Annex C15

Using the RECall program for on-line sequence analysis of measles and rubella

8.
9.

10.

11.
12.

Changes from version 5 is website domain.

Before beginning, a request MUST be made to set up an account. Please email rdo7@cdc.gov to
set up an account on the site.

For measles and rubella the RECall website is: https://recall.bccfe.ca/account/login

Preferred browsers are Chrome or Firefox.

After user account is set up, go to the website and login. If login is successful, a sample entry
page should be visible as seen in figure below (your Past samples window will be empty).

To set your email as the location to send final Fasta file, go to settings. Under file formats, enter
your email and check the box. You can choose Fasta format, or text, or both, if you prefer. Click
the Back button (if you use the back arrow, the changes will not be saved).

For Measles (skip to step 14 for rubella):

In order to upload your .abi files they all need to be named in a very specific way so the program
can tell which chromatograms come from which sample and how to align the samples based on
the primers. The current scheme for Measles is:

a. For each abi file: Sample ID first, then an underscore (_), then the primer number either
216 or 214.
b. The sample ID for all sequence files from one sample need to be exactly the same (case
sensitive); examples MT1_216 and MT1_214.
Next, a zip file containing the sequence files needs to be created. To do this: select the .abi files
named as above for the viruses to submit (multiple viruses can be included in one zip file); right
click and choose Send to: compressed (zipped) folder. This folder is what is uploaded to the
Recall website.
On the RECall sample entry page, under Upload sample data, browse for your .zip folder and
select.
Under Choose a reference sequence, select Measles.
Click on Process Data. It may take a few minutes.
If the upload is successful, a submission date-Measles line should appear in the Past samples
box. The number indicates the number of viruses in the submission.
If there was a problem with the naming, an error message will appear.
Using the website to analyze samples
a. Click on one submission in the Past samples box. The list of sample names it contains
will appear.
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b.

Help

Setings  Logout

RECall (beta v3.04) - Web based sequence analysis

We will be changing ReCall to use encrypted communication (ittps:#/) on about June 1, 2018. You should not have to do anything differenty

Upload sample data Past samples

1) Please select your sample files

Jun-04-Measles (7

Upload: Browse... | [Max: 30Mb] %gs (edited)
We accept ABI and SCF files in a zip, tar or tar.gz file 33088 (edited)
38264
Apr-16-Measles (3)
Measles (3)
2) Choose a reference sequence

Sequence name

Process Data View

Click on one virus name. Click on View at the bottom.
The analysis page will open.

Click on Open Map at the top to ensure that all files for that virus are there and aligned
properly.
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Sample 38088 (id: 310875) Close map
T Standard
I MEV214,
| EvaTs
I
™ & E] o] ] ®
v s s T L A Reference
v s s T L A Protein
GTCAGITCCACATTGGC  Standard
GTCAGTTCCACATTGGC  Assembled
MEV214 (reverse) 7 Job name:  May-31-Measles (id: 63572)
GT CAGTT CCA C | Uploaddate: 20130531
sutus:  Passed
Mixtures: 0 (cutoff: 17.5%)
Marks: n"
Ns: 0
Edited bases: 1
MEV216 (forward) Errors: 0

Use the following keys to make edits:

Gnangs base ACGTN
RYKM.SW.BDHY
dash

Mixture compositions:
R=AG  Y=CT  K=GT  M=AC
S=GIC  W=AT B=CIGT D=AGT

H=ACT V=ACIG N=ACGT

Jump to base | Jump to AA

Save & Pass || Fail Sample

The chromatogram peaks will be aligned with the corresponding nucleotide in the text
bar at the top. The top text line is a reference virus and the bottom text line is the new
sequence being analyzed.

The sequence starts with the normal GTC of the sequencing window.

Hold the shift key and the arrow keys to click through the sequence one nucleotide at a

time. The highlighted brown box will move from nucleotide to nucleotide as you click
the arrow.

Problem areas will be highlighted in grey.



Sample 38088 (id: 310875) Close map
Standard I
WEV214, I
MEVZT6 I
1
G e e G0 5 o 720) Tz =
R R S A D A L L R Reference
R R S A D A L L K Protein
TCGAAGGTCAGCCGACGCCCTGCTTAGG Standard
TCGAAGGTCAGCTGAGCGCGCCTGCT GCAAG Assembled
MEW214 (reverse) 3 Job name:  May-31-Measles (id: 63572)
C GA A G T CA G|C A C G CC C T G C| uUploaddate: 2018-0531
Status: Passed
Mixtures: O (cutoff: 17.5%)
Marks: 11
NSt 0
Edited bases: 1
MEV216 (forward) Errors o
CGAAGGTCAGGCTGACGT CCCTG

Use the following keys to navig

ACGTN
RYKM.S W08V
dash

K=GT  m=AC

[ [ Jumptobase | JumptoAA |

Save & Pass || Fail Sample

i. Problem nucleotides will be highlighted in yellow.

Sample 38088 (id: 310875) Close map
Standard ]
MEVZ14. |
MEVZ15. ]
Tasa) an 152 T1a3) 1a%) Ti4s) ia8) ) ) 148)
P R v Y N G R D L L Reference
P R v Y N D R D L L Protein
CCTAGAGTGTACAATGGCAGAGACCTTC Standard
CCCAGGGTGTACAATGACAGAGATTCTTC Assembled
MEV216 (forward) 428 Job name:  May-3i-Measles (id: 63572)
CCAGGG TGTACLCAATGATCAGAG Upload date: 2012-05-21

Status: Passed
Mixtures: 0 (cutoff: 17.5%)
1

" A I\ Marks: 1

I\ ~ \ / I\ NS o

- W [ Edited bases: 1
o

Errors;

Changs bass: ACGTN
RY.KM,S,W,BDHV

Erase base. dash
Mixture compositions:
R=mG  Y=CT K=GmT M=AC
s=@iC W=AT B=C/GT D=AGT
H=ACIT  V=ACIG N=ACIGT

[ | Jumptobase | Jumptoaa |

Save & Pass || Fail Sample

j.  Bases can be edited by selecting a nucleotide in the highlighted brown box. Type over
the incorrect nucleotide with the correct one.
k. After you finish correcting any errors, click on Save & Pass.
I.  Click on Download to download the Fasta file and a summary excel file.
m. A zip file will also be mailed to you if you set it up in Settings. It will contain a consensus
Fasta file and a summary excel file.
13. For Rubella:
In order to upload your .abi files they all need to be named in a very specific way so the program
can tell which chromatograms come from which sample and how to align the samples based on
the primers. The current scheme for Rubella is:
a. For each abi file: Sample ID first, then an underscore (_), then the primer number either
8633 or 9112 for fragment 1 and 8945 or 9577 for fragment 2.



14,

15.

16.
17.
18.

19.
20.

b. The sample ID for all sequence files from one sample need to be exactly the same (case
sensitive); examples GA1_8633, GA1_9112, GA1_8945, and GA1_9577.

Next, a zip file containing the sequence files needs to be created. To do this: select the .abi files
named as above for the viruses to submit (multiple viruses can be included in one zip file); right
click and choose Send to: compressed (zipped) folder. This folder is what is uploaded to the
Recall website.
On the RECall sample entry page, under Upload sample data, browse for your .zip folder and
select.
Under Choose a reference sequence, select Rubella.
Click on Process Data. It may take a few minutes.
If the upload is successful, a submission date-Rubella line should appear in the Past samples box.
The number indicates the number of viruses in the submission.
If there was a problem with the naming, an error message will appear.
Using the website to analyze samples

a. Click on one submission in the Past samples box. The list of sample names it contains

will appear.
Settings Logout
RECall (beta v3.05) - Web based sequence analysis
Login successful
Upload sample data Past samples
1) Please select your sample files:
. Dec-27-Rubella (2)
s Dec-27-Rubella (3)
Upload: | Choose File |No fils chosen [Max: 30Mb] » Ruv-81

We accept ABl and SCF files in a .zip, .tar or .tar.gz file » Ruv-83
» Ruv-S4

2) Choose a reference sequence:

Sequence name: Rubella ¥

Process Data View Delete
Rename | | Download

b. Click on one virus name. Click on View at the bottom.
c. The analysis page will open.
d. Click on Open Map at the top to ensure that all files for that virus are there and aligned

properly.
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‘Sample 38088 (id: 310875) Close map
T Standard
I MEV214
I MEVZ15.
I
@ @ E] ® o] ®
\% S s T L A Reference
v S s T L A Protein
GTCAGTTCCACATTGGC Standard
GTCAGTTCCACATTGGC Assembled
MEV214 (reverse) T Job name:  May-31-Measles (id: 63572)
G T CAGTTCCAC Upload date: 2018-05-31
Status: Passed
Mixtures: 0 (cutoff: 17.5%)
Marks: 1
NSt 0
Edited bases: 1
MEV216 (forward) Errors:

G TCAG T TCGCA(

W | YAV

With key locations defined in scvanced seffings:

Next marked key base:
Erevious

Use the following keys to make edits:
Gnangs base: ACGTN
RYKM.SW.BDHY
Erase base: aash
Mixture compositions:
Y=o K=GT  m=AC
S=GIC  W=AT B=CIGT D=AGT
H=ACT V=ACIG N=ACGT

Jump to base | Jump to AA

Save & Pass || Fail Sample

The chromatogram peaks will be aligned with the corresponding nucleotide in the text
bar at the top. The top text line is a reference virus and the bottom text line is the new
sequence being analyzed.

The sequence starts with AA not the normal GTT of the sequencing window because the
2 nucleotides before the 739 start of the sequencing window had to be added to
maintain the proper open reading frame. These will need to be removed later when you
receive the final output file.

Hold the shift key and the arrow keys to click through the sequence one nucleotide at a
time. The highlighted brown box will move from nucleotide to nucleotide as you click
the arrow.

Problem areas will be highlighted in grey.

Sample RuV 1 (id: 426418) Close map
Standard
9112 (2)
9112
8633 (2)
8633
9577 (2)
9577
8945 (2) —
8945
M @) @ @) ] @)
K F H T E T Reference
K F H T E T Protein
AAGTTTCATACAGAGAC Standard
AAGTTCCATACAGAGAC Assembled
9112 (2) (reverse) U Job name:  Dec-27-Rubella (id: 93635)
A AGTTCGCCATAC 4 Upload date: 2019-12-27
\ Status: Passed
| Mixtures: 0 (cutoff 17.5%)
| warks: 1
AW AN EL
||  Edited bases: 0
9112 (reverse) Errors: L]

AAGTTCCATAC /4
Use the following keys to navigate:

] f./\A Il M f\A

8633 (2) Torwar’d)

AAG T T COGC AT A G A || Wihkeylocations defined in advanced settings:

Next marked key base down amrow
Pravious marked key base:  up arrow
Use the following keys to make edits:
/ Ghange base: ACGTN
\ RYK.M,SWBDHY
2632 (forward) Erase base dash
AAGTTGCGCATA CAI Miure compositions:
R=AIG  Y=CT  K=GT M=AC

A \ /\\ HeACT  VeAGE  N=wTET
’f\‘ 'l \
AV A W == =

Save & Pass | Fail Sample || Exit




i. Problem nucleotides will be highlighted in yellow.

Sample RuV 1 (id: 426418) Close map
Standard -
- 9112 (2)
9112
8633 (2) -
863 -
9577 (2)
= 9577
5945 (2) -
8945
(188) (188)
R C G Reference
R C G Protein
TGCGT GCGG Standard
TGCGT GCGG Assembled
9577 (2) (reverse, Job name: Dec-27-Rubelia (id: 93638)
T G C GT Upload date: 2019-12-27
Status: Passed
Mixtures: 0 (culofl: 17.5%)
Marks: 1
/I\f\ \ “N"s: 0
A Edited bases: 0
9577 (revelse) Errors: L]
G

TGTGACCGGGTGCGCTATCTCA (
A

I Use the following keys to navigate:

[
,\ I Nest marked base: right arrow
[\ Pravious marked base: left arrow
f/\ VL LL| cesse shitt + right arrow

Frevious base: shift + left arrow
8945 (2 forward

G T GACCGGGTOGG CTATC GC CA ¢ Withkeylocations defined in advanced sefings:

Nest marked key bass: down arrow
noa Frevious marked key base: up arrow
Ay ‘. Iﬂ Use the following keys to make edits:
| [\ 1
IR A Change base ACGTN
[ \ RY.K.M,SWEDHV
8945 (forward) Erase base aash

Mixture compositions:

R=AG Y=0CT K=0GT M=AC
§=0/C W=AT B=C/GT D=AGT
| H=AGT V=AIGIG N=AGGT

Jump to base | Jump to AA

Save & Pass || Fail Sample || Exit

j.  Bases can be edited by selecting a nucleotide in the highlighted brown box. Type over
the incorrect nucleotide with the correct one.

k. After you finish correcting any errors, click on Save & Pass.

I.  Click on Download to download the Fasta file and a summary excel file.

m. A zip file will also be mailed to you if you set it up in Settings. It will contain a consensus
Fasta file and a summary excel file.

n. Remember, the Fasta file that is returned for rubella will be 741 nucleotides. Itis
necessary to remove the first 2 nucleotides (AA) from this file before phylogenetic
analysis.

21. More details on the program can be found at:
http://webrecall.wikia.com/wiki/BCCFE Web RECall Wiki.



http://webrecall.wikia.com/wiki/BCCFE_Web_RECall_Wiki

