP 8Z u P JvU 3}PPo0 }v Z pushrkK%oYul YIWX]v v
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iXAipgeYVP p8}IrK% Yu]l B ~ «vPe

d} Z vP 8Z =« «vPe }( 8Z p3lu Y }%VYullvEBs 8} ZIB}rKPu b]l
v 8Z e« «vPe Alv }A Aloo %% EW

# Calibration

£ Optimizer Settings

¥ - min -256 ¥ - max
¥ - min -256 ¥ - max
¥ - step 96 y - step
min. scale 80 max. scale

max. iter. 100 scale step

Reload Calibration

e crimie | 8

Closze

Save Changes Cancel

dZ %)% 8 JV%use }E + JVEE)}o §Z E vPEE }¥E §yi ¥ A Vo oP EA
Ered % V Cred % @E 3Z 5 % ]33 UJA le«]PUE] & dB ZE w6 %|E
us *0}A EU v A E }luuv v} o}lA & 8Z v 86 S ZJvAo}®Yull Y
Ao vV s 0 5 % JVEE}o 3Z E VP v Ued Vo (DT |3 ®X [
u Flupu vpu E }( ]38 E Y}ve 8Z "u%o /£ *}0A T AJT0 B WPwS X :
}JE v oX

dZ }%Yu]l E Jev[8 % E( 8 v uC *}u Yu < (]Jo 3} eyoAvE % Yu

A}Ele © E A]3Z u}E }o} o]l *%}3eX dZ u]v]u@Euojpuw CAH-}(
d X
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ZE}u Y EE Y}vX dzZ]e v %o 0 } © o 3& BIEE uoAX #}@bo 0 p3
A E 82 VA U E]PZS 0]l }v 83Z € oMA VEE®AWw § 3}E &]Z6.
(E}u 82 }vsS A ES u vuX dZ]e S}PPo0 ¢ ]S }vXe b} SuiEv PS]yWw E]JPZ

Show Aberration Vector Field

dz A 3}E . o Aloo ]*% 0 C e AZ]13 AoZv e+ M43 TVYVP ¥ & ZE (
]JE YIv 8Z 8 u %o » }v EC *%}3e }v3} §Z u EI|l GeXvisv(}ESH
%}ee] 0 n 8} oJu]s Y}ive }( §Z VA « Jv 8Z 31]vd € 'h/ o] & EC

488nm - mEGFP  Mean Intensity: 3.106
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u8}u Y}v o0o}Ae C}lu 8} + 0 8§ (}Jo & }( ulA]ZNUZ}&®}PYSe ¥} ]v
HE & 0]*3 }( <p 0]3Cr }JvdE}oo UulA3Z2W Gu$BZ@EEIPIESZ A]pw
}lvUu § YVP (}] v 0 Mo YVP SE X

&}E pstu YivU 8Z (E u }uv E] » }( 3Z @B3w oe® udlso X]diYiel
A & }luuv pe]vP §Z]e AZ v § Z « v }oo 3Y}VC}vusSFu &

u] &}e }%C *C*S uX /v ep Z *CeS u SZ u & V 0 }o@& -Zp© &
U Z SZ 8 Z GU}E}%Z}E 3SC% ]+ Joopuls 8}A(}EZ}ho(EB A4 wX d
0} Jv8} §Z % E}PE u 8} § Eu]v 8Z (E u-e Iuv K] BZ X Z

()& &pvv]vP psStu S V 0OCe]eU VeuE EE 3554 %0 o YEFw C-
}IJE Jv 8§« 8§} JEE® 8§ ZEIu Y EE YIvX Ul LEWP VIAE pSZu °
}o} o]l Y}v E § Jv .0 ¢ ]J* Z]PZ V}uPZ%}3°0 &GS @& Jo)E 0]% E ]
V %E& (E oC ulE& ]J( 8§z Ve]SC }( *%}SZ]RZX JveyB(J V& Vv
}o} o]l +%}8e u ve $Z }%VYul]l & u C *}oA (0o+ GE@BE}6 Y}ve
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OXYu 0]SC }vsSE}o

(}J& &upvv]vP pusStu 8 V OCe]e }v (Jo @& }(» *Xfpoo U %o} }¢
E ul}A X dZ+ Jvop .o+ Al3Z o EP PPE PJUP}E EI YES v
PO (F peX dZ]e v }vo AISZ}pS pe¥PS &oQ}E}dwe}EW 8} pe $Z
]Jv plJod (pv Y}v Az Z & 8§« v ]v EZ}{ B}WU .@0€C EESWARVP Ny
(E}lu $Z (}o EX

d} S ES <p 0]SC }vSE}oU o] | ZYpu 0]8SC ZI[ ]Jv §Z S}}o EW

Automate Av. Mode Detect Spots All Traces Mon Celoc. Open RAW Coloc. Calibration

':'_ualit-'klil'ulc: Remowve Spots Calculate Colocalized Traces Set Defaults Force Colocalization

] o}Ppu  }&E AlJoo %% E % E}u% YVP QI S} oflo VEMX /VESZJ- }
A A vs 8} 8 ES <pu 0]53C }VEE}oX WE ++« Z unE 8§ E A &}o E[W

" Quality Control Options = O X

Load automation index file or curate new folder?

Load Index File CurateWFolder

.0 ] o}Pu AJoo %% E (E}lu AZ] Z RA]-Z s BEZE Wlo E C

l heterogenecus_3 components 26/ 13 14:40 File folder
l Tracking 07 File folder
l 23-11-01 PEI k 3 ' 33 File folder

» | 23-11-01 PEI

Select Folder Cancel
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dZ % E}PE u AJoo 3Z v u | E }E }( 000XY(32D « EFw33FZvs (
u3lu Y ooCX Alv }A AJoo ]*%0 C }AZ BZClp 3y $Z}}iv S/
]1( $Z <p o]SC ] P}} U }E 1% 15 ]( 8Z <pn o]SC - wW

' Quality Contral —

File 1 of 54: 'G:\23-11-01 PEN231101 110417 PELtif'

Skip File & Continue

&tE A u%o U SZ pPEE& vS .0 ] }uS }( (} o ]Jv SZ u EGI E Z v

dZ .o v §Z v e1]%% U v §Z v £5 .0 Aloo o} W

 Quality Control

File 1 of 54: 'G:\23-11-01 PEN231101 110417 PELEif'

Keep File & Continue Skip FiIEE-'.kEDntinue
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¢ Quality Control

File 2 of 54: 'G:\23-11-01 PEN231101 110553 PELLf'

Keep File &'kCc-ntinue Skip File & Continue

Kv 0o .o+ Z A v Aop 3 UClu Aloo]lv %E@}u%S 38} « A §Z
¢ Before you close... = O x

Curated files have been indexed. The next automated run will prompt you Lo use
these files.

Don't Save
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HEE vS « «¢]}v v Aloo 0}e3 AZ v 83Z [E A}+3 X V(0T Al } A
e A 3Z u~E }luuv U .0 ] o}Pu AJoo }% ¥ AZ<EV QUL V * !
~X]v ¢ .0 X

/( C}u Z}}e 8} o} 8Z «<pu 0]8C }vV3E}o Mo }JA-U(IGEL Aloqu Yowp
%o E}U%E &} + A SZ Jv £ }(3Z .0+ 1 %3 +} ( EX

I(C}p E vu VvC}(8Z XY(.09*32Z38A E JuvAo BRA} %BEFPE U
1 82 v &£ .0 ]e pe V <g 0]3C IVIEIB MY¥o\VZ3&Z SA v 57 §
UJA U }%C VvV % ¢35 U }JE E vu 3Z (}o & 8ZAJoA 9%:0E } Bk U C57
8} E}A. 8Z v Ao} Y}vsz v £3Yu W ]Jv £ .o ]+ o}

' Data Moved! = O X

Warning! TIF files nmo longer exist in the location specified by the index file.
You may have moved or renamed the folder. You will nowWw be prompted to browse the
new location of the folder containing the raw data. FluoroTensor will then
overwrite the index file with the correct file paths according to the new folder
location. Attempting to automate without correcting may cause FluoroTensor to
crash.

Browse Folder Location Use Foelder Containing Index File Cancel

z}u v vIA E}Ae (JE 3Z (Jo & AZ E §ZA oGU]$§D} e« 3}vX } &Y I
v pue J]( 82 ]Jv £ .0 ]J*]Jvs§8Z < u (}o & =+ 8Z § X

&OU}E}d Ve}E Aloo 83Z E AE]S 3Z JvoYEYOveX]S3Z 8Z u% 35 .«
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Automate Av. Mode Detect Spots All Traces Mon Celoc. Open RAW Coloc. Calibration

Calculate Colocalized Traces Set Defaults orce Colocalization

Iv £ &lo [ ]v S§Z ] o}Pu }AEW

" Quality Control Options

Load automation index file or curate new folder?

Load Imﬁx File Curate Mew Folder

A
A\

hvo ¢« §Z E ] v EE}E A]3Z §Z Jv A ]Joo}EJE Z W Ev CIA}C
§Z v £S5 pstu Y}iv EuvX
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Automate Av. Mode Detect Spots All Traces MNen Coloc, Open RAW Colec. Calibration

r

Quality Chk Remove Spots Calculate Colocalized Traces Set Defaults Force Colocalization

I( C}p Z A o} viv £ .0 %E]}E &} PUYUvv]VPolp§}u BE AJaxc
%o%o E % EIU%BYVP Clu 8} Z}}e AZ 5Z0F 5} §1U 3& 3y )% vo &
(E}u ]+ & vs (Jo EW

" File Source = | o

Use previously created gqualitcy control lisc?

Lse List Open Different Folder

I( C}pu Z A v[$ o} v]iv £ .0 U}E Z}pe B} (EIwSZ]+]@}IPH( }.
.0 ] o}Pu Ajoo ]*%0 C AZ E C}lu v E}A- (Jo E o} °

File folder
File folder

23-11-01 PEI

Select Folder
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7 Automation Mode

Calculate colocalized traces or all traces?

Colocalized All Mon Colocalized

tZ v u} Z o v Z}e vU pS}u s
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(E u e 5§
}E& JvP S} A% E]Ju vS u}
v % E}PE «+ E Aloo
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Aloo GUIES V(E}IIP¥Zo
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o} JvP SZ .0 ¢ ]Jv §Z
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SE -

{ Autormnated Analysis

Automated analysis is in progress.. (9

[ 35)

Stop Analysis

dz Euv v V 00 § vC Yu

C %o E se]vPe ZBE)} %o ®}OCEJu[
Aloo .v]*Z v oCe]vP §Z

MHEE vS .0 Vv SZ v ¢38}% W

{ Autornated Analysis

Automated analysis will be cancelled

after current file is finished.
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i FluoroTensor Import Queue - Traces

Colocalization Percentage: Trend Over Time

TIF file (in order they were loaded.)

Trace 153, mEGFP, Spot 97

(A.U.)

Uncorrected photon count (
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Trace coordinate (frames)
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Delete All Traces
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Current File: "F:A23-11-01 PER231101 112805 PELLF Open Traces
File length (frames): 930

Import to FluoroTensor

dZ]e AlJoo E]JVP p% 3Z /u%}ES <p p Alv YA 3Zo3ud%s vel®E &
u3tu Y}v Epuv .v]eZ X /( ul*s8 |l Aeu US3ZZ FE pus}v Y}vo 8
Euv E 5 ES W

e QN H

REEE -"'-*TI'EEEE

d} Ju%}ES §Z SE « Jv8} §Z u Jv JvE E( U %032 Z} %} CEYEZ &«
1( §Z §}lo EW

Current File: "F\23-11-01 PER231101 112905 PELLF
File length (frames): 930

Import to F|*E:I'I::TEI'|EIZ: r
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# Trace count = O x

Found &5& traces, of which

314 were Cyanine 5 marker spots,
32 were mCherry spots, and

310 were mEGFP spots.

o] | K< 8} }vYvp 8} 8Z u v ]vs E( W

A FiuceoTanson 65,0 - Unhversey of Leicesses - By Max Wills 20222028

Step count: 0

Bkl Teate  Rirrcre Lash | | Ackd 0 in Fitge

dZ v £3 +« Y}v Aloo }A & 8Z o C}us }(8Z ]vs E( X
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B FuriTera G - Utiserily of Eeiester - By Mes Wil (2027-2024)

I F PN [ 1 FRET displzy

i Trace | Rernovelast  Add Allin Filer
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<-- Previous Trace

JVSE}0o % Vv o E pPOIWZ(}ESv AW YVP $ZE}

Mext Trace --=

d} P} &}  *%

].
§Z & /ES }E $Z &

SE

i Jump to trace

Enter a trace number to jurmp to.

]Jv $Zpu%s $}SUEc @ ey VvS E SZ SE VL

%0 W {W®e Vv %o E ¢ Z

Cancel

dzZ § & AJoo 3Z v ]+%0 C v 4} PIEE %Yot v 0% % ¥Z v

Fluoroescence Intensity (Counts / A.U.)

Trace 100, Cyanine 5, Step count: 1

1
150
Time (frames)
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(7514

(7514

ep Detection Algorithmic Fitting

Calculate Fits & Plateaus

Amend Step Count Recalculate Current Trace

) e Fit Editing Mode
Al Trace Fit Activations

Smart Trim Advanced Fit

Trim Trace

E £35U ] o}Pu  }&E Aloo ]*%0 C U «I]JvP §Z pe & 3} }v.EL

i Deep convolutional neural network step detection V6.6

O >

Use neural network to assign steps? Warning this action will replace all lakels
with CHN predictions and cannot be undone.

Proceed

Abort |

&OU}E}d Ve}E AJoo 8Z v pe ]38 v UE o0 v SAUEIEU]( 0% % E 0]
SE v &z § ¢« 8V §Z]eul &1 0]O©.dE AZYa US Z% (HVvoB v §Z p

v e ee]}vX dZ 3 Sue }/E Aloo ]J*%0 QEuUocYy BAYG LS AT Zuv (
Z Z vv oW

Info

Traces Cherry chan
Traces in mEGFP chann
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Al Step Detection Algorithmic Fitting

Detect Steps Calculate Fiti&i Plateaus

Amend Step Count

Al Trace Fit

Smart Trim

Trim Trace
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Al Step Detection Algerithmic Fitting

Detect Steps Calculate Fits & Plateaus

. c = Recalculate Current Trace
Amend Step Count

) i e Fit Editing Mode
Al Trace Fit Activations =

_ i Advanced Fit
Smart Trim

Trirn Trace

% }%ort% Alv }A AJoo %% E A]SZ @®E BVZ pMSZv vIE u}pEi%
YA Yive }( 8Z %}e]Y}v & Y}vv puE o v SA}EIW

& Figure 1 == O X

Trace 44, Position activations

1.0
0.8
0.6 1
0.4 1 ‘

0.2 1

Normalized Intensity / Activation

I . 1Rl
004 '-,Hv--x-v.-,' fl, 1'1 '“ AT ,\, b A1 I|' |

—0.2 1

T T T T
0 50 100 150 200 250 300
Resampled Trace / Neuron Index
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Al Step Detection Algerithmic Fitting Al Step Detection Algorithmic Fitting

Detect Steps Calculate Fits & Plateaus Detect Steps Calculate Fits & Plateaus

Recalculate Current Trace Recalculate Current Trace

Amend 5tep Count Amend Step Count

i L Fit Editing Mode i e Fit Editing Mode
Al Trace Fit Activations Al Trace Fit Activations

- . Advanced Fit - . Advanced Fit
Srnart Trim Srart Trim

Trim Trace Trim Trace

I( vC }( 8Z %0 8 Hn .«vP 8}}oe ]Jv 8Z oP}E]8Zu]}o.«uPFs23} Y}v
Aloo pe Jves }( SZ A% EJu vS 0 Jas}BEdXo @ v ®E]woEZc
E o] o S .v]JvP 8Z }EE § .5 VvV 0 *»WE} pu*S (}E& *Z}ES %0 S
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Al Step Detection Algorithmic Fitting Al Step Detection Algorithmic Fitting

Detect Steps Calculate Fits & Plateaus Detect Steps Calculate Fits & Plateaus

Recalculate Current Trace Recalculate Current Trace

Amend Step Count Amend 5tep Count

] e Fit Editing Mode . -
Al Trace Fit Activations k Al Trace Fit Activations

~ . Advanced Fit _ . Advanced Fit
Srnart Trim Smart Trim

Trim Trace Trim Trace

E £A3U o] | 8Z 3 % 3Z 38 C}u A vs 3} ®%}AYduU % %BAZ]E VO

% E}PE u Aloo A ]85 (JE Clu &) o] | 3% AV} YIW v X ozl v EZ Z
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Al 5tep Detection Algerithmic Fitting

Detect Steps Calculate Fits & Plateaus

Amend Step Count Recalculate Current Trace
\ | L

Fit Editing Mode

Al Trace Fit Activations

_ i Advanced Fit
Smart Trirm

Trim Trace
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¢ Amend step count = O x

Enter corrected step count. Setto b for b or more, setto P for 'partially
bleached

i

dZ % E}PE u AJoo $3Z v p% 8 SZ +33%A]dovs WS} EZE %S0X 3d} pE |
$E A13Z 3Z v A *3 % }uvsU o] | ZZlv Z10ZS0oPHEIEZWY d&H «\
e Y}v }(8Z }VEE}0o % Vv oW

Al Step Detection Algerithmic Fitting

Detect Steps Calculate Fits & Plateaus

Recalculate Current Trace

Amend Step Count

i .. Fit Editing Mode
Al Trace Fit Activations

_ i Advanced Fit
Smart Trim

Trim Trace
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Export
Export to Excel

Export
Export to Excel

Trace Processing Trace Processing

Convolution Convalution

Integration
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v £ u%o }( }vAlouY}v }v SE AlSZ A EC A | 3 %W

Integration
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Integration 26, mCherry, Step count: 3 Subtraction = 10 Integration 26, mCherry, Step count: 3 Subtraction = 25

50 100 150 200 250 30 50 100 150 200 250
Trace coordinate (frames) Trace coordinate (frames)

Integration 26, mCherry, Step count: 3 Subtraction = 50 Integration 26, mCherry, Step count: 3 Subtraction = 110

200
inate (frames)
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Export Export
Export to Excel Export to Excel
Trace Processing Trace Processing

Convolution Convolution

Integriﬁ on Integration
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Integrated trace (A.U.)

d} v &
W E}

}E
ee]VvP[ ]v S
Export

Export to Excel
Trace Processing

Convolution

Integration

+

Reset

Distributions

‘ Analyse FRET Traces

[C] FRET display

100 150 200 250

300

Show Fit

Integration 327, mEGFP, Step count: 3 Subtraction = 0

150 200

Trace coordinate (frames)

100

E
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Z JVSE}o % V O }JE % E e 27 §)5] B ® -

Export Export
Export to Excel Export to Excel
Trace Processing Trace Processing

Convolution Convolution

Integration
Reset

A

Distributions

Integration

+
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Analyse FRETTrace:i [[] FRET display

100 150 200 250 300

Integration 327, mEGFP, Step count: 3 Subtraction = 40
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Trace coordinate (frames)
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Al Step Detection Algorithmic Fitting

Detect Steps Calculate Fits & Plateaus

) . - ecalculate Current Trace
Amend Step Count Recalculate Current Trace

. . - Fit Editing Mode
Al Trace Fit Activations

_ . Advanced Fit
Smart Trirm

Trirn T*EEE

dZ v V& € §Z vpu E }( (E u » &) SE| U YuSIESIV § ESr }E §Z §

' Delete first n frames of trace = O x

Enter number of frames to remowve from trace. walue must be between 1
and 200

9

GE | Cancel |
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Al Step Detection Algorithmic Fitting

Detect Steps Calculate Fits & Plateaus

- e tecalculate Curren ce
Amend Step Count Recalculate Current Trace

. . . Fit Editing Mode
Al Trace Fit Activations -

_ i Advanced Fit
Smart Trim

Trirn Trace Urﬁj
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Al Step Detection Algorithmic Fitting
Detect Steps Calculate Fits 8 Plateaus

. c = Recalculate Current Trace
Amend Step Count

Fit Editing Mode

Al Trace Fit Activations

_ i Advanced Fit
Senarg Trim

A

Trirn Trace Undo
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{ Deep convolutional neural network position detection V1.0a

Use neural network to predict step positions and fit traces. Traces with step
counts of 1 - 4 will be fitted.

Proceed Abort

,@SMY



AXIWOl«VP 78 % ][*SE] uY}lve
d} % 0}3 3Z 5 % ]*SE] pYlve }( Z Z WeoEA® }IwWC % E o]u
E%}EYVPU 0] | Z ]*8SE] puY}lve[ pyv E ZdE EMW @G veoWP[ » Y}

Ex po t
Export to E

Trace Processing

Convolution

Integration

488nm - mEGFP Visible steps, N = 312 561nm - mCherry Visible steps, N = 37 Marker - Cyanine 5 Visible steps, N = 316
40 80
H 30 g 60
= >
H e
5 5
g 20 g a0
10 20
0 o
1 2 RB. 0 1 2 3 4 5+ PB. 0 1 2 3 4 5+
Number of steps Number of steps Number of steps
#e~ Qs H #e~-Q¢H @~ Q8 H

Iv e}Ju /E% EJu vieU (JE /£ u%o AZ v o}}I]vP }& %B@E] rjwZPE (U $}
A AleZ 8} } » EA 3Z ]3E] UYLV }( *3 %o }( O] OA]3 Db} EGE [V
*]JvPo ZE u}o O X /v e e ey Z < §Z]eU SZ viepu & % ZEMN O
SE e ]Jv3Z ]e83E] pYlv 8Z 5 }o} o]l $8Z}vu E| E]\AHSE % E

,@SM P



d} ]*%0 C §Z ]+8E] u¥}ve }(+ }v EC Z volioVE %} .of @& E C
$E A13Z e<]JvPo o0 Z]VvP +8 %U 0] | Z&]o% E [W

Ex po t
Export to Ex

Trace Processing

Convolution

Integration

dZ e« u A]v }A Aloo 8Z v %% €& PSS SZvu]l*T@&]vuoY}ve Hvivan 86
Z vvo E .05 CE e s E] W

- Wisioie step stafiznes dor 488inm. S6inmy e Siinm,

A488nm - mEGFP Visible steps, N = 285 561nm - mCherry Visible steps, N = 31 Marker - Cyanine 5 Visible steps, N = 316
an
50
e ELE
40 4
20
3 3 750
= 230 =
E 15 g 5
£ g g
i i £ 10
I £ 904 =
10
0 A
54
0 ' ol N N R R 0l —— - - iy
RE. 0 1 z 3 4 5+ BE. 0 1 z 3 a4 5+ RE. 0 1 z 3 4 5+
Humber of steps Number of steps MNumber of steps
g 2O 8 H #ex QP H #es Q¢ E

[($Z u El E ]+ *u%%o}e &} UpoYu EU & %o Wb G URVE GC] . Q& G
]*SE] uY}ve }( = }v EC Z Vv 0 *5 %+ }o}|l @b ZAEZ] - ulaYoc
ZYA A @& §Z]+ 1]v }( .08 E]VP Vv %] EHAZ AZ§ZZ Afod. + G
v 8Z v £ Z %8 EX

,@SWO



~

AXIWol«vP §Z &PV 0rzZ Y} }( §Z & « &

L E 5 % }uv3e Vv %0 § pn .5« Z A v }wo (oA @ BAE¥Y]Hv3eE] p
Vi]* & Y}+ }J(8E + Vv %o0l0 (JE D] L IWopPE dPEEZ[ER]-&:
Z oP}E]8Zu] &]«VP[+ YIv }( 8Z JVEE}0 % vV OW

Al Step Detection Algorithmic Fitting

Detect Steps Calculate Fits & Plateaus

Amend Step Count Recalculate Current Trace

. . . Fit En:Iiting Mode
Al Trace Fit Activations

Smart Trim Undo Advanced Fit

Trim Trace
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.08 E]JVP C GU}E}%Z}E 35C% 3} }voC oNP & X SEHEE WIsZU
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Settings / Misc.

Preferences Filter Traces

A

/( .08 E]JVP }voC C GU}E}%Z}IE SC% U Y}V }EG v} @B Ze}@EK <|W

¢ Filter by fluorophore

Select fluorophore(s) to filter by

mCherry Q

mEGFP
Advanced Filter

Cancel

Select All | Clear All | QK |

&}YE &£ u%o U Jv §Z]« <« U }voC Ci SE «+53A]00 0] +BAFEJPIX
.08 E C *3 % }uvS +» AooU 0 8 Z A/v o]8]BEXE] (E}u 3Z 0]
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{ Filter by Properties

Select All Clear All Done

d]1 182 Z | }E « (JE }%Y}Ive Clu AleZ JE ] VEOW% d W3E%] .14 % PEX Z&
fU v U AJoo }voC «Z}A §Z pe E u Z EEC FE DpoNkd 3%y }yp
v 0 § v Z o« X [(Vv}) B3E =+ Al§Z BZB3 %o¥EY %UESZ »
E o Avs Z | }&E «» Aloo PE C JusdX AZ]S 1%y [§UMF0% EIY(} BV
vv}$ J* 0 J(uzZ EEC Z + v} SE =+ AJSZ) o3X%( VUVSE ps

v (}uv 38Z (}oo}A]lvP A Ev]vP Aloo ]e%o0 C W

£ Warning! = O x

No traces could be found with the current filter. Please try again.
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Kv SE =« Z A V. VOGCe U 8 % & § B %0 S UEWQPEE 3Z
§1 % & (JEU©® /£ 0 *%E +Z §X

Iv 82 &ou}E}d ve}E& (}o €U .v §Z .0 v u Z&oNFEPpd ve}E
d u%o S XEo*&A[ v ul }% C }( ]1SX Z v u SZ %G %Yo & 5% E
V. VvV 0oCe]e u} W

l _internal 419 File folder
300fr_Organic_high_SNR._
ifr_Protein_high_SI
fr_Protein_low_
n_model 2 File folder
File folder
%8 calibration optimizer template - ( 0 - Mi ft

%8 calibration optimizer template.
*5 calibratio 024 18: Microsa
= Cljlﬂfig.dﬁt J " DAT File

EH criteria.dat : DAT File

E defaults.dat 0 22 DAT File

xH Experiment blah blah - colocalized etc.xlsx Microsoft Excel W... TTKB
. flt_hcence.ftl k FTL File 1KB
*H FluoroTensor Colecalization and Steps Templateadsx 0611, Microsoft Excel W...

B FluoroTensor Tracking Ternplatelsx Microsoft Excel’

! FluoroTensor vb.6.8r (Latest).exe 419 Application

! icon.ico

. |data.haf

IV §Z % E}PE uU 0] | Z A%}ES §} &£ o[ pv E Z A%}ES[ Jv §

Ex port to
Trace Processing

Convolution

Integration
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.0 ] o}Pp Aloo $Z v ]*%0 C U % EJANBY VR STEEHISZE )5 D
E%}IES SIW
«H calibration optimizer template - C

«H calibration optimizer templatexls

“} calibration.xlsx 10/0 24 18:06 Microsoft Excel ...

B Experiment blah blah —kcﬂlocalized etcxlse  06/11/ 3 Microsoft Excel ...

xH FluoroTensor Colocalization and Steps Te...  06/11, FHI Microsoft Excel ...

B FluoroTensor Trackin g Template.x|sx

me: | Experiment blah blah - colocalized ete.xlsx s | | KLSX files (°

E £3U §Z pe & AJoo % EIU%S S} o & GUFZ » A MES %3 EDOa
E%}ES 8} 83Z o }v EC *§ % ]*SE] pYlve Jw $Zv 3@ vl E |
u El EX dz]e AJoo E%o0 Jv v ul}E E AB]BZ |VESA% 0 S /VZ %
*0 YVP 00 AJoo A %}ES E A }o} 04 EJvPE] 'Y }IWevR]E% V}.
Aloo P v E § ]*8SE] pY}ve ¢ }+ lo} 08l % ulEVSEw AiSz ¥ R
viv Aloo AE%}ES %PE 3 % [*SE] pY}vio}}(o]doY BWE dZ]¢E
Vv e+« EC AZ v v oCe]vP v}ivr }o} o]l u}o po *XZIKwUSD] | «]E
Z E%}ES[W

¢ Select markers = O P!
Filter secondary distributions by marker

secondary distributions will be exported.

(< |

L
i |
|
i |

| |

Select All Clear All Ex Flkjrt
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¢ Error! — O X

An error occured during export. Export failed. Show the following
message to the developer:
Traceback (most recent call last):

File "FluoroTensor.py", line 569, in export to excel

File "openpyxl'workbookZworkbook.py™, line 287, in __getitem
EKeyvError: '"Worksheet Traces does not exist.!

>]1 Ale U J( vVv}vr o vl 8 u%o 8 A]J3Z 38]e e@ SC UE% JEE}Cu]S$.
Aloo %% @& § §Z]e 5 P W

" Error! = O *

Cannot Export! This template file is not empty!

ok |

KV &Z /[E%}ES % E} ++ PJveU % EIPE c« BAWo0o E %}ES ]V

o export traces and statistics to...

Export mode: 'Customn selection of marker steps’

rting data...
docurment...
Finished!
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{ Export Complete

Export to Excel has completed
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0XdZ }o} o]l Y}vdu%o § t dE -

dZ }o} o]l Y}V & U%o0 & ] D] E}e}L /£ o0-Z}BrX}I]A]EZVE A
JV(}EuU Y}v v (Juv  u}vP 8Z uWw

Traces Statistics | Photons | Plots | Colocalization and Parameters |

dZ .@E+& «Z & ] 00 ZdE [ Vv | %e E«VE B(EZu SEE W

4 4 (] c o 3 f G H i 3 L M N o 3 a ” s o A [T} v w LS v £ a4

1 [ TRACE NUMBER 1 2 3 1 5 & 7 [l s 1 1 2

2| FLUCROPHORE Cyanines meGE? Cyanines mEGEP yanines mEGE Cyanines mEGFD. Cyanine 5 mEGE Cyanines mEGFP.

3 STEP COUNT 1 1 s 5 1 5 1 2 1 3 1 Partially bizaches

4 | TRACE LENGTH 200 300 300 300 300 300 200 300 310 300 300 300

5 ORIGINALXLCOLUMN / SPOT 2 ] 3 1 8 st ° & 1 C 2 ‘a

& |WEIGHTED ACTIVATION 105 1017 5 am1 109 5 1003 1538 1095 2087 Lus a7

7 PREDICTION CONFIDENCE 095 0.9 1 099 as1 1 1 0.5 s 083 .86 1

& | MEAN DEVIATION 00495 0067 ) 0893 0.0006 00035 04632 0.0955 0.06%6 01483 0.0007

5 (spatx aL78%07 wEnm a4.64537 4225936 584371 56.04331 36.04046 93,82662 108,4205 102725 153.9547 1525014 1
10 spaty 1062222 1008253 188512 7sa3 190.995 150.3075 226.7329 w792 2amm 215243 16.44793 117813 2
11 sigmax La19ses. 1008971 1538041 1361831 1385417 121823 121853 1053856 1278405 1108043 1232618 1220404 1
12 sigma y 1277609 1126543 1496318 1.408058 1.262355 1351635 1405102 ERTTTE 1293122 1.20968 1372675 1264747

13 Resicual 1512842 0.79107 3956614 2694257 L154168 240850 z573m L2278 1628652 113647 1210764 125788 1
"

15 STER POSITIONS e £ s a i s 2 5

18] a 2

17|

18

1)

20| STEP HEIGHTS s20msz avLszasy w0072 59,4267 ns 4536823 18375 ET ]
2 3471055 1493554

2| 32185

3

2

25

26 ' TRACES [ FITS Corrected Fit Corrected Fit Corrected Fit Corrected Fit Corrected Fit Corrected Fit Corrected Fit Corrected Fit Corrected Fit Corrected Fit Corrected Fit Corrected Fit cc
ELAl 644371 1604.176 AT1.4881 2114338

670.221
5719933

0

2 12,709 1596.011 3827333 o
2| 30.8133 6150962 1783.904 3876933 o
. 03418 TesATTL 190399 225093 o
Ell 42.1881 7914238 1220007 1244205 o
32| 42.0881 805.2825 1124239 3.7595 o
3| 38,349 85,6195 1072114 38228 o
34| mme 657.2395 7L0218 238662 o
3 as.1238 7863619 627781 -14.5257 o
36 58,501 159838 200752 262881 o
37| 6381 219,335 3751105 34778 0
135914 o

124386 7016795

§ 8Z 8% }(  Z EE ] JVOEuU YIv E P E WBAENS] vV PW 3
§Z % %o %o}e]YIve Vv Z JPZEeW

TRACE NUMBER 7 3 3 10
FLUOROPHORE [cyanine s MEGFP [cyanine s MEGFP
STEP COUNT 1 2 1 3
TRACE LENGTH 300 300 300 300
ORIGINAL XL COLUMN / SPOT 9 60 1 68
WEIGHTED ACTIVATION 1.003 1.548 1.085 3.067
PREDICTION CONFIDENCE 1 0.54 0.9 0.93
MEAN DEVIATION 0.0035 0.4632 0.0955 0.0676
spot x 96.04446 93.82662 104.4205 102.7294
spoty 226.7929 226.7972 244.7373 245.043
sigma x 1.21653 1.059866 1.278406 1.106043
sigmay 1.405103 1.194431 1.293122 1.20968
Residual 2521373 1274275 1.828652 1.136497
STEP POSITIONS 8 1 8 a
3
a3
STEP HEIGHTS 59.42676 775 4696423 183.75
347.1055 149.3594
32.18945
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hv & §Z Jv(}Eu Y}v ]+ 8Z (poo G v C %od]y UJEZE]P]w
" %ZW % E]eu (}E %pu 0] YIv <pu 0]83C .PUE X

Corrected Fit Corrected Fit Corrected Fit Corrected Fit
421.4881 421.5 383.2838 363.5
382.7333 349.75 347.9914 363.5
337.8933 349.75 404.7576 363.5
328.4833 349.75 318.0638 363.5
124.4205 2.6445 209.4824 179.75

3.7595 2.6445 94.871 179.75
-3.8229 2.6445 161.8419 179.75
-23.8662 2.6445 209.6614 179.75
-14.5267 2.6445 222.7262 179.75
26,2881 2.6445 61.27 30.3906
-3.4776 2.6445 24,0824  30.3906
13.9914 2.6445 16.9824  30.3906
2.6086 2.6445 17.1143  30.3906
30.8657 2.6445 28.6019 30.3%06
-4.329 2.6445 J1.789  30.3900
2.231 2.6445 136.2852 30.3906

-22.5567 2.6445 59.2424  30.3%906
12.5524 2.6445 58.6186 30.2906
16.4919 2.6445 32.8376  30.3%906
15.2171 2.6445 24,8886  30.2906
15.0236 2.6445 0.08 30.3%906

6.8281 2.6445 34,2014  30.2906
15.0029 2.6445 0.6338 30.3906
40.2114 2.6445 9.5448  30.3906

4.329 2.6445 11.9862 30.3906
-6.0838 2.6445 66.7048  30.3906
-3.9719 2.6445 -1.7286  30.3906

6.4919 2.6445 50.469  30.3906

-11.9833 2.6445 13.4281 30.3906
-4.4805 2.6445 4,5238  30.3906

U 3} oJuld Y}ve }( £ oU ]J(SZ E E u}Es §3W PUOICSEEZ @V
diii Aloo E%}ES 8} §Z]e +Z 35U }3Z EA]vP3Z Go@ESP &E § ®]E
Els v Aloo (]Jo 8}« A 3Z }puvd (AEGIEXVR}I®D EGEA ¢ A]

N

JAE  §38Z v Y(8Z]* Z %& EX
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True

5 |single marker step -——-»

unless single filter
is disabled

total:
total (nonzero):

31
31

|561 steps [fraction

Opx‘-h-wmn-

0.52

0.39

0.03

0.03

0.00 5+
0.03 U.D.
0.00

0.8
2.021
2.389

2.5

0
5
0

E I I

OXNE %o ]eSE] uY}v A8 VeV o
NS %o ]eEE] UYIV o8 VeV o (Juv v BEZ A% ESYSep%20 § W 3§
| Traces Statistics Photons | Plots | Colocalization and Parameters |
o s mmmn el | L mEgy
|| s
Kv 8Z oL @& 8Z 5 % ]*SE] puY}ve (JE VOoJEO®]I}o &l E«3 %o

~ Usedfor coloc. Distrios [Markersteps  Jerequency " Javerage 488 steps Javerage 561 steps

1.516
1.333

==

38

a1
38

83

285
285

0.13
0.19
0.14
0.13
0.11
0.29
0.00
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Kv §Z E]PZ& }( §Z ¢ ]+5E] pY}ve J» JV(oEHU %We)}3IUSEZ@B] Yo u ¢
§Z 8§ E }o} o]l A]8Z }8Z « }v EC Z vv 0$X}(dEZ .@&Epd /€E-]JuS
}( 8E]%o0 r }o} o]l A view

ABS Mormalised to population
MNumber of 561-488 coloc. (single marker step) 28 28
MNumber of 561-488 coloc. (2 marker steps) 3 43
Mumber of 561-488 coloc. (marker 2 1 step) 5

561-488 colocalisation

30
25
20
15

10

Single marker 2 marker steps marker = 1 step
Laser Fluorophore

56lnm  mCherry
Marker Cyanines

N le §Z e}ous vpu E }( A v3eU VIEuU 0]0 $33}3%}%po YEV} (£
A vse 8} 32 E Y} }( U EI E *5 %X hv EvV ZZGHIE}%eZ}EE- }
JEE *%}v 3} AZ] Z Z vv oX
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d} §Z E]PZ% }( §Z]* ]+ o0]+8 }( 00 SEJ¥E)] u¥dyew]i A vie v

TRIPLE COLOC. LIST

Marker Steps 561nm steps [488nm steps
1 1 2 1 16 1 1
1 1 2 2 10 2 2
1 1 5 3 1 3 3
1 1p a 1 a 7
1 1p 5+ 0 5+ a
1 3 5 u.D. 0 u.D. 11
1 1 a 0 0 0 0
1 2p
1 1 5
1 a 3
1 2p
1 1 a
1 2 1 1 2 3 a 5+ uD 0
1 2p 1 0 2 0 6 2 6 0
1 2 4 2 1 0 2 1 1 5 0
1 1p 3 0 0 0 0 1 0 0
1 1 4 4 0 0 1 0 0 0 0
1 2p 5t 0 0 0 0 0 0 0
1 1 4 u.D. 0 0 0 0 0 0 0
1 1p 0 0 0 0 0 0 0 0
1 1p
1 2p
1 1 4 |1 Marker Step 488 steps
1 1p 1 2 3 4 5t uD 0
1 2 3 1 0 2 0 6 2 6 0
1 1 4 2 1 0 2 1 1 5 0
1 2 3 3 0 0 0 0 1 0 0
1 2 5 4 0 0 1 0 0 0 0
5+ 0 0 0 0 0 0 0
u.D. 0 0 0 0 0 0 0
0 0 0 0 0 0 0 0

dZ 5)1% SA} & 0 E 5Z +8 % ]+3E] uY}ve W b & uEy 3800 a
Jo} o]l A]8Z u El EX KvoC 3Z SE]% 05 %o codl ¥FIviv(BE L
E%}ES .05 E E <Z}Av ]Jv §Z o0]*3X

dZz § o e]v §Z }O©}lu E]PZS }EE oS SZZ wyuo & }(2F 3P &E(u
(JEuU 83U «Z}AJvP 8Z (& <u v C }( ES Jvvwuao JEEFE o5 Y P |8} )87
VHU @E }( *8 %o ]Jv 83Z }83Z E Z vv oX dZ p%%ZE Y{1®BZ co SAB]¢
}o} o]l Y}ive Jv 8Z /AE%}ES o0]+*5 AZAE .033E+ A |G 27 &
}o} o]l u &I E Z+ <]JvPo 0 Z]VP 3 % X
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561nm - 488nm Colocalization Step Correlation (All Markers)

&
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B
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E F rF S F E. . [x]
g 3 e — S— — (141
B’ — n— — — 5
o 2 a— a— a— a— '3 E
— a— — E i 3 e
o S A F A F g 1
1 2 3 4 5+ u.o o
561 steps
561nm - 488nm Colocalization Step Correlation (Single Step Markers)
&
5
4
e
£ . o
a u.D.
g
i Z B
ic &
: 3
=5
o
1 2 3 a 5t u.o o
561 steps
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dZ % E}PE u JvSs PE S ¢ %0 S U (E}u $Z.0 PJnsvis P }vS AE ]S €E
§} o po § 8Z 8}5 0 %Z}S}ve Uu]© ClSE GEIEMISLABEZ ]V ]| EE]
eZ}uo 0}e 8} A%}v vY o v §Zue §Z o}PES®mIFZSw]v X© A]:

dZ ZWZ}38}ve[ «Z § Z « 0]*8 }( 83Z @& A Jvs P@E]BpvA]3ZAPIB % :
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§} He %0}3 3Z JE }Av Z]+3}PE ues (E}u SZva-AvPvEP EW jJe 3G
]Jvv]vP ¢CeS uX

,@SwU



Frequency

200

488 Photon distribution

log{Frequncy)

5

15

4 & S =000 I 0| IO ) il A Kt | W N o L O . s T L [ G e ) /0 I
u) KLifetime (frames) 1970.142 2324.2797 403784 283 20 203 2451785 160206 232046
Cherry,D =GFP | 5280433 2752183 7175 3 12 104 1356303 1079181 2007033 Marker Photon distribution 561 Photon distribution 488 Photon distribution
ATSAL41 638.5098 1388.422 7 3 = = =0
SIS WL M 1 o 5 “
4053.841 207B.359 1344234 2 a = N
688477 7813651 1577.283 0 0 o e &
4521504 5502188 176.475 0 o 2 i H
M2TE MEETS 27625 ) a Em £ Fw
2475514 5744531 2334938 o 1 w %
| ey . ME_ H - == i [ [ ep—
2 S e 10z 3 435 5 7 83w t 103 458 78 8w R R
13l 1557.612 650.6318 271263 Photon bins (AU x10-3) Photan bins (AU, 110-2) Photan fiux bins A U, x10-3)
] 35,7234 347.9521 1030021
5 6803971 1354688 1553.313
15| 835 2598107 6225509
7 2118656 BOI0STT 479225
8 133711 2495625 3765.938 Marker log Photon distribution 561 log Photon distribution 488 log Photon distribution
| 397.7813 1315.906 95875 . 2 15
20| 1249585 5757813 178211
21| 5359375 2106325 5085338 2
22| 073395 I7L6WE 1236 TR L
23| 405751 T4 2619 2 .
2 1314286 L6084 STEBEBE a = 3 Fis .
2| eI i seers [ B L .
S awmn7 1oun swens § o, F £
7| Wi wpaws o £ . £ ¥
4| Sowis vt e Tos Foo . =
2| 4173630 1735547 1482.969 o N % o8
3 A0, B A 7 s ¢ 5 e 5 a D I e Y
3t ;A seeTs  42as i ¢ 2 4 ¢ B n n
32| 7754 2532813 138475 °
al whvai vl § ; ;
34 704541 090254 2601685

100 1
[ ]
.
. e

1 2 3 4 5 [ 7 B8 ]
Photon bins (AU, x10-3)

[+] 2 4 [ 8
Photon bins (A.U.) x10-3

12

tZ V %0}© }v 0}P /E]eU §Z /[E%}v vY OAIFEEPLEIMPZE 0]veX
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§Z

NS % ]e3E] UYIV %0}3e v (JHV ]V §Z ZMOID[WZ E |v §Z A
Traces Statistics Photons Plots Colocalization and Parameters
A4 K |''s | B | ® | E | F |ls | WY I % L | ™ N | e | P | & | » | 58 | T |
il
i— Distribution of number of marker steps
4 Cyanine 5 350
2: N= 316 200 28
_'.’_ 250
5 |
9| £ o
il Fue
12| -
13|
14 0
15 | 3 & 2 o 1 1
16 i —
17 o 1 2 3 4 5+ u.o
18 | Number of Marker steps
19
20
21
22| 561 visible steps 488 visible steps
Bf 60% 35.00%
24|
i: 0% 30.00%
27 25.00%
28 | 0%
3 8 20.00%
= g e
31 & & e
32| 20%
33| 10,00%
;::.55: - o IIIII
= o — — 77 G
-".“.3: * = ;unma-cfr:cnerrys:;: #E E : : BNumha'u:GFPstep:-‘- = E
39
40_
41
4z mCherry mEGFP
:i: N= 31 N= 285
ire % SE « E Vv}3]Jvop ]V &EZ % Eevd BZ Z}AW |4%3E+ BE
A E EE vSoC § S v Z v} ] Ev] 0o %ou}®sd® viE]RWVPoOo
§} 83Z v UE o VvV SA}EI % E ] Y}VX hX X W EAZ]vEe (B OV 00%0}

% E}P E u X
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0Xdo} o]l Y}v v ~ «vPe /V(}EuU Y}v

dZ .voe<Z §Z3}o} o]l Y}V v W EuUuS E+[Z -+ }5E BES}(SZ v
V *%}3e }o} o]l (QE Z XY( .0 Vv oCe oA GEoYPVEZe *WkVPe

Traces Statistics Photons Plots Colocalization and Parameters

IV 8Z §}% oL & &Z }o} o]l YIV % E v3 P3e% Jo& @®XT ZuPUS
*Ju%0C *Z}Ae 3Z vpu E }( *%}Se ]v Z ¢ }YUIE)E dovv%olse Jo}
§Z u EI E Zvv oX }o} o]l Y}V ] o0 pHO §  +%3Ze ANSZ E }(
Jo} o]l ¢ }v EC *%}3 }us }( 3Z 3}3 o vuu E }%oUEE IVE R WAL S »

FILENAME F:\23-11-0F\23-11-0 F:\23-11-0 F:\23-11-0
TOTAL COLOC %

Marker Spots (Total) om 17 28 25 16

Secondary Spots - 488nm (Coloc.) 312 43.88% 9 14 9

Secondary Spots - 561nm {Coloc.) 37 5.20% 0 1 1

Secondary Spots - 488nm (Total) 6044 169 182 181 181

Secondary Spots - 561nm (Total) B4z 19 26 5 33

dZ (p0O .0 % $Z }( 8Z Y( .0 ]» 0} & }E Jv &Z &}% E}AX
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Iv 8Z v £S5 (JUE E}Ae E 3Z }%Yu]l SE vVAGTUY% E@WE YBv §
(}E ZY(.0 ](8Z ps¥r}%Yull E A« pe W

9
10 OPTIMISED CALIBRATION -——-- > Xc 401.6234 5124362 444.8032 1023.796 259.431 431.9999 106.6161
11 Dynamically optimised calibration Yc 230.3335 214.3709 -164.939 192.9344 183.0846 -132.8 198.9791
12 parameters will be shown here SFx 141.5165 106.2876 93.44124 373.3655 111.9239 1245 149.2845
LE S D = SFy 90.74912 80.54593 114.8484 68.32413 91.2337 124.5 114.9676
14

o}A 871 & E }E }(8Z £ 3§ *%}3 v WwoGZ]JEP-ZY0 EpA
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SPOT PICKING PARAMETERS

&
3

MEURAL NETWORKS USED

Ofr_Organic_high_SNR_model4
100ms_300fr_Protein_low_SNR_model2
Ofr_Protein_high_SNR_madel2

Detection threshold
Averaging threshold

Kernel residual threshold
Minimum sigma

Maximum sigma

Absolute intensity threshold
Gaussian amplitude threshold
Eccentricity threshold
Gaussian residual threshold

| i Jee

=]

A1 EElG

VIEW PREFERENCES

sum view frame fraction
Intensity target

w
L

[=]
=
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Auto Optimizer Transform Origin
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CALIBRATION

Calibration Date (YYYYMMDD)
X0

YO

XC

YC

SFx

SFy
Colocalization threshold (pixels)

BACKGROUND SUBTRACTION
(Contrast if using wavelets)

488nm
561nm

ENHANCEMENT
AV. MODE ENABLED

20240108

0

0
151.534
136.063
95.537

93.211
2

o\“ §(

o] & Y}w SZ}SEA v oF ] 1¥ VA3 p-]
E §Z]+ ]+ & }E }( & ZIRE}puw
W
97 97 97 97 97
95 95 95 95 95
95 99 99 99 95
Default Default Default Default Default
False False False False False
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matplotlib.pyplot
pickle

trace_info = pickle.load(data)
all_traces = pickle.load(data)

all_fits = pickle.load(data)

(trace_info[
plt.plot(all_traces|
plt.plot(all_fits[
plt.show()
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Import
lm po t Raw

Import Spreadsheet

Seriglisation (5ave/Load)

Save Data to File

Load Data File

Zzdu v 3EZveo $8AZ]ZSEE 38} A (EJNEBE WW-.-23}&EXAhopve A
}1(§Z SE + ]*%0 C C 3Z .08 E AZ] Z ] E @&V & 8Z v }

' Pickle traces — O x

Select which traces to save

Cyanine 3
mCherry
mEGFP
W
Cancel ‘ Select All ‘ Clear All ‘ Ok ‘

.0 ] o}Pu AJoo §Z v ]*% 0 C AFZEE «Clu XSEA IZW

300fr_Crganic_high_SMNR_modeld 24/03/2023 16:55 File folder
r_Protein_high_SMR_model2 z File folder
r_Protein_low_SMR_model2 24 023 File folder
l 300 _fr_position_model 25/12/2023 File folder
[ [ 74 70 Ciln £aldne

untitled tra ceﬂ

TRCS files (*.tres)
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Import

Import Raw

Import Spreadsheet

Serialisation (5ave/Load)

Save Data to File

Load Dita File

z}du v s8Zveo $3Z .0 ClpAvssEto} (E}usSZ .o ]o}Ppu W

l _internal ( Q.24 File folder
l 100ms_300fr_Organic_high_SMR_modeld y 0 158 File folder
l 100 fr_Protein_high_SMNRE_rmodel2 24 5 File folder
l 100ms_300fr_Protein_low_SME_model2 24 5 File folder
l 0_fr_position_model File folder
l icons 70 } File folder

‘ demno traces.trcs | TRCS File 12 KB
. untitled traces.trcs k 15/01/2024 12:14 TRCS File 5,883 KB

¢ | untitled traces.tres files (*.trcs)

E}S $Z 8 §Z]» U §Z) JVOC + A « SE =+ v 57 |EVI%B ST Jw(}Gu V
(o0 E%}ESX /Vv(}EuU Y}v }us }o} o]l Y}v AJoo 0}*3X
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Import
lm port Raw

Import Spreadsheet

Senalization (Save/Load)

Save Data to File

Load Data File

dZ]e u C 81 <}u Yu *% ] ooC (}& o EP S evE&X WEFREE -«
EW

Bxcel workbook: 'F\FluoroTensor vB.6.8r\Experiment blah blah - colocalized etc.xlsx' was succe
loaded.

Kv 8§z A}EI }}I Z » v 0} U o]l zz $E] A [ uv E Z/u%o)

Import
lrm port Raw

Import Spreadsheet

Retrigye Data

Serialisation (Save/Load)

Load Data File
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" Found settings in Ternplate!

FluoroTensor has found preferences, criteria and calibration settings in the
template file. Would you like to use this file to restore these settings for
re—-analysis of raw data?

Load and use settings?

o ]

/( vi8U SE =« AJoo o} X I(8Z + «vPe & DPGo %o%¢SZIECE-|]vEr}
]( 18 ]* Yoo v ¢ EC S} 0} 8Z SE U «]¥E G} whd }¥ o0&} olue
SZ ¢ «VPeW

{ Continue Loading?

Serttings have been applied. Do you still wish to load traces?

Yes Mo

I(1 AZv SE +« E o} U % }%ru% AlJoo VAYEC EuvUVESE( Az

" Trace count

Found 665 traces, of which

3le were Cyanine 5 marker spots,
37 were mCherry spots, and

312 were mEGFP spots.
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Marker - Cyanine 5  Mean Intensity: 19.055

Start frame
Number of frames
Background %
Analyse

Spot Criteria

Refresh View Redo Frames
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Marker - Cyanine5  Mean Intensity: 4.857

Start frame
Number of frames f |

Background %
Analyse

’ Spot Criteria

’ Refresh View Redo Frames
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43%nm - mEGFP  Mean Intensity: 2,123

dZ (@E]PZ3v e« A e ipe3 pvYo 3Z pe E A o o Yo, W

488nm - mEGFP  Mean Intensity: 2.76
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dZ ]JvE ve]8C & EP & v Z VP C o]dNP ZEWE ( poSe[ ]v &:

Automate Av. Mode Detect Spots All Traces Mon Coloc. VAW Coloc. Calibration

Load TIF

CQuality Chk Remove Spots Calculate Colocalized Traces Set Defaults Force Colocalization

dZ vU ]Jv §Z ( Ho& » «vPes Alv }JA 0] | Z/v8 ve]S8C d EP §[W

{ Default Parameters Set-Up

Marker 36Tnm 438nm

Start frame 0 300 B00
300 300 300

Mumber of frames

Background % 9 9 0g

Convolutions

ore Defaults

Import Current

dZz v sZ Zvv o Vv *0 S (E}u SZ o0]°s }AEW

{ Set View Intensity Target = O X

Set view auto-brightness intensity target. This quantity is
not the =zame as the brightness shown in the user interface, it
iz the target mean view integration for the view optimizer.

Marker
361nm

"W

Cancel QK |
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¢ 488nm target = O *

=et the intensity target of 488nm wiew

QK Cancel |
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To rnaintain integrity of data, the calibration cannot be changed from
within the program. If the calibration has changed, Enter a new column
in the 'calibration ccel file in the program's directory. New
calibrations must begin with the date in YYYYMMDD order in row 1 of
the spreadsheet and the new calibration parameters entered in the same
column. The program will automatically load the most recent
calibration according to the dates in the first row. To overide this

and use an older calibration the letter 'F' should be typed into the

2nd row (named 'Force calibration') in the column of the calibration
you wish to use. Then press the '‘Reload Calibration' button.

Current calibration in use: (08/01,/2024 Start Calibration

Yo: 0.0
Yo o 142,603
Shy:  &0.0

Colocalization Criterion: 2.0 pixels
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Trace 1, Cyanine 5, Step count: 1

Add Trace | Remaove Lest| - Add Al Filber Clear List
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Distribution of number of marker steps
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Mumber of Marker steps
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Humber of mCherry steps
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488 visible steps
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Humber of GFF steps
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mEGFP - Stoichiometry Probability mCherry - Stoichiometry Probability

1.00 050
0.86 0.43
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0.00 0.00 - 0.00 0.00 0.01 0.00 0.00
0.00 0.00 e
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aSNR distribution of traces
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Marker: (fyanine 5 561nm: 'rnCherry 488nm: MEGFP
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