QIAGEN

Generated by: ethan
Date: Thu May 20 00:51:21 EDT 2021



Table of contents

T. SeleCted INPUL SEQUENCES ........oooiueieiiieeeeeee ettt et e e et e e et e e e ae e e et e e eteeeeteeeeareeeesseeeaseeeeseaeas
T.T SEQUENCE TEAAS ...t ettt et e e et e e et e e et e e eateeeetaeeeaaeeeeteeeeareeeseeenns
1.2 REFErENCE SEQUENCES ...ttt e et e et e e et e e et e e e teeeeateeereeeeaneas
2. REFEIENCES ..ottt ettt e bt e e te e e b e e bt e e seeeaaeesbeeessesaseenbeeseesnseenseenseesnseenseens
3. Read qUAIItY CONTIOL .....oeeeiiee e ettt e et e e et e e etae e eteeeeaeeeennas
3.T STrand SPECITICITY ...eveiieeiieee e e ettt e e et e e e e e e eeaaeea
3.2 Adapter read-throUgh ...
3.3 PaIr€d AISTANCE .....oieeiieeiecee ettt ettt ettt e e e b ae e erbeeareenaeeenaeenns
4, MaPPING STALISTICS ....ueeiiiiiii ittt e e e et e e e e e e ebbeeeeeeeeasabaeeeeseanssaaeeaeeeannsraeeas
AT PAIrEA FEAAS ..ottt ettt et e ettt e st e e b e e beesaaeesbeenbeensaeenbeensaeseeenseenseeneas
4.2 Match specifiCity (PAIFEA) ......c.ooviiieiieeeeeeeeee ettt
5. Fragment STAtiSTICS ..ocooiieiiiieeeee et e e e et e e e e et e e e e e et tb bt e e e e e e nraaaaaeeeane
5.1 Fragment counting (101al) ........coouiouiiiiieeeeeeeeeee e
6. TranSCript [ENGEN COVEIAGE ......ooieiieeeeeee et ettt e e et e e eaeeeeaaeeeaveeans



1. Selected input sequences

1.1 Sequence reads

Name Number of reads Longest read Paired

SRR10571720_1 (paired, 122,563,022 51|yes
trimmed pairs)

For paired data, there are two reads in a pair.

1.2 Reference Sequences

References Length Genes
164,291 597,293,918 164,291

2. References

3. Read quality control

3.1 Strand specificity

Strand specific setting Both
Forward % of reads mapped 0.89
Reverse % of reads mapped 99.11
Reads with known strand 90,696,292
Ignored reads (wrong strand) 0
Ignored reads % (wrong strand) 0.00

Strand specificity refers to whether a read is generated by sequencing an RNA fragment in the Forward
(5' to 3') or Reverse (3' to 5') orientation. In a strand-specific protocol almost all reads are generated
from a specific orientation. In other protocols a mix of both orientations is expected.

Strand specific setting: >90% of reads were mapped in the same orientation. Consider re-running the
tool with a strand specific setting ("Forward"/"Reverse").




3.2 Adapter read-through

Estimated % containing read-through adapters 0.00

This value is estimated from the number of mapped paired-end reads where one read is longer than
the sequenced RNA fragment.

A small percentage of read-through adapters is unlikely to affect the quantification of expression, but
their presence may lead to false positive variant calls. To remove a read-through adapter, run the "Trim
Reads" tool on the input reads, using either Automatic read-through adapter trimming or a Trim Adapter
List configured to remove the adapter sequence from the 3' end.

3.3 Paired distance

Paired distance
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The graph shows the distribution of paired-end distances, which is equivalent to the distribution of
sequenced RNA fragment sizes. There should be a single broad peak at the target fragment size. An
asymmetric peak may indicate problems in size selection.

Reads Paired distance estimates Messages

SRR10571720_1 (paired, trimmed 46 to 421 bp OK
pairs)

4. Mapping statistics



4.1 Paired reads

Number of sequences %
Reads mapped in pairs 87,754,394 71.60
Reads mapped in broken pairs 2,941,898 2.40
Reads not mapped 31,866,730 26.00
Total 122,563,022 100.00

For paired data, there are two reads in a pair.

If a strand specific setting was used, 'Reads not mapped' will include those reads that were ignored
because they mapped to the wrong strand.

4.2 Match specificity (paired)

Match specificity (paired)
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5. Fragment statistics
5.1 Fragment counting (total)
Fragments % of total
Counted fragments 43,877,197 71.60
- unique fragments 13,208,928 21.55
- non-specifically 30,668,269 50.04
17,404,314 28.40

Uncounted fragments




Fragments % of total
Total fragments 61,281,511 100.00

Default counting scheme (‘Fragment counts'): An intact pair is counted as one, broken pairs are ignored.

6. Transcript length coverage

Cowerage along normalized transcript length
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Expected coverage bias Unbiased
Difference between average 3’ and 5’ normalized counts -18.69
% reads mapping to transcripts > 10000 bp 3.17
% reads mapping to transcripts 5001 - 10000 bp 16.83
% reads mapping to transcripts 2001 - 5000 bp 43.51
% reads mapping to transcripts 1001 - 2000 bp 25.96
% reads mapping to transcripts 500 - 1000 bp 9.74
% reads mapping to transcripts < 500 bp 0.79

The plot shows the normalized coverage across a transcript body for four different groupings of
transcript length. The lines should be flat in the center of the plot, and the plot should be approximately
symmetric. An erratic line may indicate that there are few transcripts in the given length range.




