How to join pair-ends of multiple fastqg when you have

Soubor VLT Sdileni Zobrazeni
o o o o
renamed R1 and R2 of individual samples already with the ] O vevsinons © v &l |2
. —' [[E & stiedniikony Malé ikony - - ) '_ )
barcodes trimmed... Madcnind = {lop coran | |2 | Zobizsk | acinos
Podokna RozloZeni
®© v 4 L« WS.D.. » MULTI_FASTQ_JOIN_EXAMPLE v| ¢ | | Prohledat: MULTIFASTQJOI.. 0
MNazev ’ Datum zmény Typ Velikost
|| HARO17_R1 fastq 13.2.201916:26 Souber FASTO) 42428
. . . || HARO17_R2 fastq 13.2. 2019 16:56 Soubor FASTQ 4242 kB
|mag|ne those |nput flles: || HARD21_R1 fastq 13.2. 2019 16:27 Soubor FASTQ 4185 kB

|| HARDZ21_R2 fastq 13. 2. 2019 16:57 Soubor FASTQ 4185 kB
|| HARD36_R1.fastq 13. 2. 2019 16:26 Soubor FASTQ 4491 kB
|| HARD36_R2 fastq 13,2, 2019 16:58 Soubor FASTQ 4492 kB |

Pocet poloek: 6

Paired-end reads MNCBI Files | Settings | Console | Help
Open FASTA file(s) © + 4t | » Tentopoftac » WS_DRIVE (D) » MULTI_FASTO_IOIN_EXAMPLE v ¢ | Prohledat MULTI_FASTQIOL.. ©
Add FASTA file

E:Lann:ew Usporadat + Mova slozka B= - m @
Open FASTQ file(s) ) A~
Add FASTQ file Min-length i OneDrive

Quality Court 0 | Dokumenty | || HARD17_R1.fastq 13. 2. 2019 16:26 Soubor FASTQ 4242 kB |

“With ambiguous bases  none

Open TEXT file(s) KO || HARD17_R2.fastg 13. 2. 2019 16:56 Soubor FASTO 4242 kB

Linked Programs available

MNazev Datum zmény Typ Velikost

Add TEXT file | | HARD21_R1.fastg 13.2. 2019 16:27 Soubor FASTO 4185 kB |
18 Tento poéitad || HARD21_R2.fastq 13. 2. 2019 1&:57 Soubor FASTQ) 4185 kB
| Dokumenty | | HARD36_R1.fastg 13. 2. 2019 16:26 Soubor FASTO 4491 kB|
W Hudba | HARD3E_R2.fastg 13. 2. 2019 16:58 Soubor FASTO 4492 kB
& lab_141 (10,1301
=) Obrazky
= Plocha v

Mazev souborw: | "HARD36_R1fastq” "HARD17_R1fastq" "HARO21_R1.fastq"




Step 2 — Put sample names (file names) at the beginning of the sequence titles....

]

File Paired-endreads MNCBI | Files | | Settings | Console | Help

" Fiewte a N -
Parameter Walid _ -
Count 23584 Selected cells (rows]  Divided dataset  Analysis  Table
Ma-lerath 251
e 50 &= ook Show Selected Fasta caree STOP running process
Quality Count 23584 E ATGC
‘wiith ambiguous bases 0 y
Linked Programs available E:HD-I - R Counts
SEED o st
sequence editor HaR036_R1 g0 Deselect all cells

Loaded FASTO file D:AMULTI_FASTO_JOIN_EXAMPLE\HARDT7_R1.fastg
Added FASTI file D:\MULTI_FASTG_JOIN_ExAMPLENHARDZT_RA fastg
i&dded FASTO file D:AMULTI_FASTO_JOIM_EXAMPLENHARD3E_R1 fastg

Add selected cells
Rermowve selected cells
Inverse selection

Special selection

...program remembers which sequence belongs to which file....

Selected cells (rows)  Divided dataset  Analysis  Table

&= £ocx Show Selected Fasta SRR T v pocess

File: Countz
HARO17_R1
HARD21_R1
HARDZE_R1

Titles | Sequences CQuality display sort Alignments Chimera-clean Extraction Clustering Identification  Phylegeny

Edit titles (replace, change, resize) é?sr}gth gits tagiMeanOual 12 3 4 5 6 7 8 9 10111212 141E1E /181520212222 2428 2B 27 282530 31 32323 A
251
250
250
250
250
251
. 250
Search by titles 951
Group by titles 260
251
A1

(]

oo oo oo o ooo
b o e S e e o }

Export sequence titles

Visible region starts at 1 bp and ends at 33 bp




...put sample name (file name without extension) at the beginning of the titles...

File Titles  Sequences  Quality display sort Alignments  Chirnera-clean Extraction Clustering  Identification  Phylogeny

Methad length hits tagiMeanQual 1 2 3 4 5 6 7 8 9 10111212 141E1E17 11820201 22 22 24 28 28 A~

title separator . " 3794:8:000000000-8JCUW:1:1107:1 7082, 2902 1:M:0.7 251 3829
D Replace original name " 3794:8:000000000-8JCUW:1:1107:17130:323 1T:M:.0:7 251 36,28

| @ Append new name " 3794:8:000000000-8JCUW1:1107:17347. 3463 1:M:0:7 2A0 37.92
3794:8:000000000-8JCUW:1:1101:17526: 3544 1:M:0:7 2A0 3814
3734:3:000000000-8JCUU:1:1101:10249: 3646 1:M:0:7 A0 38.04
3794 3:000000000-4JCUU:1:1101:15262: 3825 1:N:0:7 250 3342
| 3794: 3:000000000-4JCUU:1:1101:14273:3917 1:M:0:7 251 3761
,::._::, at the beginning of the titles | 3794 8:000000000-4JCUU:1:1101: 14607 3926 1:M:0:7 250 33.98
| 3794: 8:000000000-4JCUU:1:1101:16214:4255 1:N:0:7 251 38.22
[::l at the | 3794: 8:000000000-4JCUU:1:1101: 15967 4432 1:N:0:7 280 3654
3794: 3:000000000-4JCUU:1:1101:24318:4510 1:M:0:7 251 3811
3794: 3:000000000-4JCUU:1:1101:24388:4516 1:N:0:7 251 3518
3794: 3:000000000-4JCUU:1:1101:22749:4545 1:N:0:7 251 38.27
3794:3:000000000-8JCUW:1:1107: 166574912 1:M:0:7 281 38.22
3794:8:000000000-8JCUW:1:1107:1 73475041 1:M:0:7 2A0 37.98
3794 8:000000000-8JCUW:1:1107: 241 BE:5046 1:M:0:7 2A0 A7.ETF
3794 8:000000000-8JCUW:1:1107:15700:51 36 1:M:0:7 2A0 3735
3794:8:000000000-8JCUW:1:1107:11 336:5253 1:M:0:7 2A0 37.78
3794:3:000000000-4JCUU:T:1101: 99275387 1:N:0.7 251 36.93

=
-

groups separator (if multiple groups are found in sequence)

Add group names to titles €=
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Visible region starts at 1 bp and ends at 25 bp

e.g.:
HAR017_R1|M03794:8:000000000-AJCUU:1:1101:14607:3926 1:N:0:7



Step 3 - Remove " _R1" from the titles to make the titles before space (and "1:N:0:7") identical

Titles | Sequences  Cuuality display sort Alignments  Chimera-clean  Extraction Clustering  Identification  Phylogeny
Edit titl la ha = length hits tag: Mean
Sl S 0107 2K 0 1 2829
""""" T 201 01 3628 W Rename or change titles | Append text to titles | Resize titles (spedial replace) |
280 001 3Fe2
44 1:M:0:7 n1 original title [KEY] [ SEPARATOR ] MEW TITLE Replace motive by separator
Ha 45 1:N:07 00 I
He Differentiate identical titles 25 1:M:0:F /0 0 1 Add Separator (TAE) J~\ | | | replace |
Ha 17 1:H:0:F 221 001 ) _R1
Ha, ) 26 1:M:0:F 280 01 3388
3 Ha Search by titles 455 1:N:0:F 251 0 1 3822
10 Ha Group by titles 32 1N:0F 250 0 1 3684 .
noHa 101:N:0:7 261 0 1 311 Put just TAB
12 HA _ 16 1:H:0:7 221 0 1 3|18 " n
12 Ha Export sequence titles 45 1:N:07 0 1 387 after _R1
14 HaROT/_RTMOZ3794:5:000000000-AJCULT- 1707 TeRE 7 4912 1:M:0:7 251 o1 3822
15  HARDT7_R1MO3794:8:000000000-4JCUL:T:1700:17347:5041 1:M:0:7 280 0 1 3788
16 HARDT7_R1MO3794:8:000000000-4JCUU:1:1707: 24166:5046 1:M:0:7 280 0 1 3FE7
17 HARDT7_R1MO3794:8:000000000-4JCUL:T:1700:15700:51 36 1:M:0:7 280 0 1 3736 | Load from text file... |
18 HARDT7_R1MO3794:8:000000000-4JCUL:T:1701:11336:5253 1:M:0:7 280 0 1 3FE
19  HARD7_R1MO3794:8:000000000-AJCUL:1:1101:9927:5387 1:M:0:7 221 0 1 3k453 Replace ti Lﬁﬂ and replace part of title
_ ” : I
Visible region starts at 1 bp and ends at 25 bp = muitiple KEY >
Method
(®) Replace original name
() Append new name

Replace it



Step 4 — Sort the sequences by title (there must be the same sequence order for joining)

File Titles Sequences Cuality display Alignments  Chirmera-clean Extraction Clustering  |dentification  Phylogeny
HEAD Length bh hits tag:MeanQual 1 2 3 4 5 6 7 8 3 101121 141E1E1FT1E 12 2021 22 22 24 28 2F -
HAR DT 7| 027 34:8: 000000000-4CUL:T:1101:170 —_——
HAR DT 7|02 34:8: 000000000-4CUL:T:1101:171 Title ascending
HAR DT 7| 027 34:8: 000000000-4CUL:T:1101:173 Hits decending
HAR DT 7| 027 34:8: 000000000-4CUL:1:1101:175
HAR DT 7| 02734:8: 000000000-4CUL:T:1101:102
HAR DT 7|k 027 34:8: 000000000-4CUL:T:1101:162 Ambiguous seq.
HAR DT 7| 027 34:8: 000000000-4CUL:T:1101:142 Sequence
HAR DT 7| 027 34:8: 000000000-4CUL:T:1101:146
HAR DT I 027 34:3:000000000-4JCUL:T: 11011821 4: 4285 1:M:0.7
HAR DT 70327943 000000000-4CUL:: 1101159674432 1:M:0.7
HAR DT 7027943 000000000-4CU1L:1:1101:24318:4510 1:M:.0.7
HAR DT 7027943 000000000-4CU1:1:1101:24388:4516 1:M:0.7
HAR DT 70327343 000000000-4CUL:T:1101:22749: 4545 1:M:.0.7
HAR DT 7027943 000000000-4CUL:1: 1101 166E7-491 2 1:H:0.7
HAR DT 70327943 000000000-4JCUL:T: 1101173475047 1:M:0.7
HAR DT 70327343 000000000-4CU1L:1:1101: 241 66:5046 1:M:0.7
HAR DT 70327343 000000000-4CUL:1: 11011 65700:51 36 1:M:0.7
HAR DT 70327943 000000000-4CUL:1:1101:11336:5263 1:H:0.7
HAR DT 7|k 0327943 000000000-4CU:1:1101:9927:5387 1:M:0:7

Visible region starts at 1 bp and ends at 25 bp
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Step 5 —Save it as FASTQ



Step 5 — Save the sequences as FASTQ

Titles Sequences Cuuality display sort Alignments  Chimera-clean Extraction Clustering Identification Phylogeny

Save as FASTA length hits tag:Mean Gual 1 2 3 4 56 7 8 9 10111212 141E 161716152021 22 22 24 28 28 A
U1 11001:10166: 24144 1:M:0:7 B0 0 1 3796 CEcTCccTCcC

Save as FASTQ U:1:1101:10187: 8060 1:N:0:7 251 0 1 381 H C C C C

................... J:1101:10240:19430 1:M:0:7 251 0 1 3@28 C Mc C C C C

. 101 10249: 3646 1:M:0:7 2
save titles as TEXT U-1: 11025812274 1:M:0:7 3 L
------------------- L1-1101-1 NGZT 541 T:N:0: 7 7
Save as local database U-1:9101-10798 9 1-M:0-7 o @ * T L e« MULTI_FASTO_JOIM_E.. » ALL v 0 Prohledat: ALL
L-1-1101-10932: 21 03 N0 7 7
9 HARMT7MO3794: 5 000000000-4JCUU1:1101-11040: 24452 1:N) ol  Uspofadat »  Nova sloka B -
10 HARD7MO3794:8:000000000-AJCUU-1:1101:11153- 10981 1:4:0:7 7 -
11 HARD7MO2794:3:000000000-AJCUU- 11101111 76:21776 1:N:0:7 7 L lab_141(10.130.1 & Nazev Datum zmény Typ
12 HARM7MO3794:5:000000000-AJCULU-1-1101:11268: 24837 1:M:0:7 7 =] Obrazky

13 HARDYMO3794:2:000000000-4JCUU:1:1701:11301:19410 1:M:0:7 m Plocha Hledani necdpovidaji Zadne polozky.
14 HARDFMO2734:2:000000000-4JCUU:T:1707:11336:5263 1:M:0:7

15 HARDFMO3794:2:000000000-4JCUU:1:1707:11446:12900 1:M:0:7
16 HARDFMO3734:2:000000000-4JCUU:1:1101:11610:23007 1:M:0:7
17 HARDFMO3794:2:000000000-4JCUU:1:1101:11652:21 476 1:M:0:7
18 HARDYMO3794:2:000000000-4JCUU:1:1707:11715:24228 1:M:0:7

4 StaZené soubory
idea
&, MisNdisk (C:)

AT Mo M S

T e O e Y T e L%

13 HARDYMO3794:2:000000000-4JCUU:1:1101:11780: 16414 1:M:0:7

_ Mazev souboru: | ALL_R1

Visible region starts at 1 bp and ends at 25 bp RSkl e |

% Skrjt slozky Ulozit Storno

Step 6 — Do the same for R2 files :)



Step 7 — Join the paired-ends

Paired-end reads | MCBl Files | Settings | Conscle Help
Join paired-end FASTC File paths

Parareter D:\MULTI_FASTQ_JOIN_EXAMPLEMVALLVALL_R.1.fastg
Court forward fle |ALL_R1.fastq ' | open forward file |

bd aw-lenigth
Mir-lenath D:YMULTI_FASTD_JOIN_EXAMPLEVALLMALL_R.2.fastg
Cluality Count reverse file |ALL_R2.1'astq | | open reverse file |

With ambiguouz bagzes  none

Linked Programs avallable

MN-percent maximum difference (8)
SEE D Show And Edit Sequences Zatsc

CATGC

. ATEC M-minimum overlap (&)
gequence editor

Verifies that the 2 files probe id's match up to specified char (default char = "space”) EI

< Join and load FASTQ files : Join only FASTQ files (save as...)

Then you can continue as described in manual....



