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KAPA Hyper Prep Kit $&U SureSelect XT Target Enrichment System (7Y L2k -Fo./0V—%AE4t) =
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KAPA Hyper Prep Kit $&U SureSelect XT Target Enrichment System (7Y L2k -Fo./0V9—%AK4t) =
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LINE-1 -assay  *Rago, C. et al. Serial assessment of human tumor burdens in mice by the analysis of circulating DNA. Cancer Res 67, 9364-9370 (2007).

Primer

Forward 5 -TCACTCAAAGCCGCTCAACTAC-3
Reverse 5" -TCTGCCTTCATTTCGTTATGTACC-3

Reaction condition
94T 2min

94C 10 sec
58C 15 sec :| 35 cycles
70C 15 sec

Reaction components

2x iTaq SYBR Green Supermix (Bio-Rad, Hercules, CA) 10uL
cfDNA sample 3ul
Forward primer XuL  (final conc. 0.5uM)
Reverse primer YuL (final conc. 0.5uM)
DW ZuL
Total 20l
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® End-repair, dA-tailing
KAPA Hyper Prep KitdDProtocollZ#EL). End Repair® KU A-TailingZ11>

RINR DI Thermal Cycler O&E
Input DNA (5-50ng) 50uL 20T 30min
End Repair & A-Tailing Buffer TuL 65T 30min 1 cycle
End Repair & A-Tailing Enzyme 3ulL 4T o
Total Volume per well 60uL H—ILY AT S —D HotTop [& OFF [CLET

@ Adapter-ligation
KAPA Hyper Prep KitDProtocollZHEL). Adapter-ligationZ1T>

RINEDIER Thermal Cycler D&
End Repair & A-Tailing reaction Product 60uL 20C 15min
Nuclease-Free Water Sul 4T = 1 cycle
Ligation Buffer 30uL Y—ILT AT S —D HotTop |& OFF [CLET
DNA Ligase 10uL
SureSelect Adapter Oligo Mix 5uL
Total Volume per well 110uL
IRF(FSureSelect XT DNA Custom Capture Kitdk D
® AMPureXP {58
KAPA Hyper Prep Kit @D Protocol [ZfELY Clean up Z1T2
Elution (& 10mM Tris-HCI (pH8.0) 20uL Tf1>
® SAISUEER (FvTFvaED)
Primer €% 2.5uL. Annealing J8E% 65C [CZFE L. PCR Z1TD
RISBROHE/K Thermal Cycler DE&E
Adapter-Ligated DNA 20 uL 98T 45sec 1cycle
2x KAPA Hi-Fi HotStart Ready Mix 25 L 98C 15sec
SureSelect Primer 2.5uL 65C 30sec 7-10 cycles
SureSelect ILM Indexing PreCapture PCR Reverse Primer 2.5ul 72C 30sec )
Total Volume per well 50 wuL 72C 5min 1 cycle
IRFIFSureSelect XT DNA Custom Capture Kitdk D &4 4T ) 1 cycle
(%) Cycle DEHE
@ AMPureXP #&58 <10ng, 10cycles
KAPA Hyper Prep Kit @ Protocol [CfiEL) Clean up Z175 10-20ng, 9 cycles

20-30ng, 8cycles

LIf#SureSelect XT DNA Custom Capture KitDProtcol lCfES >30ng,  7cycles
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® XL —I TR (illumina HiSeq 2000)
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input DNA . precap-PCR precap yield Hybri postcap vyield

Sample ng Adapter dil cycle ng ng ng
cfDNA-1 31.62 No 7 2125.5 750 171.2
cfDNA-2 50.00 No 7 1265.4 750 271.7
cfDNA-3 16.10 No 8 892.8 750 267.0
cfDNA-4 22.44 No 8 1792.5 750 421.7
cfDNA-5 8.69 No 9 1177.5 750 693.3
cfDNA-6 13.99 No 9 796.5 750 226.9
cfDNA-7 5.78 No 10 866.4 750 222.1
cfDNA-8 5.86 No 10 1406.4 750 308.7
NGS &R
S | input DNA Denth No of I ted error error dupricati insertsize

ampie ng ep ootseq —alignmented  gitdistant)  (mismatch) ~ UPMCANON  Gyerage)
cfDNA-1 31.62 1032.20 10,590,354 0.9916 0.0026 0.0025 0.4135 191.41
cfDNA-2 50.00 1819.50 30,186,496 0.9911 0.0027 0.0025 0.5468 199.69
cfDNA-3 16.10 1185.40 40,908,360 0.9876 0.0029 0.0028 0.6064 198.24
cfDNA-4 22.44 1799.30 39,444,920 0.9882 0.0028 0.0026 0.5370 189.16
cfDNA-5 8.69 888.70 32,333,724 0.9894 0.0028 0.0026 0.6124 198.39
cfDNA-6 13.99 746.30 42,373,884 0.9890 0.0027 0.0026 0.7645 193.63
cfDNA-7 5.78 451.10 38,925,422 0.9917 0.0027 0.0026 0.7884 187.99
cfDNA-8 5.86 714.70 35,751,514 0.9907 0.0028 0.0026 0.7270 193.18
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