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N DIET &
UVB SUPPLEMENTATION

~ Vitamin D, =i

7-DHC 2 prep, Vtemin D,

Skin ¢Heat el V@)
Vitamin D3

25-OHase
(CYP27A1)

(290-315nm)

Y

H)D 24,25-(OH),D,

3 24-OHase

25(0
. (CYP24A1)
o 1u-OHase
(CYP27B1)
Kidneys
Y

PTH p——————101.25(OH),D 7= 101,24,25-(OH),D,
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Sanger FASTAQ files collection from NGS service
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Run FastQC software for quality control
7
Split FASTQ files based upon tag sequence
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Sheared DNA Library ‘
{ ‘ |
a) Manual
DNA shearing -addition PCR enrichment \
Column Column Column SPRI beads SPRI beads
purification & purification purification purification purification & QC
QC check check
End-repair Adapters ligation
b) SPRIworks
DNA shearing A-addition PCR enrichment
SPRI beads SPRI beads
Spl:l:i(fli::da;s SPRFI bet_ads O ?)Estl-l:;;dns Opuriﬂcation/sizeo purification & QC
pHmiication selection check
\ End-repair Adapters ligation J
|
Automated on the SPRIworks (10 samples/run)
1 1 g recommended DNA input
c) Truseq
DNA shearing A-addition PCR enrichment
Gel purification/
O SPRI beads O SPRI beads Osize‘;election &
purification size selection QC check
l End-repair Adapters ligation J
I
Automated on the Agilent Bravo (96 samples/run)
1 u g recommended DNA input
d) Nextera
Tagmentation
SPRI beads
Column purification/ size
purification selection & QC
check
PCR enrichment
Performed in a 96-well plate
50ng recommended DNA input
e) NEB
DNA shearing Adapters ligation
Column SPRI beads
O purification & O O Szﬁfli:;;is purification & QC
QC check P check

End-repair & A-
addition

Optimised for 5ng -1 1 g DNA input

PCR enrichment



a) Pure library b) Library with adapter contamination c) Amplified adapters only

3 = z [FU] - 1
450
- Adapters
. 1500
250
ol 1000
1504
] 5004 \M’\
504

T T T
300 400 600 2000 10380 ) 35 100

T T T T T T T T TT T T T T T T TT T T T
200 300 400 600 2000 10380 [be] 35 100 200 300 400 600 2000 10380 [bp]
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Sample 1 U

rn T > et
15 00 200 200 400 00 1500 o)

DNA input: 140ng

R T e R
15100 W X0 W0 0 150 o)

DNA input: 400ng

Sample 2

e &8 &8 8 8 E 2

Sample 3

R e T
1S 100 20 300 40 0 1500 25}

DNA input: 78ng

Sample4 h
AL S A S S e =
DNA input: 108ng
Sample 5

e 8 2 8 8 B B £

i

|

T T T T T Taaal I T
15 100 200 300 400 20 1500 Be)

DNA input: 82ng

60
204 l ’
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Rl B 1
15 100 200 300 400 00 1500 [bo)

DNA input: 334ng
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15100 200 X0 400 20 1500 o)

DNA input: 141ng
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R e e e e e
15 100 200 300 40 0 1500 o)

DNA input: 146ng
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