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Sequencing Analysis Viewer Software does not need an advanced personal computer,
because the instrument control computer running the Real-Time Analysis (RTA) software

does the heavy computational work. The following items are required to run the
software:

Desktop computer running 32-bit or 64-bit version Windows XP, Windows Vista, or
Windows 7

Metwork access to the run data

et framework 4.0
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Understanding Quality Score:

ElE?

Phred BEMNBR-Ta—IL ~RN—X Q-
Quality Score ShbHMER J—JL0  score
IEFESE
10 1in10 90% Q10
20 1in 100 99% Q20
30 1in 1000 99.9% Q30
40 1 in 10000 99.99% Q40

Quality Scores for Next-Generation Sequencing
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http://www.illumina.com/documents/products/technotes/technote_Q-Scores.pdf
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Analysis® 7 : Data By Cycle
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Summary s 7

Projected Total Yield Aligned

Run Folder: 1
Analysis | Imagingl Summary
Run Summary
Yield Total
Level
eve [G]
Read 1 265.85 265.85
Read 2 26585 265.85
Non-Indexed Total = 531.69 53169
Total 53169 53169
Read 1
Density
Lane Tiles (Kimm2)
1 96 1027 +/- 29
2 96 1026 +- 29
3 26 1026 +- 30
4 96 1026 +- 32
5 96 1025 +- 31
[ 96 1027 +- 32
7 96 1029 +- 31
] 96 1027 +- 33
Read 2
Density
Lane Tiles (Kimm2)
1 96 1027 +/- 29
2 96 1026 +- 29
3 26 1026 +- 30
4 96 1026 +- 32
5 96 1025 +- 31
[ 96 1027 +- 32
7 96 1029 +- 31
] 96 1027 +- 33
12

(%)
0.68
0.67
0.63
0.63

Cluster PF
(%)

93.50 +/- 0.95
93.17 +/-0.93
93.02 +/-1.02
92.93 +/-1.02
93.25 +/-0.95
93.21 +/-0.39
93.31 +-0.87
93.40 +/- 0.94

Cluster PF
(%)

93.50 +/- 0.95
93.17 +/-0.93
93.02 +/-1.02
92.93 +/-1.02
93.25 +/-0.95
93.21 +/-0.39
93.31 +-0.87
93.40 +/- 0.94

Emror Rate  Intensi

(%)

033
0.51
042
042

11529
9039
9039

Phas/Prephas
(%)

0.116/0.155
0.113/0.155
0.113/0.157
0.1127/0.145
0.1127/0.149
0.1127/0.156
0.113/0.153
0.118/0.155

Phas/Prephas
(%)

0.158/0.174
0.159/0.175
0.158/0.179
0.161/0.161
0.153/0.167
015870175
015870175
0.163/0.180

Reads
(M)

285138
28513
28513
23508
28487
28539
28584
28523

Reads
(M)

285138
28513
28513
23508
28487
28539
28584
28523

Reads PF
(L]

266.58
26561
26517
264.85
265.57
265.96
266.67
266.35

Reads PF
(L]

266.58
26561
26517
264.85
265.57
265.96
266.67
266.35

Cycles
Err Rated

125
125
125
125
125
125
125
125

Cycles
Err Rated

125
125
125
125
125
125
125
125

Align
(%)

0689 +/- 0.0
068 +-0.0
068 +-0.0
068 +-0.0
068 +/- 0.0
068 +-0.0
068 +-0.0
068 +-0.0

Align
(%)

067 +/- 0.0
067 +-0.0
067 +-0.0
067 +-0.0
067 +-0.0
067 +-0.0
067 +-0.0
067 +-0.0

llumina
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Lo [y ity iz it i o

GAllIx 285% N/A 280% N/A
HiSeq 285% N/A 280% N/A N/A N/A N/A
HO SBS
V3
HiSeq 285% N/A 280% 280% N/A N/A N/A
HO SBS
V4
HiSeq 285% N/A 280% N/A N/A 275% N/A
Rapid Run
NextSeq N/A 280% N/A N/A 275% N/A N/A
MiSeq V2 N/A N/A N/A N/A 280% 275% N/A
MiSeq V3 N/A 285% N/A N/A N/A N/A 270%
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Optimal Loading Optimal Raw Cluster Density

(PhiXDIHE)

Platform 5
S— Concentration
GAlIx (v5 cluster kit with SCS 2.8 or 12.0 pM
later)
HiSeq 2000/2500 High Output v3 12.0 pM
HiSeq 2500 High Output v4 18.0 pM
HiSeq 2500 Rapid Run v1 and v2 12.0 pM
MiSeq v2 12.5 pM
MiSeq v3 15-20 pM
NextSeq 509 NextSeq Control Software 3.0 pM
v1.2 or earlier
NextSeq 500 NextSeq Control Soft

extSeq extSeq Control Software 1.8 pM

14

v1.3 or later

for PhiX runs

700-800K clusters/mm?

750-850K clusters/mm?
950-1050K clusters/mm?
850-1000K clusters/mm?
1000-1200K clusters/mm?
1200-1400K clusters/mm?

170-220K clusters/mm?

170-220K clusters/mm?
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https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
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https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
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https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
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http://www.illuminakk.co.jp/documents/pdf/2013_illumina_techsupport_session28.pdf
http://www.illuminakk.co.jp/documents/pdf/2013_illumina_techsupport_session28.pdf
http://www.illuminakk.co.jp/documents/pdf/2014_techsupport_session3.pdf
http://www.illuminakk.co.jp/documents/pdf/2014_techsupport_session3.pdf
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https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
https://my.illumina.com/MyIllumina/Bulletin/u2a5_szu_U6m0GkgddS6Vg/phix-loading-concentrations-for-verification-runs
http://www.illuminakk.co.jp/documents/pdf/2013_techsupport_session27.pdf
http://www.illuminakk.co.jp/documents/pdf/2013_techsupport_session27.pdf
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Summary s 7

Run Folder:

[Analysis | imaging| Summary
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Level

Read 1

Read 2

Total

Read 1

Lane

Read 2

Non-Indexed Total

8 8 8 8 8 8 8 8

8 8 8 8 & 8 &8 &

Run Summary

Yield Total
G)

265.85
265.85
531.69

531.69

Tiles

Tiles

Projected Total Yield Aligned

265.85
265.85
531.69

531.69

Density
(K/imm2)

1027 +/- 29
1026 +/- 29
1026 +/- 30
1026 +/- 32
1025 +- 31
1027 +- 32
1029 +/- 31

1027 +/- 33

Density
(K/imm2)

1027 +/- 29
1026 +/- 29
1026 +/- 30
1026 +/- 32
1025 +- 31

1027 +/- 32

1029 +/- 31

1027 +/- 33

(%)
0.68
0.67
0.68

0.68

Cluster PF
(%)

93.50 +/- 0.95
93.17 +-0.93
93.02 +/-1.02
92.93 +/- 1.02
93.25 +/-0.95
93.21 +/-0.89
93.31 +-0.87

93.40 +/- 0.94

Cluster PF
(%)

93.50 +/- 0.95
93.17 +-0.93
93.02 +/-1.02
9293 +/- 1.02
93.25 +/-0.95
93.21 +/-0.89
93.31 +-0.87

93.40 +/- 0.94

Ermror Rate
(%)

033
0.51
042

0.42

6543
11529
9039
9039

Phas/Prephas
(%)

(%)

Intensity
Cycle1

% == Q30

91.93
89.22
90.60

90.60

Reads
(M)

28513
28513
28513
28508
284 87
28539
28584

23523

Reads
(M)

28513
28513
28513
28508
284 87
28539
28584

23523

Reads PF
(LU]

266.58
265.61
26517
264.85
265.57
265.096
266.67

266.35

Reads PF
(L]

266.58
265.61
26517
264 .85
265.57
265.096
266.67

266.35

% = Q30

92.14
92.03
92.00
92.09
91.93
M1.76
91.84

92.08

% = Q30

a9.47
89.30
89.16
8927
89.23
29.08
89.08

89.20

Yield
G)

3332
33.20
33.15
331
33.20
3325
33.33

3329

Yield
G)

3332
33.20
33.15
3N
33.20
3325
33.33

3329

Cycles
Err Rated

125
125
125
125
125
125
125
125

Cycles
Err Rated

125
125
125
125
125
125
125
125

Align
(%)

0.69 +-0.0
068 +-0.0
068 +-0.0
068 +-0.0
068 +-0.0
0.68 +- 0.0
068 +-0.0

0.68 +-0.(

Align
(%)

067 +-0.0
067 +-0.0
067 +-0.0
067 +- 0.0
067 +-0.0
067 +- 0.0
067 +-0.0

0.67 +-0.(
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http://www.illuminakk.co.jp/documents/pdf/2014_techsupport_session8.pdf
http://www.illuminakk.co.jp/documents/pdf/2014_techsupport_session8.pdf

MiSeqDA—/IN\—D SR Z—DZ R EFERIZDLNTD
Tech note® Z#3%

Flow Cell Chart , Data By Lane >
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Diagnosing and Preventing Flow Cell
Overclustering on the MiSeq® System

Identifying and resolving issues with high cluster density.
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https://support.illumina.com/content/dam/illumina-marketing/documents/products/other/miseq-overclustering-primer-770-2014-038.pdf
https://support.illumina.com/content/dam/illumina-marketing/documents/products/other/miseq-overclustering-primer-770-2014-038.pdf
https://support.illumina.com/content/dam/illumina-marketing/documents/products/other/miseq-overclustering-primer-770-2014-038.pdf
https://support.illumina.com/content/dam/illumina-marketing/documents/products/other/miseq-overclustering-primer-770-2014-038.pdf
https://support.illumina.com/content/dam/illumina-marketing/documents/products/other/miseq-overclustering-primer-770-2014-038.pdf
https://support.illumina.com/content/dam/illumina-marketing/documents/products/other/miseq-overclustering-primer-770-2014-038.pdf
https://support.illumina.com/content/dam/illumina-marketing/documents/products/other/miseq-overclustering-primer-770-2014-038.pdf
https://support.illumina.com/content/dam/illumina-marketing/documents/products/other/miseq-overclustering-primer-770-2014-038.pdf
https://support.illumina.com/content/dam/illumina-marketing/documents/products/other/miseq-overclustering-primer-770-2014-038.pdf
https://support.illumina.com/content/dam/illumina-marketing/documents/products/other/miseq-overclustering-primer-770-2014-038.pdf
https://support.illumina.com/content/dam/illumina-marketing/documents/products/other/miseq-overclustering-primer-770-2014-038.pdf
https://support.illumina.com/content/dam/illumina-marketing/documents/products/other/miseq-overclustering-primer-770-2014-038.pdf
https://support.illumina.com/content/dam/illumina-marketing/documents/products/other/miseq-overclustering-primer-770-2014-038.pdf
https://support.illumina.com/content/dam/illumina-marketing/documents/products/other/miseq-overclustering-primer-770-2014-038.pdf
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Summary s 7

Run Folder: _

|Analysis | Imaging | Summary
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Level

Read 1

Read 2

Total

Read 1

Lane

Read 2

Non-Indexed Total

£ & 8 8 8 8 8 &

£ & 8 8 8§ 8 8 8

Run Summary

Yield Total
G)

265.85
265.85
531.69
531.69

Tiles

Tiles

Projected Total Yield Aligned

265.85
265.85
531.69
531.69

Density
(K/imm2)

1027 +/- 29
1026 +/- 29
1026 +/- 30
1026 +/- 32
1025 +/- 31
1027 +- 32
1029 +/- 31
1027 +- 33

Density
(K/imm2)

1027 +/- 29
1026 +/- 29
1026 +/- 30
1026 +/- 32
1025 +/- 31
1027 +- 32
1029 +/- 31
1027 +- 33

(%)
0.68
0.67
0.63
0.63

Cluster PF
(%)

93.50 +/- 0.95
93.17 +/-0.93
93.02 +/-1.02
92.93 +/-1.02
93.25 +/-0.95
93.21 +/-0.39
93.31 +-0.87
93.40 +/- 0.94

Cluster PF
(%)

93.50 +/- 0.95
93.17 +/-0.93
93.02 +/-1.02
92.93 +/-1.02
93.25 +/-0.95
93.21 +/-0.39
93.31 +-0.87
93.40 +/- 0.94

Error Rate Intensity
(%) Cycle1
0.33 6543
0.51 11529
0.42 9032
0.42 9032

Phas/Prephas
(%)

0.116/0.155
0.113/0.155
0.113/0.157
0.1127/0.145
0.1127/0.149
0.1127/0.156
0.113/0.153
0.118/0.155

Phas/Prephas
(%)

0.158/0.174
0.159/0.175
0.158/0.179
0.161/0.161
0.153/0.167
015870175
015870175
0.163/0.180

% == Q30

91.93
89.22
90.60
90.60

Reads PF
(L]

266.58
26561
26517
264.85
265.57
265.96
266.67
266.35

Reads PF
(L]

266.58
26561
26517
264.85
265.57
265.96
266.67
266.35

% = Q30

92.14
92.03
92.00
92.09
91.93
M.76
91.84
92.08

% = Q30

2047
89.30
89.16
89.27
89.23
89.08
89.08
89.20

Yield
G)

3332
3320
33.15
33N
33.20
3325
3333
3329

Yield
G)

3332
3320
33.15
33N
33.20
3325
3333
3329

Cycles
Err Rated

125
125
125
125
125
125
125
125

Cycles
Err Rated

125
125
125
125
125
125
125
125

Align
(%)

0689 +/- 0.0
068 +-0.0
068 +-0.0
068 +-0.0
068 +/- 0.0
068 +-0.0
068 +-0.0
068 +-0.0

Align
(%)

067 +/- 0.0
067 +-0.0
067 +-0.0
067 +-0.0
067 +-0.0
067 +-0.0
067 +-0.0
067 +-0.0
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Analysis® 7 : Data By Cycle

Analysis |Imaging | Summary | Tile Status | TruSeq Controls | Indexing |
g -
Extracted: 141 Called: 141 Scored: 141
Flowcell Chart Data By Cycle QScore Distribution (>
Intensity T
Intensity __Top Surface Cycle 1 Base A = Intensity All Lanes Both Surfaces All Lanes “All Lanes Both Surf. All Reads All Cycles|
v SE v
Top Surface bl Both Surfaces
v A v
Cycle 1 | 4500 Data By CYCI'E >
v 1
FWHM
Base A 000000000-ADGTHM All Lanes All Channels Top Surfs
v v R1 .RE B -
4600 H E -
Fix D 5 i ? -
Scal - i -
“E Lane:All !
\ 4 af
4400 o - . {»
Surface: Top I g o
g % of max
v o
4200 g 2k 20
Channel:All
60
1k
4000 40
i i i i 1]
Fix 100 200 300 400 500
20
m Scale Cycle
3800 ’
1 2 3 4 5 6 7 8 20 40 60 30 100 120 140
Lane Cycle

29 llumina



FWHM & [ ?
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Case 1__MiSeq V3§

Analysis | Imaging | Summary

(300PE run)

Status

Extracted: 608 Called: 608 Scored: 608
Flow Cell Chart Data By Cycle
VHM -
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QScore Distribution
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Case 1__MiSeq V3g&#E (300 PE run)

Run Summary

eVl Yield Total Projected Total Yield Aligned Error Rate Intensity
G) (G) (%) (%) Cycle 1
Read 1 0.00 0.00 0.00 0.00 7
Read 2 (1) 0.00 0.00 0.00 0.00 0
Read 3 0.00 0.00 0.00 0.00 0
Non-Indexed Total = 0.00 0.00 0.00 0.00 38
Total 0.00 0.00 0.00 0.00 26
Read 1
Density Cluster PF Phas/Prephas
Lane Tiles (Kimm2) (%)
1 38 1307 +- 169 0.00 +- 0.00 0.047 /0,052
Read 2 (1)
Density Cluster PF Phas/Prephas
Lane Tiles (Kimm3) (%) (%)
1 38 1307 +- 169 0.00 +- 0.00 0.000 /0.000
Read 3
Density Cluster PF Phas/Prephas
Lane Tiles (K/mm2) (%)
1 33 1307 +- 169 0.00 +- 0.00 0.000 /0.000

% == Q30
0.00
0.00
0.00
0.00
0.00
Reads
(M)
30.08
Reads
(M)
30.068
Reads
(M)
30.08

Reads PF
M)

Reads PF
(M)

0.00

Reads PF
M)

0.00

_ Yield

% »= Q30 @
NaN (FEEE) 0.00

_ Yield

% >= Q30 @)
NaN (GEEUE) 0.00

Yield

% »= Q30 e
NaN (GEELE) 0.00

Cluster Density[S#HEDFEEHR > TLVS (MiSeq v3 : ~1400K/mm2)

LAL. PFOIEIFZE O, QscoreREHTATULVELY
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Case 1__MiSeq V3g&#E (300 PE run)
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Case 2__HiSeq V3 High Output (100PE run)

Analysis | Imaging | Summary |
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Case 2__HiSeq V3 High Output
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Case 3__HiSeq V3 High Output (PE run)

| Analysis | Imaging | Summary |

Lane
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E H5 8 8§ & 8|55
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Cluster PF
(%)
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2022 +[-23.24
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Case 3__MiSeq V28&&, (250 PE run)

Analysis | Imaging | Summary | Indexing |

Status
Extracted: 518

Flow Cell Chart
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Case 3__MiSeq V28&&, (250 PE run)
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Case 3__MiSeq V28&&, (250 PE run)

=

40

HrEF —)

2 O

B2 488
5'/ =

\\

-
M|Seq0)7 /’GlOOOK/mmZ’éhz.é EHL<QscorexE LT

ZE 2 800K/IMM2FEEICHI Z TULV==2& . 5~20%
‘afzr}*:Phix&)\nf WL & aHE
16SFRNA A 3245 ) LEBBHTDRA4A >V~ O ra—I)LD T

Read 1
eTa Tiles Density Cluster PF IPhasfPrephas Reads Reads PF 9% = Q30 Yield Cycles Aligned Error Rate Error Rate Error Rate Error Rate
(Kimm2) (%) (%) (M) (M) (G) Err Rated (%) (%) 35 cycle (%) 75 cycle (%) 100 cycle (%)
1 28 1215+~ 71 1613 +/-528 R1.196/-1.946 2426 3.86 61.4 1.0 0-250 1196 +/-3.00 167+-022 | 1.56 +-043 105+-024 099+-0.21
Read 2 (1)
=72 Tiles| Density Cluster PF Phas/Prephas Reads Reads PF 9, 3= Q30 Yield Cycles Aligned Error Rate Error Rate Error Rate Error Rate
(Kimm2) (%) (%) (M) (M) (G) Err Rated (%) (%) 35 cycle (%) 75 cycle (%) 100 cycle (%)
1 28 1215+-71  16.13+-528 §0.266/-0.027 2426 3.86 723 0.0 0 0.00+-000  000+-000 | 0.00+-0.00 000+-0.00 0.00+-0.00
Read 3 (1)
Tiles| Density Cluster PF Phas/Prephas Reads Reads PF % = Q30 Yield Cycles Aligned Error Rate Error Rate Error Rate Error Rate
(Kimm2) (%) (%) (M) (M) (G) Err Rated (%) (%) 35 cycle (%) 75 cycle (%) 100 cycle (%)
1 28 1215+~ 11 16.13 +~- 528 § 1.626/-0.058 2426 3856 75.2 0.0 0 0.00 +/-0.00 0.00+-0.00 0.00+-000  000+-000 0.00+/-0.00
Read 4 %
1=To Tiles Density Cluster PF Phas/Prephas Reads Reads PF 9% >= Q30 Yield Cycles Aligned Error Rate Error Rate Error Rate Error Rate
(K/mm2) (%) (%) (1] (M) G) Err Rated (%) (%! 35 cycle (%) 75cycle (%) 100 cycle (%)
1 28 1215 +- 71 16.13 +/- 528 1566 1 0.200 2426 3.86 553 1.0 0-250 1506 +/-355  4.03+-059 | 028 +-0.14 041 +-020 052+-026

FRT <Y,

Intensity
Cycle 1

32+-2

Intensity
Cycle 1

84 +/-10

Intensity
Cycle 1

186 +/- 19

Intensity
Cycle 1

25 +/-1
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