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Getting Started

assembly_ab1

VIEWING PROJECT REPORT “ assembly_fasta

assembly_fastq

To start, click on the 30-xxxxxxxxx.QC.html/ file.
This file provides an overall QC report, has links

genbank

quality_assessment

for individual sample reports, and acts as a raw fastq
launching point for accessing all reports. sample reports
variation

& Control-QC.html

| Plasmid-EZ_interpretation_guide.pdf

SEPFE)S IR l\g SAMPLE ‘ ff AZENTA Plasmid-EZ: control

From the QC report, 1. Quality assessment of sequencing:

yO u can CI | C k on th e Lane Sample Min_length Mean_length Max_length Q1_length Median_length Q3_length NS50_length
1 Negative 85 244.48 10842 166 182 206.25 199
Sample name to Open 2 pGem 105 2195.73 15695 1014.25 2600.5 3293 3286
)

the sample report.

2. Quality assessment of assembly:

If a reference sequence was provided, then creation of a reference-based consensus sequence was attempted. If this failed, or no reference sequence was provided,
then de nove assembly was attempted.

The following table reports statistics on mapping of raw sequencing reads to the reference-based consensus er de novo assembled contig.

Table columns are as follows:

. Sample: Sample name.
. Reference_Length: Length of the reference sequence, if a reference sequence was provided.
. Consensus_Length: Length of the reference-based consensus sequence.
Reference-based consensus is only reported if a reference sequence was provided and a reference-based consensus sequence could be generated.
If a reference sequence was provided but a reference-based consensus sequence could not be generated, then "-" is shown and the table cell is highlighted.
. Contig_Length: Length of the de novo assembled contig sequence.
De novo assembled contig sequence is only reported if no reference sequence was provided, or reference-based consensus sequence could not be generated.
If reference-based consensus sequence could not be generated, but de rovo assembly was successful, then Contig_Length is reported and the table cell is
highlighted.
5. Total_Reads: Total number of reads passing Nanopore sequencing quality assessment.
6. Mapped_reads: Number, and percentage, of total reads successfully mapped to the reference, if provided, or de novo assembled contig, sequence.
7. Unmapped_reads: Number, and percentage, of total reads could not be mapped to the reference, if provided, or de nove assembled contig, sequence.
8.
9:

W

IS

Supplementary_mappings: Number, and percentage, of total reads that span the 3-prime - 5-prime boundary of the linearized contig sequence.
Secondary_mappings: Number, and percentage, of total reads that map to more than one location on the linearized contig sequence

Calculation of percentages are based on the "Total Reads" value reported.

Sample Reference Length Consensus_Length Contig_Length Total_Reads Mapped_reads Unmapped_reads Supplementary_mappings*
Negative n/a n/a 0 178 - - -
pGem n/a n/a 3197 5518 5198 (94.2%) 320 (5.79%) 3473 (62.93%)

* "Supplementary” reads are those reads that span the 3-prime - 5-prime boundary of the linearized contig sequence.
"Secondary" reads are those reads that map to more than one location on the linearized contig sequence.
Calculation of percentages are based on the "Total Reads" value reported.

Individual sample assembly_ab
reports can also be W eembhrrt Then, click on the AssemblyReport.html file.

assemnbly fastq

accessed by going to

bank
the sample folder. -

€ pGem-AssemblyReport.html

quality_assessment

raw_fastq

wvariation
& Control-QC.html

£| Plasmid-EZ interpretation_guide.pdf
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e Viewing Your Plasmid
ANNOTATION MAP OF CONTIG

fon

AmpR promoter

% “:CZ“ In the sample report, the first thing you will see
promoter
MCS H H H
St ecioker is an annotated plasmid map for the contig
mg%ﬂfﬁfh’é{é’i - assembled. Hovering over the map will pull up a
inding site . . . . .
o AmpR summary of the region, which is also listed in the
table below the map.
-CDS on

B misc featurs
[l origin of repication

promoter

Data extracted from /output/pGem_contig_annotation.csv

Feature Type idl:;;'c;'m pe:’::;hmatch Description
fl ori rep_origin 100.0 100.0 f1 bacteriophage origin of replication; arrow indicates direction of (+) strand synthesis
AmpR promoter promoter 100.0 100.0 bla
AmpR. CDs 9076 100.0 p-1 - bla; confers to ampicillin
ori 1ep_origin 9083 100.0 high-copy-number ColE1/pMB 1/pBR322/pUC origin of replication
MCS misc_feature 100.0 100.0 pUC18/12 multiple cloning site
lac promoter promoter 100.0 100.0 promeoter for the E. coli lac operon
CAP binding site protein_bind  100.0 100.0 CAP binding activates transcription in the presence of cAMP. E. coli catabolite activator protein
T7 promoter promoter 100.0 100.0 promoter for bacteriophage T7 RNA polymerase
SP6 promoter ‘promoter 100.0 100.0 promoter for bacteriophage SP6 RNA polymerase
. The lac repressor binds to the lac operator to inhibit transcription in E. coli. This inhibition can be relieved by adding lactose or isopropyl-p-D-
fac operator protein_bind 1000 1000 thiogalactopyranoside (IPTG). lac repressor encoded by lacl
lacZu CDs 100.0 90.80 LacZa fragment of p-galactosidase; lacZ fragment
‘bom misc_feature 100.0 70.92 basis of mobility region from pBR322
lac DS 100.0 258 lac repressor; lacl; The lac repressor binds to the lac operator to inhibit transcription in E. coli. This inhibition can be relieved by adding lactose
. ) or isopropyl-p-D-thiogalactopyranoside (IPTG).
To0p CDS 100.0 18.75 Rop protein

OPENING THE GENBANK FILE IN SNAPGENE VIEWER

A copy of the annotation map annctation
and sequence are provided in assembly_ab1
the sample folder in GenBank assEmbly fasta

format. This file can be opened il Lo

in any plasmid viewer program

quality_assessment

like SnapGene Viewer.

raw_fastq
sample_reports
variation

& Control-QC.htrml

& Plasmid-EZ_interpretation_guide.pdf
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Viewing Your Plasmid (Continued)

Opening the GenBank file (.gbk) in SnapGene Viewer will present you with the following screen upon opening.
This shows you a map from the report as well as all restriction enzyme sites.

(3136) Psit Ndel (85)

2 BStAPI (20}
annotation (3011) DrallX )
(3008) BsaAT

(3003) BtgZI

PfoX (221)

Eco01091 (280)

2zral (339)
AatIr (341)

assembly_ab1

(2905) Nael
(2903) NgOMIV.

assembly_fasta

assembly fastg (77 promoter)
(2585) EcoRT

quality_assessment (2572) Aval - BsoBI - TspMI - Xmal

- XmnI (660)
raw_fastq

samplediepors (2542) BfuAI - BpMI pGem_contig_annotation SeAL7)
3197bp

variation
& Control-QC.html (2265) BspQI - Sapl

[& Plasmid-EZ_interpretation_guide.pdf
(2148) AFIIII - Pcil
NmeAIII (1113)

BpmI (1191)
Bsal (1194)

AhdI (1260)

(1848) PspFI
(1844) BseYI

(1730) AWNI

VIEWING NUCLEOTIDE SEQUENCE, AMINO ACID SEQUENCE AND ANNOTATION

Clicking the sequence tab at the top of the screen (highlighted in a red box below) will open the nucleotide
sequence, along with the annotation and amino acid sequence for all coding regions.

N

Enzymes  Features  Primers  History Display v

T 1o| T 0] T 30| T o] T 50| T snl T 7n| T ml T gnl T uml T nnl T unl T unl

gactatggcgagcggegtcggettgetggetegegtegetcagtecactegotecttegecttetegegggttatgegtttggeggagaggggegegcaaccggetaagtaattacgtegacegtgetgte
1 10 1 20
A P: N 2 Q T A S P R S L M Q L A R Q

A D
laci (fragment) >

gtttcccgactggaaagcgggeagtgagegeaacgcaattaatgtgagttagetecactcattaggcaccccaggetttacactttatgettecggetegtatgttgtgtggaattgtgageggataacaa
' 1 N 1 L I L ! L ! L I L 1 ' I ' ! : ! L 1 ' 1 ' 1

2470

t u t t t t t t t t t t t
caaagggctgacctttegeccgtcactegegttgegttaattacactcaatcgagtgagtaatccgtggggtecgaaatgtgaaatacgaaggecgageatacaacacaccttaacactegectattgtt

30
Vs R L E_S G 0

CAP bining e w T promater ]

Hlricl Aval  smal Ecos3kI
Acc Xmal “AccoST -

BfuAl Pstl . BsoBI
HindIIl BspMI  Sphl  SbfI ‘ Xbal ~ BamHI TspM: Kpnt EcoRT

tttcacacaggaaacagctatgaccatgattacgcecaagetatttaggtgacactatagaatactcaagcttgeatgectgeaggtegactetagaggateccegggtaccgagetegaattcgecotat
L 1 ' I ' ! ' I ' I ' I L ! : I ' ! ' I ' I ' !

T T T T T T T T T T T T T
aaagtgtgtcctttgtegatactggtactaatgeggttcgataaatccactgtgatatcttatgagttcgaacgtacggacgtccagetgagatctectaggggeccatggetegagettaagogggata

T7 promoter

agtgagtogtattacaattcactggecgtegttttacaacgtegtgactgggaaaaccctggegttacecaacttaategeottgcageacateecootttegeocagetggegtaatagegaagaggeoe
. ! . : . : . I . : . : . I . : . :

: ! s 1 s ! : ! 2730

t t t t t t t t t t t t t t t t + t + t + t t t t t
tcactcagcataatgttaagtgaccggcagcaaaatgttgcagcactgaccettttgggaccgcaatgggttgaattageggaacgtegtgtagggggaaageggtegaccgeattategettetecggg

1 10 1 0. 30 -
W W P s F ¥y W VvV v T 6 k T L A L p W L i A L o H T P L s P h G V i A Kk R P
< T prometer ] lacZo (fragment) >

gcaccgatcgeccttcccaacagttgegeagectgaatggegaatggacgcgecctgtageggegcattaagegeggegggtgtggtggttacgegecagegtgaccgetacacttgecagegecctageg
' I ' ! ' ! : I ' I ' I : ! ' I : ! ' ! ' ! ' I : I

t t t t t t t t t t t t t
cgtggotagegggaagggttgteaacgegteggacttaccgettacctgegegggacatcgeegegtaattegegecgeccacaccaccaatgegegtegeactggegatgtgaacggtegegggatege
[ Flor

40 4 0

lacZa (fragment)

Azenta Life Sciences
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Viewing Your Plasmid (Continued)

VIEWING ASSEMBLY_AB1 FILES ot

The abl files can be utilized to assess

 assembly_fasta

quality and identify positions with mixed o fact
assembly_fastq

base-calling. M genbiank

The ab1 files are fragmented into 2kB M. quality:ssessment
length files; therefore, each sample will be s
composed of multiple ab1 files. i

" variation
& Control-QC.html

|&| Plasmid-EZ_interpretation_guide.pdf

Our ab1 files allow you to validate sample quality with a quick scroll through the file. The ab1 file is a great tool
to identify any mixed base calling and validate the sample quality.

ANACAAAARATATTARACE CT TRACAAT NTECTEATEECEETRTTANETCLTTACECATE TETEEEETAT T €A A BLC B ECATIAT 66T 66 ACLCTIT

WA AAAARARR AR AARRMARARAARAARAMAMARARRAARAARARARANRARAR M ARAANRRAARRARRAY

Stndard  Autoscaled  Raw  Chromatoaram Data

As the ab1 example shows below, mixed base calling can be easily identified and verified from this single file.

1412 bases

TGACCCATCAAAAGATTTAATAGCTGAAATACAGAAACAGGGGCATGACCAAT

ARARARAARARARA&ARAXAARARAARARAARARARA ARAMAARARAAAAT

1010 1020 1030 1040 1050

 Standard  Autoscaled  Raw  Chromatogram Data () show quality values l 1.0x

Azenta Life Sciences 6
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Viewing Your Plasmid (Continued)

REVIEWING PAIRWISE_ALIGNMENT OF CONSENSUS FILES

If reference file is provided on the order form, we will run reference-based analysis and provide a pairwise
alignment to compare the assembled contig to the reference file provided. The example below shows alignment
between the reference and consensus file with the highlighted region showing percentage match between

the files.

annotation Manedisng  an extermallgorit_~ ||| and e cdted 1 i

W
Format 1denttes 1 -
e ot
* assembly_ab1 L ACTCTTCCTTTTTCAATATTATTGAAGCATTTATCAGGGTTATTGTCTCATGAGCGBATACATATTTGAATOTATTTAGAAAAATAAACAAATAGGBGTTCCECOCACATTTCCCCOAAA 120 |
= ALLLLLLLL UL L]
1 ACTCTTCCTTTTTCAATATTATTGAAGCATTTATCAGGGTTATTGTCTCATGAGCGGATACATATTTGAATGTATTTAGAAAAATAAACAAATAGGGGTTCCECGCACATTTCCCCGAAA 120 ) showrders for the sbgment

Save 32 Defalt Pramaters
assembly fasta B AGTOECACETOACGTCTTAATTAATGCARAGATGOATARACTTTT ARACAGAGAGOAAT T T T CAGCTAATGGACE TTCTAGGTETTGARAGOAGTGGGARTTSGCTCCOOTOECETE 20
N N NN NN NN NN aay|

121 AGTGCCACCTGACGTCTTAATTAATGCAAAGATGGATAAAGTTTTAAACAGAGAGGAATCTTTGCAGCTAATGGACCTTCTAGGTCTTGAAAGGAGTGE6AATTGOCTCCOGTGCCCETC 240 g

assembly_fastg

201 TCOOCAATTGAACCOOTOCCTABAGAAGGTGGCOCO000TAAACTOGGAAAGTGATOTCOTOTACTAAC 360

00
||||um||m|m|m||m|m||m|m||||um|u|||mlmnmlm||||um|u|||m|u|||mmmmmmlmm i 731 88 (78)
21 GGCAATTGAACCGGTGCCTAGAGAAGGTGGCGCEGEGTARACTGEGAAAGTGATGTCGTETACTEEE 260 L= o/56( 0.0%)
genbank
reference-1 41 TCCGCCTTTTTCCCGARGGTGRREGAGAACCGTATATAAGTRCAGTAGTCGCCATRAACGTTCTTTTTCGCAACGGGTTTACCGLCAGAACACAGGTAAGTGCCGTGTGTGGTTCCCGEE 480 Sl
ariwise alignment IlIIlI\I\|1IIlI\I\HIlIIlI\I\I!I!IIlI\I!IlIIlI\I\IlIlII\I\IHl||\I\I\I\I1ll\I\I\HKIlI\I\I!IlII!IH!I!IIKHHI!I!II\HH
P _aligl Iconsensus 361 TCCOCCTTTTTCCCOAGOOTOGGOGAOAACCOTATATAAGTGCAGTAGTCOCCATOAACATTCTTTTTCOCAACGOATTTGCCECCAOAACACAGGTAAGTGCCOTATOTAATTCCCOCE 0
uality_assessment reference-1 401 GOCCTOOCCTOTTTACOOGTTATOOCCCTTOCOTOCCTTOAATTACTTCCACCTOGCTGCAGTACOTOATTCTTOATCCCOAGCTTCOGOTTGOAAGTOGGTGGOAGAGTTCOAGECCTT Goo
| 2 LLLLULEEEEE LT LT
lconsensus | 4s1 GGECTGGCETCTTTACGEGTIAIGGEE GTGCCTIGAATTACTICCACETGEETGCAGTACGTGATICTIGATCCCEABE] |GGG T IGEARGGEGTGEEABAGT I CEABGEETT 600
raw_fastq I B606TTARGIABGOCETTCAGETCAT0TToAGTTAAGOGETH006TH006ACTANGEEN0006ATACOAATCTAITOAGACETTEACOCETOTOTCACTACTTTORATARGTETCTAD 20
R R T e i
601 GCGCTTAAGGAGCCCCTTCEECTCATGCTTEAGTTGAGOCCTEGCCTAGECACTEOOGCCECCECATACEAATCTGATGECACCTTCECRECTETCTCRCTECTTTCAATARGTCTCTAG 720
sample_reports
reterence:1 721 CCATTTAAAATTTTTGATGACCTGCTGCGACGCTTTTTTTCTGGCAAGATAGTCTTGTAAATGCGGGCCAAGATCTGCACACTGGTATTTCAGTTTTTGEGGCCGCAGOCEOCEACEEAG 8l
CLEEECCEE LR EC L LT
M8 ariation Lconsensus | /21 CCATTTARAATTTTTOATGACCTGETGCGACGCTTTTTTTCTOECAAGATAGTCTTGTARATOCGGGCCAAGATCTGCACACTGBTATTTCOGTTTTTGE66CCOC00GCEGCEACEEO0 b
reference-1 ot TAGTCTCAAGCTO0CCO0CCTOCTCTAOTOCCTOOCCTCOCOCCOCCAT 90
¥ IlII\I\HI!IIlI\HIJI!IIlIH\HIIIIH\I!IlIlHll\IlllVIll\IHllI\HIH\I!IHI\IJHIIlI\IJIJHII\HIJI!IIKHHI!I!II\HH
& Control-QChtml vaonsonsus | a1 TereanebTebtiaadirairetberdittdatitiotbttbtiat o
| Plasmid-EZ interpretation quide.pdf reterance-1 o6t TTCCCOGECCTACTGCAGGGAGCTCAAAATGGAGGACGCEGCGCTCOGOAG 100
] <IMEERR: _grice.p IIII\I\I\IlIIH\I\I\HIIH\I\H|I|I\I\I\I|II\I\I\I\IIII\I\I\HIIH\I\I\I||I\I\I\H|IH\I\I\I|II\HHHIHHHHIIIHHH
I-consensus so1 COCTTCCEOBCCCTACTACAGOOAGCTCARAATGOAGOACOCOOCOCTCOBOAT 1050
Gl st Mo
reference-! 1 1001 TGAGT TTTCCOTCCTCAGCCOTCOCTTCATGTGACTCCACGCAGTACCGGGCGCCOTCCAGGCACCTCOATTAGTTCTCOAGCTTTT 1200 by, oday,
lned sequences * | Edung Parvise Algents = B sceranel

e Why are NNNs in the consensus file? The Ns indicates a mismatched or missing region in the consensus file
compared to the reference file. Evaluation of the ab1 or variation file for the positions with NNNs will determine
whether the region is truly missing from the consensus file or of too low quality to match the reference file.

e The reference-based analysis is started right after sequencing, with the missing region during the analysis
denoted by N and tallied into the total length count. Therefore, the AssemblyReport will show a plasmid size
same as the reference file. The sample consensus Genbank file will show the total size to also be same as the
reference file, but with the region showing the Ns (or the missing region) to be grayed out.

Azenta Life Sciences 7
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PLASMID-EZ QUICK START GUIDE

e Assessing the Quality of Your Data

VIEWING THE READ-LENGTH DISTRIBUTION AND QUALITY SCORES

Going back to the sample report (AssemblyReport.html), you will see the sequencing quality metrics, including
the read-length distribution (red graph), the Q-score distribution (blue graph), and the percentage map reads
(section 3).

2. Read Lengths

Summary statistics of read lengths.

read type min length mean length  max length  ql length  median length g3 length 050 length

all 104 218227 123546 o712 2497 3202 3285
pass 105 219573 15695 1014.25 2600.5 3293 3286
WHAT YOU WANT TO SEE: an v Reads length and quality distribution 2

length histogram WHAT YOU WANT TO SEE:

-
1. A clear plasmid R
peak matching your B oo 2. Most of the reads
having a Q > 10

assembly length

0 50k 100k 10 20 30

. Mapping of sequencing reads to the assembly

If a reference sequence was provided, then creation of a refe o2 TET d. If this failed, or no reference sequence was provided, then de novo assembly was attempted.
The following table reports statisties on mapping of raw ing reads to the refe based or de nove ibled contig.
1. Sample: Sample name.
2. Reference_Length: Length of the referenc: if a refe q was provided.
3. Consensus_ Length: Length of the ref based
Reference-based consensus is only reported if a reference sequence was provided and a refe based q could be g d
Ifaref q was provided but a refe based could not be generated. then "-" is shown and the table cell is highlighted.
4. Contig_Length: Length of the de novo assembled contig sequence.
‘De novo assembled contig sequence is only reported if no reference sequence was provided. or refe 3 | q could not be g d
I ref . quence could not be d, but de novo assembly was ful. then Contig_Length is reported and the table cell is highlighted.
5. Total Reads: Total number of reads passing Nanopore sequencing quality assessment.
6. Mapped_reads: Number, and p ige, of total reads lly mapped to the reference, if provided, or de nove assembled contig, sequence.
7. Unmapped _reads: Number. and percentage, of total reads could not be mapped to the reference. if provided. or de novo assembled contig, sequence.
8. Suppl y_1 it Number. and p ge. of total reads that span the 3-prime - 5-prime boundary of the linearized contig sequence.
9. Secondary mappings: Number, and percentage, of total reads that map to more than one location on the linearized contig sequence.
Caleulation of percentages are based on the "Total Reads" value reported. 3
Sample Reference Length Consensus_Length Contig_Length Total Reads Mapped_reads Unmapped_reads Supplementary_mappings
pGem na na 3197 5518 5198 (94.2%) 320 (5.79%) 3473 (62.93%)

WHAT YOU WANT TO SEE:

3. Most of your reads

mapping to the
assembly

Azenta Life Sciences 8
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e Assessing the Quality of Your Data (Continued)

VIEWING PER BASE CONFIDENCE SCORES T annotation

"~ assembly_ab1

We also provide a FASTQ file with a confidence
Q score per base that can be viewed in SnapGene adiiiaccia

i imi * assembly fast
Viewer or a similar program.

" genbank
 pariwise_alignment
 quality_assessment
~ raw_fastq

" sample_reports

" variation

& Control-GC.html

_i] Plasmid-EZ_interpretation_guide.pdf

The higher the bar, the higher the confidence for the base call at this position. If a bar is lower,
it could indicate either low-quality sequence data or the presence of a polymorphism at the site.

File Edit View Enzymes Features Primers Actions Tools Window Help

Press the Alt key to see all four base values 3197 bases

éGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAA
Y ook Height- 0_Quality: 621

VIEWING THE VIRTUAL GEL 1 2
20000

The virtual gel is also available to quickly visualize the sample 18000 -
. 16000 -
quality. 14000
The virtual gel provides a visual representation of the read lengths ﬁzgg
and the intensity of each found in the sample. Please note the gel 8000
image may not represent all read lengths in the sample and should e
only be used as avisual representation and not for analysis. 2000

Azenta Life Sciences 9
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PLASMID-EZ QUICK START GUIDE

e Variant Calling

VIEWING VARIANTS BY BASE * annotation
assembly_ab1
We provide a variant Excel file —
(Contig-readCounts-variation.xls) that " sssembly_fastq
has the number of reads for each base. genbank

quality_assessment
~ raw_fastq

" sample_reports

variation

& Control-QC.html

\£| Plasmid-EZ_interpretation_guide.pdf

Any bases with a second nucleotide represented in >10% of reads are highlighted in yellow. This file also
provides you with the number of reads that have insertions or deletions for that base.

AZENTA LIFE SCIENCES - Plasmid-EZ

Color Legend:
== 10% deviation
These data relate to *raw”™ sequencing reads
1 A 3435 3435 0 0 0 0 0- 0
2 C 3440 0 0 0 3440 0 0- 0
3 G 3454 0 0 3454 0 0 0- 0
4 C 3463 0 " 0 3452 0 1G(1) 0
5 G 3482 1 1 3477 3 0 4C(2) 0
6 A 3490 3488 1 1 0 0 0- 0
7 A 3492 3479 11 2 0 0 11 T (10) 0
8 T 3499 13 3486 0 0 0 1A 0
9 T 3502 0 3501 0 1 0 0- 0
10 T 3506 0 3504 0 2 0 0- 0
1 T 3506 1 3491 0 13 0 27 A (15) 1
12 A 3514 3475 2 10 3 0 1 AAAGG (1) 24
13 A 3506 3500 0 3 0 0 9G(4) 3
14 C 3507 7 317 34 0 34 A (21) 9
15 A 3518 3481 1 N 0 0 0- 15
16 A 3519 3510 0 g 0 0 1 TAC (1) 0
17 A 3524 3519 2 2 1 0 0- 0
18 A 3525 3516 2 7 0 0 0- 0
19 T 3527 3 3514 2 7 0 3IG(2) 1
20 A 3528 3504 2 8 8 0 28 T(21) 6

Note: This file is corrected for read quality; an uncorrected raw number of reads with each base can be found in the
readCounts-variantion.csv file.

Azenta Life Sciences
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PLASMID-EZ QUICK START GUIDE

e Common Factors Affecting Plasmid-EZ Assembly

CONCENTRATION AND SAMPLE QUALITY AhnotatiEn

~ assembly_abl

In the unfortunate event your sample failed to
produce an assembly, the sample folder will only

assembly_fasta

assembly_fastqg
contain the raw FASTQ reads and a summary genbank
report that includes the read length and quality
of the data. st

~ sample_reports
wvariation
& Control-QC.html!

%] Plasmid-EZ_interpretation_guide.pdf

To provide a fast turnaround time at a low cost, we do not perform sample QC to determine why samples failed
assembly. However, the most common reason for failure is the sample not meeting the required 50 ng/ul
concentration. Low concentrations may lead to increased fragmentation during library preparation and/or a low
number of reads generated for the sample. We strongly recommend checking the concentration of your samples
on a Qubit or equivalent before sending samples to us to reduce the chance of failure.

Below on the left is the read length graph for a sample that failed and on the right is one that worked. Samples
with a clear plasmid peak like on the right tend to assemble, while samples without full-length plasmid reads
tend to fail assembly.

Azenta Life Sciences 11
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From Azenta Life Sciences PLASMID-EZ QUICK START GUIDE

e Common Factors Affecting Plasmid-EZ Assembly (Continued)

HOMOPOLYMERIC REPETITIVE REGIONS

Plasmid-EZ may at times show missing nucleotide following certain homopolymeric repetitive regions. In such
cases, please review the variation file for the position to confirm possible insertion/deletion at the region. The
example below showcases possible insertion of an additional T at the start of the homopolymeric region. For
further confirmation, we recommend running a Sanger sequencing order for the regions to ensure complete

coverage.
Position ReferenceCoverage A T~ 6 C N Insertions Top Insertion Deletions
9095 G i3 0 1 T 0 0 292 T (162) 1
9096 T ir4 0 496 0 0 0 0 _ 278
9097 T 637 0 636 0 1 0 0 _ 0
9098 T 09 0 709 0 0 0 0 _ 0
9099 T 740 0 740 0 0 0 0 _ 0
9100 T 750 0 750 0 0 0 0 _ 0
9101 T 756 0 756 0 0 0 0_ 0
9102 T 769 0 768 0 0 0 0_ 1
9103 T 1T 0 77 0 0 0 0_ 0
9104 T 72 0 771 0 1 0 0 0

METHYLATION SITES

GATC, CCAGG and CCTGG sites are methylation sites in E. coli. These sites may show discrepancy and will require
review of the variation file. If discrepancy is due to methyl GATC site, the variation file will show half A / half G

for the position, as shown in the example below. In such cases, Sanger sequencing follow up may be needed for
further confirmation for the base position. The image below shows a GATC methylation sites show mixed base
calling with A/G. In this example, nucleotide G was called but for further validation a Sanger sequencing order
may be needed.

4240 G 2020 803 6 1149 14 0 63 A (43) 48
42141 A 2070 2056 3 6 2 0 161 T (130) 3
4242 T 2069 73 1977 0 2 0 22TC(9) 17
4243 C 2057 G0 in 5 1615 0 21 T(21) 6
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