KAPA HYPERPLUS KIT 4

Guide to Success

KAPA HyperPlus workflow: single-tube fragmentation
Full-Length and library preparation workflow in less than 3 hours
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The formulation of the End Repair and A-Tailing (ERAT) Enzyme Mix has
been enhanced to improve performance for more sensitive assays.
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HyperPlus ERAT Enzyme Mix Orange

& ERAT = End Repair and A-Tailing

incubate
at37°C AM Pl_l FlCATlON Is my library sufficient?
Got EDTA? Get to chopping. + Assess both the size and concentration of the library
* The enzymatic fragmentation reaction is sensitive to EDTA. « Mode and size distribution of DNA is controlled by - & ! with an appropriate quantification method.
« The best strategy is to remove EDTA by means of a cleanup fragmentation time and temperature.
step before fragmentation. » Tryarange of fragmentation times to determine optimal
« If the input DNA contains EDTA, please see Table 3 insert size. l
Instructions for Use (IfU) of the KAPA HyperPlus Kit. - For ease of sample processing, place samples with the longest
fragmentation time in the thermal cycler first. Add samples ADAPTER q bat o
How much DNA do | need? with shorter fragmentation times at appropriate intervals. Imt:u208°‘Ce How many cycles will it take? Work smarter, not harder.
a
: o v I_ | GAT' O N ; e ’ * Recommended number of amplification cycles * Determine how much final library material is Do | have
Application Sample type Input Mode .|"°Ubat'°°" Optimization o——I _ . | to generate 4 nM of amplified DNA when using required for the downstream application adapter-dimers?
fragment length time at 37°C* range - I ) S 41111} | l - KAPA Universal Adapter & KAPA UDI Primer Mixes. (e.g., capture, sequencing).
. - : 600 bp 5 min 3-10min 2 - ’ o TARGET CAPTURE
High quality gDNA 50ng-1ug s _ S Number of amplification o Number of cycles OR SEQUENCING
WGS 350 bp 10 min 5-20min A J . cycles for WGS to achieve Input into library required to generate
L lity FFPET. Input amount 4 nM* construction - [ |
ow quali - :
¢ Y 200 bp 20 min 10 - 25 min (if using truncated Universal Adapter (Fulllength Adapters) | 100 ng library | 1 pg library -_—
derived DNA 250 ng* & KAPA UDI Primer Mixes) |
150 bp 30 min 20 - 40 min How much adapter do I need?
) ) 250 ng (no SS)** X . L .. 500 ng* 3-4cycles Tug 0 0-1 Repeat Step 7
WGS (PCR-free) High quality gDNA >200 ng (with SS)** *These parameters are a good starting point for high-quality genomic Agap::er cogczntr?tl?g.affects llg_atlongfﬂ.mergﬁy, as v:_el{la:
DNA. Please refer to Appendix 2: Optimization of Fragmentation al apterand adapter-dimer carry-over during the post-tigation 250ng 3-5cycles 500ng 0 2-3
. . >100n Parameters of the TDS for guidelines on how to optimize fragmentation time cteanup. 10ng 5-7cycles 250ng 0-1 3.5 Visit
High quality gDNA - 9 and temperature, if needed. sequencingrochelcor NI
0 | Input DNA Adapter St?Ck Adapte ns_ert 1ng 10-12 cycles 100 ng 0-2 5-6 q 9- . PP
- . ) It’s not a typo! concentration molar ratio
argete. Low quality FFPET- 2100 ng* Note: When using incomplete, or truncated, adapters 50ng 3-5 7-8
Sequencing derived DNA * Ensure that the correct vo{ume of KAPA Frag Buffer (5 pL)and Tug 15 uM 101 (such as KAPA Universal Adapter & KAPA UDI Primer
KAPA Frag Enzyme (10 pL) is added to each reaction. Mixes), a minimum number of amplification cycles (3) 25ng 5-6 8-10
500ng 15uM 201 are required to complete adapter sequences for the
i =1ng next step in the process (target capture or sequencing) 10ng 7-9 1n-13
L L ) )
e Component Volume 250ng 15uM 401 irrespective of whether a sufficient amount of library is
i igati 5ng 9-11 13-14
Eull-length i available after ligation. The number of cycles needed 1
RNA-S : eng /d s1n Double-stranded DNA 354l 100ng oM 1001 depends on the specific adapter, downstream applica- Success!
oeq unfragmente =lng (with KAPA Frag Conditioning Solution, if needed) tion and amplification primer design. 25ng -1 14-16 Order more
cDNA 50ng 15uM 200:1 KAPA HyperPlus Kits from a
) . n Tng 13-15 17-19 3
* Reach out to Technical Support for possible workflow modifications KAPA Frag Buffer (10X) 5puL 25ng 7.5uM 200:1 * Based on sequencing recommendations, 4 nMis local sales representative.
when using this sample type. the minimum starting cqnpentranon to proceed with
** SS = double-sided size selection; a requirement when performing WGS 10ng SuM 200:1 :unus?lﬁg?mlésbe; (;?g#r'ﬂ?ig;?gfztﬁgg?s ;élcnmecan
on patterned flow cells but may result in sample losses of 60 - 95%, KAPA Frag Enzyme 10l } ad ts until the t pt . ytA . h)‘/ q
irrespective of whether a b‘ead— or gel-based technique is qsed. For PCR- 5ng 1.5uM 200:1 ?r::i;er:wn:ynrs:;&rle o:tiriirgaiiocrsr;\lcoetl:r%c‘cr)gzii:; C'jgfe .
fTee qukﬂows, QUe L the THleRE sample fosises [perfiglmimg Coulslss 2.5ng 750 nM 200:1 numbers ultimately decreases the library complexity by .
sided size selection with inputs <200 ng is not recommended. Total volume 50pL [ ST Data on file. For Research Use Only.
ng 5000 2001 Not for use in diagnostic procedures.
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