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Abstract

This protocol is meant to describe the basic procedure needed to go from .nd2 files that are recorded using NIS-
ELEMENTS during a standard single-molecule FRET experiment to usable FRET time traces that can be used for
further downstream analysis.

Troubleshooting
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1 In NIS-Elements, we record our single-molecule FRET movies with a .nd2 file format.
However, to analyze our data we must first convert our movies from .nd2 files to .tiff
files.

1 50101.nd2
] s0102nd2
1 50103nd2
] 50104002
] 5010502

02232021 ] 50106.0d2
] 50201.nd2
1 50202002
7 50203nd2
] 50204nd2
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] 0303002
] 50304002
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¥ 3D Objects
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] 50307002
] 50308002
] 503092
] 5031002

~ DATA (D)
@ Backup Plus (F)

@ Backup Plus (F)

@ Network

ﬂ P Type here to search

2 We can convert .nd2 files to .tiff files in several ways, depending on whether you used
alternating laser excitation (ALEX) during your movies or not. For Steps 3 - 5 we will
assume that you did not use ALEX for your experiments and instead just excited your
donor fluorophore with the green 532 nm laser. If you used ALEX for your experiments,
skip to Steps 6 - 8.

3 To convert your non-ALEX .nd2 files to .tiff files, first open Fiji / Imaged. Then go to File
and open the ND2_tiff1.ijm program that is provided below:

Lo ND2_tiff1.ijm

4 Once you open the ND2_tiff1.ijm program, you should see the following screen:
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Once the program is open, you will need to paste in the path to your .nd2 files between
the " " for the path variable (highlighted in yellow in the above image).

= Note that when you paste your path into the program, you may have the different
directories in the path separated by backward slashes (\). You will need to replace
these back slashes with forward slashes (/) for imagej to recognize the path.

= Additionally, you will have to make sure that your path ends with a /. Otherwise the
program will not process all of the files in the directory that you are interested in.

= Example:
Change: D:\Basic_Analysis_Guide to D:/Basic_Analysis_Guide/

5 Once the correct path has been entered into the path variable, click the "Run" button at
the bottom of the ND2_tiff1.ijm program window. The program will then begin processing
your files and will open two additional windows. The first window is the Log window,
which simply gives a progress report for which files in your directory of interest have
been processed. The other window is an ImagedJ Bio-Formats Import Options window
that allows you to change the settings of your movies. For our case, however, you simply
want to click "Okay" in the ImageJ Bio-Formats Import Options window. None of the
settings needs to be changed.

protocols.io | https://dx.doi.org/10.17504/protocols.io.n2bvjx24xIk5/v2 February 17, 2023 4/23


https://www.protocols.io/
https://www.protocols.io/
https://dx.doi.org/10.17504/protocols.io.n2bvjx24xlk5/v2

€3} protocols.io Partof SPRINGERNATURE

%]
File Edit Language Templates Run Tools Tabs Options

*- *IFiji macro ND2_tiff1 jjm

h(14/nd2 file: 0101 nd2

k with - The type of image b~ H
viewer to use when displaying the dataset.

Possible choices are:

ly - Display no
pixe etadata
@ Standard ImageJ - This option

showErrors | clear | B

; ' > » < ¥ gy SS4PM
t g 7 )
H P Type here to search t /@ ) <) ; S =}

The program may take a minute or two to process each movie, depending on how large
each movie is. Once the program has finished converting one .nd2 file to a .tiff file, it will
move on to the next movie in the directory and you will once again have to click "Okay"
when the Bio-Formats Imports Options window opens up.

6 To convert your ALEX .nd2 files to .tiff files, first open Spyder (or whatever Python IDE
that you prefer). Then go to File and open the ND2_to_Split4b32.py program that is
provided below:

B3 ND2_to_Split4b32.py

When recording movies using ALEX, your movies will alternate between frames recorded
in the green channel (when you are directly exciting your donor fluorophore with the 532
nm laser) and frames recorded in the red channel (when you are directly exciting your
acceptor fluorophore with the 648 nm laser). This can be seen in the movie below:
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However, this alternation of frames makes it difficult to perform additional analysis on the
movies later on, so the ND2_to_Split4b32.py program not only converts the .nd2 files to
1iff files, but also formats the movies so that the first half of the movie will contain all of
the green channel frames in a row, while the second half of the movie will contain all of
the red channel frames in a row, as seen in the following movie:
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7 Once you have opened ND2_to_Splitdb32.py, you can process your files by copying the
path to the directory that contains your movies and pasting it between the " " in the path
variable at the top of the program, as highlighted in blue in the image below:
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Then you simply run the program by clicking the green triangle button on the top bar of
the Spyder tool bar and the program will begin processing your files. You can see the
program's progress in the IPython Console in the lower right corner of the Spyder IDE, as

shown below:

# Spyder (Python 37) - X
Fle Edit Search Source Run Debug Consoles Projects Tools View Help
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10 Help can also be shown automatically after writing a

11 from PIL import Image left parenthesis next to an object. You can activate

12 from pims import ND2_Reader this behavior in Preferences > Help.

13 import pims_nd2

o) New to Spyder? Read our tutorial
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26 def gfn():
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H P Type here to search

Line: 24 Column: 1 Memory: 41 %

h directory

8 The ND2_to_Split4b32.py will output your formatted .tiff movie into your pat
ND2 file

with the file name changed to show that the movie has been rearranged. An
named "s0101.nd2" before processing will be named "s0101-rw.tiff" after being

rearranged and converted to a .tiff file.
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= Note that the ND2_to_Split4b32.py program can be fairly slow if you have a large
number of movies to process.

Programs 7 010302
02232021 5 0103-nutif
02242021

Basic Analysis Guide
Python Scrpts

@ Oneprive 1 s0106.d2

] 5020502
] 50205-rwiif
11 50206.nd2

) s0206-rwitiff

~ DATA (D)
@ Backup Plus (F)

@ ackup Plus (F) A0t e
) 0301-rvetff
@ Network 7] 5030202

44items

H P Type here to search

9 Regardless of whether you started with non-ALEX or ALEX movies, you will then want to
move each individual .tiff file to a separate directory for further processing. | like to name
each directory according to the sample number for the movie. For example, a .tiff file
named "s0101-rw.tiff" would go into a new directory called "s0101". You can probably
automate this step, but | have never bothered to do so and just do it by hand.
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10

11

Notes <0101 0102 50103 <0104 50105 S0106 50201 50202 50203
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Programs
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Basic_Analysis Guide
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@ OneDrive
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~ DATA (D)
@ Backup Plus (F)
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Now that we have our .tiff files in separate directories, we want to go ahead and detect
any fluorophore spots that overlap in the green channel (emission from donor
fluorophores that have been directly excited by the 532 nm laser) and the red channel
(sensitized emission from acceptor fluorophores that have been excited by emissions
from the donor fluorophore). We do this by using an imagej program that we call "3 spots
detector", which is included below:

3 spots detector.zip

The directory for the spots detector program contains three sub-directories:

= Imaged test Jan 11

The ImagedJ test Jan 11 directory contains an old version of the spots detector program
and is saved simply for having a backup just in case something goes wrong with the
most current version.

= ImageJd1.8
The ImageJ1.8 directory contains the most recent version of the program and all of the
required plugins that are needed to run the program.

= NewDualview
The NewDualview directory contains the PSM files that contain information that the
program needs to run properly. There are many different PSM files in this directory for a

protocols.io | https://dx.doi.org/10.17504/protocols.io.n2bvjx24xIk5/v2 February 17, 2023

10/23


https://www.protocols.io/
https://www.protocols.io/
https://dx.doi.org/10.17504/protocols.io.n2bvjx24xlk5/v2

€3} protocols.io Partof SPRINGERNATURE

variety of different types of analyses, most of which you don't really need to worry
about.

Programs
0223201
02242021

= This PC

¥ 3D Objects

I Desktop

5| Documents

¥ Downloads

3 Music

&= Pictures

B vigeos

& 0s(C)
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@ Backup Plus (F)

@ Backup Plus (F)

3items
H P Type here to search

The PSM files contained in the NewDualview directory need to be modified depending
on the experimental conditions:

A ClarkFritsch  cF

Autosave @D [F] O~ < PSM- Static ALEX DNA Y2.csv ~ £ search

¢ Share 3 Comments

E 5 Autosum ~ é‘? /O 5
elete Forn

Fill
-ormat Sort& Find&  Analyze
©Clear”  Fitter~ Select~ | Data

file  Home Insert Pagelayout Formulas Data Review View Help
<1 X cur

pasie LBICOPY
Paste
S Sromamisr | B4 WY [HE[2vAY

Calibri w1 v A A

Number

Cipoard

2 - fe | Min Intensity
A B c D | E Fle H 1 ) K L [ N o 4 a

PS_EXPERIMENT_DESIGN_FILE

Comment Donor / Acceptor Region Name Top Left  Bottom Right [Min Intensity |Min Fret Min Sum Intensities Expected Rotation compute Rotation compute Translation Initial Frames
501 n Donor Left 11 s12 256 1800 100

Acceptor Right 1 257  s12 512 1300] 0 o 0.02 TRUE TRUE 100

1
2
3
4
5
6
i
8

PSM- Static ALEX DNA Y2 | (&

Reacy
H P Type here to search

For the time being, the main settings that should be modified for each experiment are the
minimum intensity thresholds for the donor (left) and acceptor (right) panels of each
movie (highlighted in the above image). This point is discussed in further detail later on in
the protocol. In addition to the minimum intensity thresholds, another setting that you
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12

may want to change is the number of initial frames that the Spot Detector program scans
through to find overlap (and therefore FRET) between the spots in the left and right
panels of each movie. Essentially, if you don't expect to see FRET in your movie until 300
frames into the movie, then you need to set the initial frames for the left and right panel
to 300. If you expect to see FRET immediately upon starting the movie (which is the most
common scenario), then you can set the initial frames to 100 or another similarly low
number. Just note that the more frames that you make the program scan through to find
overlap between spots in the different channels, the slower the program is going to run.
If the program scans through the first 100 frames of a movie to find overlapping spots,
the analysis might only take 5 minutes. If you make the program scan through all of the
frames in a movie to find overlapping spots, then it might take an hour just to analyze one
movie.

Begin the analysis by opening the ImageJ1.8 directory and double clicking on the
Imaged.exe program that is highlighted below:

Manage Images1.8 - 8 x

Clipboard

v 4 1 > ThisPC > Desktop > 3sps > Imagells >

n-7.
1§ videos | ippmeg-7.0dil
& 05(C) 1 ippmm7-7.04i1

ippmu8-7.04il
] ippmy8-7.04ll
7] kduvs2Rdll
@ Backup Plus (F) " ] libiompSmd.dil

Once imagedJ is open you want to go to Plugins > ZD8 > PSM Analyze, as shown below:
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13 You then want to navigate to the NewDualview directory in the original 3 spots detector
directory and select a PSM file that contains settings appropriate to your movie:
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After you select your PSM file and click "open" a program control window will open:
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item selected 385 KB

If you are analyzing ALEX movies, you want to make sure to check the "ALEX Style" box.

If are analyzing non-ALEX movies, make sure to uncheck the "ALEX Style" box. Also
check the "Show histograms" box to see the intensity distribution of the movie that you
are analyzing. Additionally, you can check the "Show pairboxes" box if you want to see
the pairs that the program selects for your movie. Note, however, that for the average
movie, the boxes that the program displays are too dense to make any sense of. It is
mainly good for troubleshooting and verifying that the program is analyzing the movie
correctly. It also makes the program run very slowly, so | would avoid checking the
"Show pairboxes" box unless absolutely necessary. The rest of the settings in the
program control window can remain unchanged. Then click "OK".

Another window will then open and you will want to navigate to the directory that
contains the .tiff file that you want to analyze. In this case, | want to analyze the "s0101-
rw.tiff" movie, so | will navigate to the s0101 directory:
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(£ open X

Lookin: 350101 RIEIEEIEE

02232021

02242021

Folder game: [D\Basic_Analysis_Guide\s0101

Files of Type: |Al Files -

o

| ippcvy8-7.041l
] ippi-70dil
| ippie9-7.0ll

59 Desktop

@ Backup Plus (F)
@ Backup Plus (F)
39items 1 item selected 385 KB

P Type here to search

Note that your movie won't show up in the directory. That is fine. After navigating to your
directory, just click "Open" and the program will begin running.

15 After the program begins running, three different windows will open (only one window if
you didn't check the "Show histograms" box initially). The first window is the intensity
histogram for the left side of your movie (the green channel):
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For the above histogram, what you are seeing are the pixel intensities for every pixel on
the left panel of the movie. This means that you are measuring the intensity of not only
the fluorophore spots that you are interested in, but also the background. Ideally, you will
select a minimum intensity threshold in your PSM file that allows you to ignore the
intensity from the background, although it is not always possible to do this cleanly. If you
look at the above histogram, you can see that there are three distinct peaks. | assume that
the peak that is farthest to the left is from the background intensity, whereas | assume
that the peak that is farthest to the left is from the fluorophore spot intensity. | am not
sure what the middle peak is from, so | set the minimum intensity value in my PSM file to
be roughly 1800. This is largely empirical, though. In general, | want to avoid setting the
minimum intensity value too high. If | was to set the minimum intensity value to 4000, for
example, | would be excluding most of my fluorophore spots from being analyzed any
further. Because of this, | would likely get very few pairs between the red and green
channels of the movie. If | set the minimum intensity value too low, however, the only
downside is that | would likely get a lot of pairs between the red and the green channels
that were complete junk / noise. Note that the part of the histogram that is in green is the
part of the intensity spectrum that will be considered for pairing with the red channel.

The second window is the intensity histogram for the right side of your movie (the red
channel):
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For the above histogram, what you are seeing are the pixel intensities for every pixel of the
right panel of the movie. Unlike the histogram that was generated for the green channel,
there is one distinct peak for this histogram and one small shoulder coming off to the
right of the main peak. In this case, the main peak is likely to be attributable to the
background intensity of the movie and is therefore not useful to us. The shoulder,
however, is likely to be made up of the intensity values from our sensitized emission
spots. Because the sensitized emission spots are typically fairly dim, it is fairly common
to simply get a small shoulder to the right of the main peak when analyzing the right panel
of the movie. As you can see from the above histogram, | set the minimum intensity value
in this case to be about 1300, so that | could exclude the background intensity values
from the pairing procedure while keeping the intensity values from the sensitized
emission spots. This, again, is determined empirically.

The third window is a log of the program's progress:
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Log %
File Edit Font

37.112, 443309, 296802, 477.368, 833.499,0
194312, 485999, 418487, 483.126, 996.521,0
138.362, 113.753, 380.904, 105.125, 433.696,0
24460, 278334, 290514, 273218, 220.138,0
251032, 430138, 467663, 404.571, 2519.588,0
202193, 461326, 418487, 483.126, 1675.216,0
200773, 460.711, 418487, 483.126, 1588.431,0
84951, 127.842, 330.240, 124312, 224.735.0
157,265, 263922, 412225, 256893, 184.830,0
27835, 471959, 296802, 477.368, 214.416,0
96.101, 187595, 360.301, 186366, 114.073,0
167.533, 239.703, 412225, 256893, 240.537,0
101284, 264857, 354880, 289530, 349.090,0
252759, 485335, 418487, 483.126, 7921.108,0
170816, 348.111, 425584, 369391, 214.659,0
75371, 266846, 325.757, 284748, 172.928,0
45559, 474830, 206802, 477.368, 19.457,0
44143, 219010, 275866, 223.115, 601.009,0
54993, 153600, 315853, 123.100, 1334.169,0
226.808, 146.151, 471807, 149244, 1530770
49329, 388440, 312380, 381885, 217.043,0
29062, 94.252, 296092, 121.369, §61.747,0
129.348, 343085, 352917, 368.728, 1378.054,0
81859, 81648, 319.744, 86403, 374.484,0
169.749, 188.892, 442382, 211028, 503.746,0
64819, 204837, 349.253, 211831, 793.355.0
248208, 42334, 503401, 44912, 26684,0
142134, 62011, 394722, 68633, 226380

pValues for regions "Left" and "Right"

numOfDonors: 1383, numOfAcceptors: 121, numOfPairs: 71

pval =73.7161

pVal with auto dx/dy =70.4401

PVal with auto rotididy=68 8239

finished =

:

The log window contains a large amount of information regarding the number of spots
that the program is trying to match between the two panels of you movie, the location of
the spots in each panel of the movie, how many pairs the program finds between the two
panels of the movie, etc. For the time being, the most relevant information that the
program outputs can be found at the bottom of the window after the program has finished
running. This information includes how many distinct spots the program found in the left
panel of the movie (donor fluorophore / green channel) and the right panel of the movie
(sensitized emission / red channel). Additionally, you can see how many overlapping
spots the program found between the two panels of the movie (in this case the program
found 71 spots that overlapped between the right and left panels). If you see, like in the
above example, that you get many spots in the left panel (in this case 1383 spots) while
you get relatively few spots in the right panel (in this case 121 spots), then you may
consider lowering the minimum intensity threshold that you set in your PSM file. However,
this is not guaranteed to result in more paired spots. Just because there are more spots
does not mean that they overlap with spots in the opposite panel.

Note that the spot detector program can be quite slow. Sometimes taking upwards of 15 -
30 minutes to run per movie. However, the time that it takes to run the program can be
minimized depending on the settings used in your PSM file (discussed above). Once you
have finished running the spot detector program on one movie, you will want to repeat
the analysis on each of your other movies, one at a time, by repeating Steps 12 - 14.

After running the Spot Detector program on all of your movies, navigate to the directory
that contains your rearranged .tiff file. You will now see that the directory is filled with
pairProfiles that contain the donor intensity and acceptor intensity as measured by the
Spot Detector program:
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You will also find the log file that was outputted from the Spot Detector program. While
there are other files that the program outputs, we don't currently use them for any of our
analyses and so | will not discuss them here.

While you do not really have to open the pairProfile.csv files for any reason most of the
time, it is useful to know how they are formatted:

Autosave @00 [F] 9 - s 0101 rwiif-pairrofile00T.cov = £ Search A CorkFisch -

& Share | Comments

General I il @ @ =5 5= E 3 Autosum

$-%9 @By C cal | nsen Delte Fomar | 1P . s
% 8| o |t TR
5 Number 5 e b
w29 / v
A B c [} 3 F G H ) K ft M N o P Q R s i u v [
1 |150.27-3.60 1:313.00-11.25
2 62433 8198.24
3| 4869843 11000.78
4 43906, 6571.02
5 6219754 12622
6| 4849008 12602.54
7 siesL7 6455.76
8 4946482 9863.76
9 4670902 9226.04
10 5832136 11926.05
11 3seara 6985.55
12| 5167243 17734.08
13| s1s1553 11862.03
14| 4222829 14183.53
15| ss695.41 692014
16| 579024 11716.36
17| a4077.93 12034.67
18] 5214679 12952.55
19| 46027.64 03217
20 49742 8544.64
21| 4gsess 17673.77
2| a4 930035
23| s6150.95 837247
24| 438308 10389.35
25| 5304705 8608.44
2% 49034.14 1279134
27| 3670279 11161.24
28| 4719293 4695.19
29| 4875337 6970.78 e
50101-rw.tiff-pairProfile001 | (@

H P Type here to search

As you can see from the above excel file, each pair profile really only has two columns.
The first column contains the intensity values over time of the donor fluorophore that the
program found in the left panel / green channel of the movie. The second column
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contains the intensity values over time of the sensitized emission / acceptor fluorophore
that the program found in the right panel / red channel of the movie. The first entry of
each column is the coordinate location of the spot in either the left or right panel of the
movie. The second entry of each column is the intensity value of either spot during the
first frame of the movie, the third entry of each column is the intensity value of either
spot during the second frame of the movie, so on and so forth.

As discussed previously, if you are analyzing ALEX movies and have rearranged them
properly, then the intensity from the direct excitation of the acceptor fluorophore with the
648 nm laser will be located at the second half of the .csv file. For example, if your movie
was 892 frames then the intensity values from frames 1 - 446 would be from direct
excitation of the donor fluorophore with the 532 nm laser, whereas the intensity values
from frames 447 - 892 would be from direct excitation of the acceptor fluorophore with
the 648 nm laser.

Now that you have generated the pair profiles from each of your movies, you can now
go through each of the pair profiles (FRET time traces, also simply called traces), and
select which of the traces are good and which are just junk. You can do this using one of
the following programs:

PItPPsALEX3.py - Use this program if you have generated traces from an ALEX
movie.

B3 PItPPSALEX3.py

PItPPS4.py - Use this program if you have generated traces from a non-ALEX movie.

B PitPPs4.py

Functionally, these programs are exactly the same. They are both used to plot the traces
that you have generated so that you can visually determine whether the trace you are
looking at is good or not. The PItPPSALEX3.py program simply has an additional space
for the intensity caused by direct excitation of the acceptor fluorophore.

To run these programs, simply open them in Spyder (or your preferred Python IDE) and
enter the path to the pair profiles that you want to analyze between the " " for the path
variable, as shown below:
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# Spyder (Python 37)
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03 eesipy ND2_to_Spitéb32.py - Folders\python TTimesALEX4.py Swapsack2y

€ 9 [CUsersidarkc

PiepeALE.py B

reated on Wed Nov 6 07:02:58 2019

thor: goldman3g

&import matplotlib.pyplot as plt
9 import os
10 import csv
11import sys
12 import re

1
14plt.close('all’)

2
23path BB : \Basic Analysis Guide\s0101Q

/< Sdef gfn():
File_list=os.listdir(path)

return file list

J0pLL.close("aTl)

3 result = re.search('file(.*).c', fn)
10 if (result != None):
11 pplist.append(fn)

H P Type here to search

- %
Vs
2% Help
102_to_Splutba2.pi 4| b 44 Source Consale ~| Objec] Jan
Here you can get help of any object by pressing
Ctrl+1 in front of it, either on the Editor or the
Console
Help can also be shown automatically after writing a
left parenthesis next to an object. You can activate
this behavior in Preferences > Help.
New to Spyder? Read our tutarial
Welp  Verisble oxporer | File oplrer
Python consle 5 x
0 consleya® L1
Python 3.7.4 (default, Aug 9 2019, 18:34:13) [MSC v.1915 64 bit (AMD64)] i
Type “copyright®, “credits" or "license® for more information.
IPython 7.8.0 -+ An enhanced Interactive Python.
In [1]:
> | mytronconsoe | Historylog
Permissions: AW __End-of-fines: CRLE_ Encoding: UTF-8 Line: 23 Column: 39 Memory: 54 %

Then run the program as described previously.

20 Once you run the program, you will see a window pop up that contains the plotted traces
(shown individually) that are contained in your path directory. You will also see the
controls for the program in the IPython Console in the lower right hand corner of the IDE:

X
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@ Backup Plus (F)

@ Network
T7items 1 item selected 201 KB

P Type here to search

| recommend dragging the IDE to the right hand of the screen and dragging the trace plot
to the left hand of the screen. It will make it easier to cycle through the traces quickly.

 Spyder (Python 3.7) - o X
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@author: goldnan3g

&import matplotlib.pyplot as plt
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10 import csv
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Alplt Close('all")
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2 50101-rw. tiff-pairProfile063.csv 063

23 pathi= +\Basic_Analysis_Guide\s0101"

25 def gfn -

26 file list=os.listdir(path) 50101- rw. tiff-pairProfiledb7.csv 067
50101~ rw. tiff-pairProfilesss.csv 068

28 return file_list $0101-rw. tiff-pairProfiledso.csv 669

29 N 50101-rw. tiff-pairProfile870.csv 070

30plt.close('all’) 50101-rw. tiff-pairProfiled71.csv 071

Pa)lProhle «csv files: 71
2 file_list = gfn()

print ("Files: ", len(file list)) i= 0
Full file name =
35 pplist = [1 \Basic_Analysis_( Guide\s0101\50101-

o for fn in file list: oy tif-pairProfilesel csy

if “pairProf* in fn: I -3.60', ' 1:313.00-11.25', ' *
39 result = re.search('file(.*).c’, fn ||Frames: 446
if (result != None):
a1 pplist.append(fn) +/|CR, (S)ave, (B)ack. (Quit: | v
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Permissions: W End-of-lines: CRLF__ Encoding: UTF-8 Line: 23 Column: 39 Memory: 60 %
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As you can see at the bottom of the IPython console, the controls for the program are as

follows:

(S)ave - type s into the console where the cursor is to save a good trace in a file

called "GoodOnes.txt".

(B)ack - type b into the console where the cursor is to go back one trace in the

directory.

(Q)uit: type g into the console where the cursor is to quit the program after you are

done.

This step of the analysis can be extremely time consuming, depending on how many
traces you have per movie and how many movies you have to analyze. It can easily take

a week or two to get through a couple of days worth of experiments.

While cycling through your traces, make sure to pay attention to what index your are on.
The program will not warn you when you have finished cycling through all of the traces in
a directory. It will reach the last trace in the directory and then simply start again from
the first trace in the directory. If you are not careful, you might end up getting duplicates

in your "GoodOnes.txt" file if you select the same traces multiple times.

A€ PQ=EXB
s0101-rw.tiff-pairProfile001.csv
1:54.27-3.60, 1:313.09-11.25

0
> w0
B2 w0
1 £
€
E = o Vi
2 s
@
S fiaf
g il
b= [l
IS |
= ¥
x
[n]
=
<
100 ‘
L 075 [
—
Ll I&J 050 : o ‘ ; .
025 - " TTENTTAPRTRRE e
o R e A 'yﬂ & i /< J‘)‘-"’,’\‘H
L1 000
| 0 20 £ 50 e
{ Time (s)
1 —
& Pictures Y 0101-wtiff-pairProfile015.csv 3
B videos &9 50101-rw: 2

) 0101w

205 (C)
~ DATA (D)
@ Backup Plus (F)

) s0101-nwitif-pai
&) sot0f
&) so101

@ Backup Plus () 3 so10
89 s010

s L Bt paprofienzicy

As you can see from the above image, the directory that | am analyzing has 71 traces in it
that need to be looked at. The first trace is at index = 0, whereas the last trace is at index =
70. Once you have gone through all of the traces in the directory, the program will simply
display the first trace again (i =
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21 Ideally you will have generated a catalog of traces that you consider worthy of further
analysis by saving the good traces to the "GoodOnes.txt" file for a given directory. These
files are very simply contain the name of the traces that you have selected and the index
of the trace within the path directory. These "GoodOnes.txt" files can then be fed into
other programs for downstream analysis, depending on what exactly you want to do with

them:

Ln1,Col 1 100% | Windows (CRLF)  UTF-8

H P Type here to search
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