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ISSAKE (immuno-SSAKE)

(SSAKE = Short Sequence Assembly by progressive K-mer search
and 30 read Extension (Warren et al., 2007))

* novy sekvenacni pristup a software

* kompilace kratkych readu z paralelniho
sekvenovani

e profilovani metagenomu T-bunék



Vstupni parametry

-f Fasta file containing all the [paired (-p 1) / unpaired (-p 0)] reads (required)
| paired reads must now be separated by ":"
-s Fasta file containing sequences to use as seeds exclusively (specify only if different from read set, optional)

-m) Minimum number of overlapping bases with the seed/contig during overhang consensus build up (default -m
15

-0 Minimum number of reads needed to call a base during an extension (default -o 2)

-r Minimum base ratio used to accept a overhang consensus base (default -r 0.7)

-t) Trim up to -t base(s) on the contig end when all possibilities have been exhausted for an extension (default -t
0)>

-c Track base coverage for each contig (optional)

-b Base name for your output files (optional)

-z Minimum contig size to track base coverage and read position (default -z 50, optional)

-p Paired-end reads used? (-p 1=yes, -p 0=no, default -p 0)

-v Runs in verbose mode (-v 1=yes, -v 0=no, default -v 0, optional)

============ Qptions below only considered with -p 1 ============

-d Mean distance expected/observed between paired-end reads (default -d 200, optional)

-e Error (%) allowed on mean distance e.g.-e 0.75 == distance +/- 75% (default -e 0.75, optional)

-k Minimum number of links (read pairs) to compute scaffold (default -k 2, optional)

-a Maximum link ratio between two best contig pairs *higher values lead to least accurate scaffolding* (default -a
0.7, optional)

-g Fasta file containing unpaired sequence reads (optional)



Skladani sekvenci

e vysoky prekryv voblastiV,JaC
* vysoky pocet jedinecnych sekvenci v CDR3

e vyuzivani anotovanych oblastiV (3’) a J (5')
pro zacatky skladani



* pridani nahodné baze do V-D-J spojeni
e delece bazena3'V
e delece bazena ')

f deleted 3" V bases f deleted 5" J bases f added CDR3 bases®
Bases Observed Simulated Bases Observed Simulated Bases Observed Simulated
(N=356) (N=220000) (N=1151) (N=220000) (N=174) (N =220000)

0 0.194 0.200 0 0209 0.212 1 0.006 0.007

1 0160 0.158 1 0.123 0.123 3 0.006 0.006

2 0.098 0.098 2 0122 0.122 4 0.029 0.031
3 0118 0.113 3 0104 0.105 5 0017 0.019

4 0.160 0.155 4 0117 0.117 6 0.017 0.019
5 0118 0.119 5 0123 0.119 7  0.052 0.056

6 0.070 0.073 6 0.086 0.085 8 0.063 0.067
7 0.045 0.047 7  0.056 0.057 9 0.069 0.073

8 0.022 0.023 8 0.031 0.031 10 0.080 0.084

9  0.008 0.009 9 0.019 0.019 11 0.057 0.059
10 0.006 0.006 10 0.010 0.010 12 0.075 0.076
13 0.080 0.081

14 0.086 0.085

15 0.098 0.096

16 0.046 0.046

17 0.052 0.049

18 0.029 0.028




Testovaci soubor

* Genbank TCRB mRNA
e N=1000000
* 36,42 nebo 50 nukleotidi dlouhé ready

Clonotype p.p.m. Number of Number of total Fold coverage
frequency unique sTCRf sTCRB ca.?
1:1 000000 1 110000 110000 5
1:500 000 2 10000 20000 10
1:333333 3 10000 30 000 15
1:250 000 4 10000 40 000 20
1:200 000 5 10000 50000 25
1:166 667 6 10000 60 000 30
1:142 857 7 10000 70 000 35
1:125 000 8 10000 80 000 40
1:111 111 9 10000 90 000 45
1:100 000 10 10000 100000 50
1:66 667 15 10000 150000 75
1:50 000 20 10000 200000 100
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