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Product Name . KAPA Library Amplification Kit (KK2611, KK2612)

Manufacturer - KAPA BIOSYSTEMS

Application - Effective sequencing of long amplicons containing AT-rich
regions targeting the PMS2 gene
(one of the genes responsible for hereditary colorectal cancer)

Customer feedback on products

The following data were provided by the courtesy of Dr. Gou Yamamoto, Dr. Miho Kakuta and Dr. Kiwamu Akagi at Division of
Molecular Diagnosis and Cancer Prevention, Saitama Cancer Center, Japan.

Experimental method

The problem in sequencing long amplicons targeting the PMS2 gene (one of the genes responsible for hereditary colorectal cancer) was
the low coverage resulting from fewer reads particularly in the AT-rich regions due to library amplification bias.

Here, in the "tagmented library prepared from long amplicons by Nextera XT" prepared by the current method, we attempted to solve the
above problem by amplifying the library using KAPA Library Amplification Kit (KAPA HiFi HotStart ReadyMix).

W Workflow * Library amplification by KAPA Library Amplification Kit

@ After performing neutralization in the tagmentation step, 50ul (twice the
* volume of the reaction) of AMPureXP was added to 25ul of reaction,
and cleanup was performed (washing twice with 80% ethanol)

Human genomic DNA

PCR amplification of the target region: 3 kb to18 kb
(@ Elution was carried out with 15ul of 10 mM Tris-HCI (pH 8) or PCR-grade water
5l of input DNA at 0.2 ng/ul to

0.075 ng/ul was added, ® Library amplification was performed under the following conditions
depending on the amplicon size

Nextera XT DNA Sample Prep kit

library preparation Reaction composition

A 9xKAPA HiFi HS ReadyMix 250
X L Index 1 primer 5uL
Library amplification L'tz);alr(yAT)erliligfaa:;on Index 2 primer 5uL
by the current method Amplification kit* Library DNA 15uL
\ / 50pL RXN
. PCR cycle
Next—.gene.ratlon sequencer Initial Extension 72C  3min
illuminatt MiSeq Denaturation 98TC  30sec
+ Denaturation 98TC  10sec
- - — Annealing 63C  30sec :| 14cycles
Data analysis and visualization Extension 79C  3min
CLC Genomics Workbench Hold 100
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Sequencing results of long amplicons targeting the PMS2 gene
Fewer reads in AT-rich regions (e.g. regions indicated by arrows) resulted in low coverage.




Libraries amplified using KAPA Library Amplification (LA) Kit showed improved coverage in AT-rich regions, resulting in more uniform
coverage.
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Homo sapiens (hg19)

® PMS2 intron2

155 S0 s04gas0 504,500 5520 5500 54560 s0agse0 5044600 5044

0 ATTTGTAAAATAGAGAAT AAT AAGTTCTAT CTCATAAAGTTATTCTGCAGATT AATAA TIMITATTCTTITCTTTTCTTTT GAGAT GGAGTTTTGCT CGTCACCCAGGCT GGAGT GCAGT GG--T-A-C -GATCTT GGCT CACTGCAGCCTC!

PHS2- ATTTGTAAAATAG A GAT AT AT T T T T GG - T T T T T T AT T T AT TATTCTTTTCTT TTCTTTT GAGATGGAGTTTTGET COTCACC CGUGCT GGAGT GCAGT GG~ -T-A-C -GAT CTT GGCT CACTGCAGELTC!
1758_51.1001_R1_001 ATTTGTAAAATAGAGAAT AAT AAGTTCTAT CTCATAAAGTTATT CT GCAGATT AATAATTTTTTGG-TTTTTTTTAT

(paired) trimmed AT TTCT AAAAT ACAGAAT AAT AACTT ETAT CT CATAAAGTTATT €T CCACATT AAT AATTTTTT GG-TTTTTTTTATTTTATTATTCTTTTCTTTTETTTT CAGAT GOAGTTTT GET € CTCACE CAGECT CGAGT GEAGT GG~ T ~A-C-GAT CTTGGCT CACT GCAGCCTC!

(uared) (Readsy - ATTTCTAAAATAGAGAAT AATAAGTTCTAT CTCATAAAGTTATT CT GCAGATT AATAATTTTTTGG-TTTTTTTTATTTTATTATTCTTTTCTTTTCTTTT CAGATGCAGTTTTGCT CGTCACC CAGGCT GGAGT GCAGT GG TCTTAGCTCACTCCACCCTCH
e ) 4 ATTTCTAAAAT AC—AAT AATAAGTTCTAT CTCATAAAGTTATT CT GCAGATT AATAATTTTTTGC-TTTTTTTTATT TTATTATTCTTTTCTTTTCTTTT GAGATGCACTTTTGCT CGTCACC CAGGCT CCACT CCAGT GG - T -A-C ~GATCTT GGCT CAC
locally realigned 4717 G7AAAAT AGAGAAT GTTCTAT CTCATAAAGTTATT CT GCAGATT AATAATTTTTTGG-TTTTTTTTATITTATTATICTTTTCTTTTCTTTT GAGATGGAGTTTTGCT CGTCACC CAGGCT GGAGT GCAG, AT CTTCGET CACTGEACECTCI
78803 reads ATTTGKAAAATAGAGAATWATWAGTTYTWT CTCATWAAGTTATT CT GCMGATTWATAATTTTTTGG-TTTTTTTTATTTTWITATTCTTCT CTTTCACTCTTGTCACCCAGGCT GGAAT GGAGT GGEAT GATCTGATCTTGGCT CACTGCAACCTCH
ATTTGTAARATAGAGAAT AAT AAGTTC CATAAAGTTATT CT GCAGATTAATAATTTTTTGG-TTTTTTTTATTTTATTATTCTTTTCTTTTCTTTT GAGATGGAGTTTTGCT CGTCACCCAGGCT GGAGT GCAGT GG--T -GATCTTGGCTCACTGCAGCCTC!
AT AAT AACTT T AT (T AT AAAG T TATT (T COACAT T AATAAT T 1T CE - T T T AT TT AT AT TCTT I TCTTTTCTTTT CACATCEACTTTTCCT COTCACCCACCET CEACT CCACTCG - TCTTGGCTCACTGCA
ATTTGTAAAAT ACA T T T AT T A A AT T AT T €T e A AT T AT AT T T T GG T T T T AT T T AT T AT TCTTTTCTTTTCTTTT GACAT COACTTTTGCT COTCACC CACCCT CEACT CCACT €G- T -A cTGcaeeCTC!
ATTT CTAAAAT ACACAAT AAT AA. CTCATAAAGTTATT CTGCAGATT AATAATTTTTTGG-TTTTTTTTATTTTATTATTCTTTTCTTTTCTTTT GAGAT GCAGTTTTGCT CGTCACCCAGGCTGGAGT GCAGT GG~ -T-A-C -GAT CTT GGCT CACTGCAGCCTCI
CAAT AAT AAGTTCT AT €T CATARAGTT ATT CT CCACATT ARTAATTTTTTCC TTTTTTTTATTTTATTATT CTTTTCTTTTCITTT CACAT CEACTTTTCET CCTEAEE CACCET GEACT CCACT GG~ 1T "™ C -CAT CTT CGET CACT ECAGE——
T ATT €T G ACA T T AT AT T T T T CC - T T T T AT T TT AT T AT TCTTTTCTT TTCTTTT CACATCCACTTTTCCT COTCACCCACCET CEACT CCACT €G- T -A-C -CAT CTT CGET CACTECAECTC)
ATTTGTAAAAT AGAGAAT AAT AAGTTC AATAATTTTTTGG- TATTATTCTTTTCTTITCTTTT GAGATGGAGTTTTGCT CGTCACCCAGGCT GGAGT GCAGT GG--T -A~-C -GAT CTT GGCTCACTGCAGCCTC!
Current CATTAATAATTTTTTCC— ATTTTATTATT(TTTT(TTTT(TTTTCACATZCACTTTTC(T(CT(AT((ACC(TCCACTC(AZTCG——T A-C-GATCTTGGCTCACTGCAGCCTC!
ATTTGTAAAATAGAGAAT AAT AAGTTC GATTAATAATTTTTTCS- ATTTTATTATTCTTTTCTTTTCTTTT GAGATGGAGTTTTGCT CGTCACCCAGGCT GGAGT GCAGT GG--T -A-C -GATCTT GGCT CACTGCAGCCTC!
hod ATTTGTAAAAT AGAGAAT AAT AA AATTTTTTGG- GITTTATTATTCTTTTCITITCTTTT GAGAT GGAGTTTTGCT CGTCACCCAGGCT GGAGT GCAGT GG~ -T-A-C-GATCTT GGCT CACT GCAGCCTC!
metho ATTT CTAAAAT ACACAAT AAT AAGTT CT AT CT CAT AA TAATTTITT G- ATTTTATTATTCTTTTCTTTTCTTTT GAGAT GGAGTTTTGCT CGTCACC CAGGCT GGAGT GCAGT GG--T -A-C -GATCTT GGCTCACTGCAGCCTC!
ATTT ETAARAT ACACAAT AAT AACTT CTAT ET CAT ARAGTT ATT CT GEAGATT AAT AATT CT 176G - ATTTTATTATTCTTTTCTTTTCTTTT GAGATGGAG TCGOCACCCAGGCTGGAGT GCAGT GG - -T-A-C -GAT CTT GGCT CACTGCAGCCTCI
AATAATTTTTTGG- ATTTTATTATTCTTTTCTTTTCTTTT GAGAT GGAGTTTTGCT CGT CACCCAGGCT GGAGT GCAGT GG--T ~A-C -GATCTT GGCT CACTGCAGECTC!
TTTCTTETCTTTT GAGATGGAGTTTTGCT CGTCACC CAGGCT GGAGT GCAGT GG-~T -A-C -GAT CTT GGCTCACTGCAGCCTC!

GAGTTTTCGCT CGTCACCCAGECT CGAGECTACT GG -T -A-C -GATCTT GGCT CACTGCAGCCTC!
GCCTATA ATCG-— T C

24 ATTTGTAAAATAGAGAAT AATAAGTTCTATCTCA

z

ATTTGTAAAATAGAGAAT AAT A T CCCATAAAGTTATTCT GCAGATTAATAATT CTTTGG-TTTTITTTATT TTATTATTCTTITCTTITCTTTT GAGATGGAGTTTTGCT CGTCACCCAGGCT GGAGT GCAGT GG-~T -A-C -GAT CTTGGCTCACTGCAGCCTC!

oPHS2 AT TT CTARAT ACACAAT AAT AAGTTCTAT CTEATAARG AATAATCCTTTCC-TTTTTTTTATTTTATTATTCTTTTCTTTCCTTTT GACATGCAGTTTTGCT CCTCACCCAGGCTCCACT GCACTCG--T-A-C-GATCTT CGCT CACTGCACCCTCI

SECSLLI0LRL 00 ATCTGTAAAAT A GAGAAT AAT AT T CTAT (T CATAMAGT T AT (T GCAGAT T AAT AAT T CTTT QG- TTTTTT T T AT T AT AT TCTTTTCTTTTCTTTT GAGATGGACTTTT GCT COT CACCCAGGCT GGAGT GCAGT GG-~T-A-C-CATC CTGCAACCTCH

" (paired) trimmed ATTTGT A, TITCC-TIITTTTTATIITATTATTCITITCTITICTTITG GGAGTTTTGCT CGTCACCCAGG ATCTEGGCT CACTGCAGCCTC!

uired) (Reads) - ATTTCTA CTTCT AT CTCATAAACTTAT TTTTCTTTTCTTTT CAGAT CGACTTTT GET COT CACC CAGECT COAGT GCAGT GG - T -A-C -GAT CTT CCT CACT GEACEETCI

e o ATTT CTAAAAT ACACAAT AAT AACTTETAT CT CAT AMAGTTATT T CEAGATT ARTAATTETTT CC ATTTTATTATTCITITCTTITETTTT EACA COCTATACT CCAAT CG--C-A-C -CATCTT CCCTCACTCCACCCTCI

o N ATTTTTAAAATAGEGAATAATATGTTCTATCTCGTAAAGTTATT CTGCAGATTAATAATTCTTT GG ATTTTATTATTCTTTTCTTTTCTTTTGAGATCGAGTTTTGCTCGTCACC GGCTCACTGCAGECTC!

63,805 reads GAATAAT AAGTTCTAT CCCATAAAGTTATT CT GCAGATT AATAATTTTTT GG ATTTTATTATTCTITTICITTTICITIIC AT TTT CCT CaT CACE CAGGCT GGAGT GCAGT GG T -A-C -GAT €11 CGET CACT GEACECTCI

ATTTCTAAAATAGAGAAT AAT AAGT CCTAT CTCATAAAGTTATT CT GCACATT AATAATTCTTT GG~ ATTTTATTATTCTTTTCTTTTCTTTT CAGAT GCAGTTTT CET ECTEACC CACECT GEACT CEAGT G6- T -A-C -GATCTT COCT CACTECACCETC!

ATTTCTAAAATACACAAT AAT AACT TCT AT CACAT AAAGTTATTC ATAATTGTTTCC- ATTTTATTATTCTTTTCTTTTCTTCT CACATCCACTTTT CCT CCTCACC CACCCT CCACT CCACT 6~ -T -A-C -CTTCTT CCCT CACTCCACCCTC!

TAAAGTEATT CTCCAGATT AATAATTCTTTCC ATTTTATTATTCTTTICTTTTCTTITG GGAGTTTTGCT CGTCACCCAGGCTGGAGT GCAGT GG~ ~T-A-C - AACCTCH

KAPA ATTTGTAAAAT AGACAAT AAT AAGTT CTAT T CAT AAAGT TATTTT GE AATTITITCE TTTTTTTTATTITATTATTCTTTTCTTTTCTTTT GACAT GEAGTT T GCT COT CACC CACCCT GCAGT CCACT €G- T A~ C -GATCTT GGCT CACTCCAGECTC!
A CTTATT[TC[ACATTAATAATTTTTTCC ACT TC

LA Kit

ATTTCTAAAATAGACAAT AAT AACTTCTAT CTCATAAAGTTATT CT GCACATT AATGATTTTTTCG-TTTTTTTTATTTTATTATTCTTTTCTTTTCTTTT GAGATGGAGTTTTGET CGTCACCCAGGCT CGAGT GCAGT GG -T ~A-C -GATCTT GGCTCACTGCAGCCTC!
TA;

ATTTGTAAAATAGAGAAT AAT AA T AT AAAGTTATT (T GCAGAT T AATAATTTTTT GG - TTTTTTTTATT TTATTATTCTTTTCTTTTCTTTT GAGATGGAGTTTT GCT CGT CACCCAGGCT GGAGT GCAGT GG-~T-A-C-GAT CTT GGCT CACTGCAGECTC!
ATTTGTAAAAT AGAGAAT AAT AAGTTCTAT CT CATAAAGT TAATAATTTTTTGG-TTTTTTTTATTTTATTATTCTTTTCTTTTCTTTT GAGATGGAGTTTTGCT CGTCACC CAL
» 5TTTCTAAAATACACAATAATAACTTETAT(T(ATAAAGTTATT(TCCACATTAATAAT TTC! TTTTTATTTTATTAT TAT A Errfetre

7

s (hg19) ATTTGTAAAATAGAGAAT AAT AAGTTCTAT CTCATAAAGTTATTCTGCAGATT AATAATTCTTTGG-TTTTTTTTATTTTATTATTCTTTTCTTTTCTTTT GAGATGGAGTTTTGCT CGTCACC CAGGCTGGAGT GCAGT GG--T-A-C-GATCTTGGCTCACTGCAGCCTC!

Homo sapiens (hg19)
mRNA

mRNA annotations

®@ PMS2 intron4

2300 sonzsz e sz sz soam son son sos:
GAGAGACTCTGTCT -
gPMs2 GGOT GACARAGAGAGACT €1 T (1~
$SLL001RL00L GCCTGACANAGAGACACT CTGT CTA- AAAAAAAAAAR
paired) trimmed GGG GACAAAGAGAG
GGCTGACAA

AT ATATATATATATATATAATTATTTAT - AAAATTT CATATCT GTGCTATAATTAAATAG-TG-CTTTGGT GAAAT GTTTC CCTAAAAATTGATAAT GAAAACCAAT GGTAACTATCATTTATT:

—ATATATATATATATATATAATTAT TTAT AAAAATTTCATATCTGTGCT ATAATTAAATAG-TG-CTTTGGTGAAATGTTTCCC

~ATATATAT CTGTGCTAGAATTAAATAG-TG- CTTT CCT CARAT CTTT € CETAAAAAT T GAT AAT GAAAACCAAT GGTAACT ATCATTTATTS

TTAAATAG-TG-CTTTGGT GAGAT GTTT CCCTAAAAATT GAT AAT GAAAACCAAT GGTAACT ATCATTTATTA

TTTCATATCTGTGCT ATAATTAAAT AG-T 6o CTTTGGTCAAAT GTTTCCCT CAARATT GATAAT GAAAACCAAT GGTAACTTTCATTTATT/

- AT ATATATATATATATATAATTAT TTAT AAAAATTTCATATCTGTGCT ATAATTAAATAG-TG-CTTT GGTGAAATGTTT CCCTAAAAATTGAT. TATCATTTATT

AT ATATATATATATATATAATTAT TTAT AAAAAT TT CAT AT CT GTGCT ATAATTAAAT AG-TG-CTTT GGT GAAAT GTTT C CCT AAAAATT GAT AAT GAAAACCAAT GGT AACT AT CATT

-ATATATATATATATATATAATTATTTAT AMAAATT T CATATCTGTGCTATAAT TAAATAG-TG- (TTTCCTCAAATCTTT(((TAAAAATTCATAATCAAAA(CAATCGTAA(TAT(ATTTAT

78803 reads —AAGAGAGACT CTGT CT - - AAAAAAAAAAA

GGGTGACAAAGAGAGACT CTSTCT - - AAAAAAAAAAA ATATATATATATATATCTCT CTCTTTTATACATCTCCOAGCCCACCAGACCARGA AATCGT AT GCCGTCTTCT GET CTATCATTTATT:
GGGTGACAAAGAGAGACT CTGT CT - - AAAAAAAAAAA ~ATATAT ATAT. AT TAAATAG-TGoCTTTGGT GAAAT GTTTC CCT AAAAATT GAT AAT GAGAACC
~TG-CTTTGGTGAAATGTTTCCCTAAAAATT GATAAT GAAAACCAATGGKAACTATCATTT
GGGTGACAA TAAAAATTT CATATCTGTGCT ATAATTAAATAG-TC-CTTTCCT CAAAT CTTTC CCTAAMAAT TCATAAT CAAAACCAATCGTAACTATCATTTATT(
GGGTGACAA TCATATCTGTGCT ATAATTAAATAG-TG-CT
GCCTCACAMAGACACACT CTCTCT - - -AAAAAAAAAA - ~A-AC- -~ -AT ATATATATATAT TCAGAGGTGOAT AACAGAE GEEKS VRS M S KON S G- T G- CTTTKET CAAAT GTTT € CCTAARAATT A CARAAE CAR: AACTATCATITATTS
GGCTGACAAAGAGAGAT, T T T AT T T 6 C T AR AT T AT AT CARRACE AT CETAACTAT CATTTATT/
C GCCTGA{AAACACRCA - ATATAT AT GTGAAATGTTTCCCTAAAAATT GAT AAT GAAAAC CAAT GGT AACT ATCATTTATT/
urrent GGCKG) RACR -ATATATATATATATACTGCCTCTT AAATAG-TG-CTTTGCTGAAAT CTTTCCCTAAAAATTGATAAT GAAAACCAAT GGT AACTATCATTTATT,
R A CATA A ATTAAATAG-TG-CTTTGCTGAAAT GTTTCCCTAAAAATTGAT AAT GAAAACCAAT GGTAACTATCATTTATT/
method GGGTGACAAAGAGAGA ATTAAATAG-TG-CTTTGGTGAAAT GTTTCCCTAAAAATTGAT AAT GAAAACCAAT GGT AACTATCATTTATT/
GGGTGACAAAGAGAGA - ATATATAT ATATAATTATTTAT AAAAATTT CATATCT GTGCT ATAATTAAATAG-TG-CTTTGCTGAAAT GTTT CCCTAAAAATTGATAAT GAAAACCAAT GGTAACTATCATTTATT,
GGGTGACAAAGAGAGA ~ATATATATATATA TATCTGTGCT ATAATTAAATAG-TG-CTTTGGTGAAAT GTTTCCCTAAAAATTGAT AAT GAAAACCAAT GGT AACTATCATTTATT/
CCCTCACARACACACA ~ATATATAT ATATAATTAT TTAT AAAAATTT CAT AT CTCTCCTATAATTAAATAG-TC -CTTTCCTGAAAT CTTTCCCTAAARATTCATAAT CAAAACCAAT CGTAACTAT CATTTATT!
GGGTGACAAAGAGAGA CATATATATATA GTGCTATAATTAAATAG-TG-CTTTGCTGAAAT GTTTCCCTAAAAATTGAT AAT GAAAACCAAT GGTAACTATCATTTATT/
24 GGG A AMACACACAC AT AT AT AATTAT TTAT AAAAATTT CAT AT T CTCCT ATAATT AAATAG T € CTTT T CAAAT CTTTE CET AAAAAT T CAT AAT CAAAACCAAT CCTAACTAT CATTTATTS
25
0 -A-AGAT - - ATATATATATATATATATAATTAT TTAT AAAAATTT CATATCT GTGCTATAATTAAATAG-TG-C GTGAGATGTTTCCCTAAAAATTGAT AAT GAAAACCAAT GGTAACTATCATTTATT/
gPMS2- [GCCKGACAAANAR KTICT - - “A-AC--- _ATATATATATATA TATCCCTCCTATAATTAAATAG-TG-CTTTCCTCAAAT CTTTCCCTAAAAATTGATAAT GAAAACCAAT CGT AACTATCATTTATT/
5BK_52.L001_R1.00 GCCTGACAAAGAGACA A-ACATATAT ATATATATATATATAT -TC-C CAAATGCTTCCCTAAAAATT GATAAT GAAAACCAAT CGTAACTATCATTTATT,
L rained)wimmed GCCT CACAAACACACA - AZAG- -~ -ATATATATATATATAT ATTTCATATCTGTGCTATAATTAAATAG-TG-C CAAATGTTTCCCTAAAAGTTGATAAT GAAAACCAAT CGTAACTATCATTTATT,
aired) (Remdn) T - CAAARAA, A-ACAT - -ATATATATATATATATATAATTAT TTATAAAAATTT CATATCT CTCCTATAATTARATAG-TC-CTTTCCTCAAAT CTTTCCCT AMARATTCATAAT CCAAACCAAT CGTAACTAT CATTTATT!
) aee CA[AAACACACA ATATAT GTCCTATAA: AG-TG-CTTTCCTCAAATGTTTCCCTAAAAATTGCTAAT GAAAACCAAT CGT AACTATCG
Y realigned Cc ¢ - LATATAT AT AT ATATATAATTATTTAT AAAAATTT CATATCT T CCT AT AR AG-TG-C CTCAAATGTTTCCCTAAAAATTCA GAAAACCAATCGTAACTATCATTTATT/
83805reads GGG AAATAG-TG-C GGTGAAATGTTTCCCTAAAAATTGAT AAT GAAAACCAAT GGTAACTATCATTTATT.
Jelef TCT - - -ARAAAA, GTGCTATAA AG-TG-CTTTGCTCAAATCTTTCCCTAAAAATTGGTAAT GAAAACCAAT CGTAACTATCATTTATT)
Jefef T - ~ATATATAT ITTCATATCTCTCCTATAA AG-TC- CAAATGTTTCCCTAAAAATT GATAAL GAAAACCAAT CGTAACTATCATTTATT/
GKG A ARA, CATATAT AT ATATATATATAATTATTTAT AAAAATTTCATATCTGTG GTCAAATGTTTCCCTAAAAATTGATAACGAAAACCAATCGT AACTATCATTTATT)
Goc ACAGACA CTCT-- ~ATATATATATATAT TATCT €T €T AT AATTARAT AG-T G- CTTT GCT CAAAT ET 1T € ECTAAAAATT CATAAT COARAC CAATCCTAACT AT CA
KAPA GGG - - AAAAAAAA TATATATATAATTAT TTAT AAAAATTT CAT ACCT GTOCTATAATTAAATAG-TG-CTTT GG
GGG -ATATATATATAT A AAATAG-TG-CTTTGGTGAAAT GTTT CCCTAAAAATTGATAAT GAAAACCAAT GGT AACTATCATTTATTL
. GGGTG GACTCTGTCT AAAAAAA, ATATATAT AT ATATAT AT AATT ATTTAT AAAAATTT CATAT CT T GCT AT AATTAAAT AG-TE-CTTT CT CAAAT CTTT CCETAAAAATT CAT AAT CAAAAC CAAT GCT AACT AT CA
LA Kit (Gcc CT--- - -ATATATATATATATATATAATTA ATTTCATATCTGTGCTATAATTAAATAG-TG-CTTTGGTGAAATGTTT CCCTAAAAATT GATAAT GAAAACCAAT GGTAACTATCATTTATT/
GGG CAATGGTAACTATCATTTATTS
GGG ARAAAA A AGAT——ATATATATATATATATATAATTATTTATAAAAATTT(ATAT( CTATCATTTATT/
GGG TATATATATATATATAATTATTTATAAAAATTT CATATCTGTGCTATAATTAAATAG-TG-C CTATCATTTATT:
45 GOCTGACAAAGAGGCACT CTCT CT - - AAAAA A AT ATAT AT ATATAT AT AATTATTTAT ARAAATTT CATAT €T T CCT AT AATTAAAT A TGGTGAAAT GTTT CCCTAAAAATT GATAAT GAAAACCAATGGTAACTA

224
»mo sapiens 919) GGGTGACAAAGAGAGACT CTGT CT - - AAAAAAAAAAA- -A-AG- -~ -ATATAT ATATATATATAT AATTATTTAT AAAAATT T CATATCT GTGCT ATAATTAAATAG-TG-CTTTGGT GAAAT GTTTCCCTAAAAATTGAT AAT GAAAACCAAT GGTAACT ATCATTTATT,

omo sapiens p.guy

A amctaions.




® PMS2 intron11_Exon11

6026300 5028320 6026340 6.026.360 5,026,380 5,026.410 6026420 5026440 6028950

0 TCTGTCTC-AAAAAAAT AAAAAAT AAAAAT AAGAAT AAGAGAGAAAAAGT AAAAAAT TAAAACT TTACCTTATCT CTTTTCTTAGTTCAT CTTCGGCTGCTTGATTTT CT CCAGGACAAAT CTTTGCCCTAAACTT CCTGT AA

GPNS2. CCT GCGCAAC - AGAGCAAGACT €T CT CTC - AAMAAAAAT A TAAAAATAAAAATTTTAcATAAAAAcAcAAAAAcTAAAAAATTAAAA:TTTA((TTAT:TUTTT(TTA:TT(AT(TT(C:(TCUTCATTTT(T((ACCA(AAATUTTC((:TAAAUT(U:TAA'
1758511001 R1L001 CCTGCGCAAC-AGAGCAAGACT CTGTCTC -AAAAAAAT AAAAAAT AAAAAT AAAAATTTT AGAT AAAAAGAGAAAAAGT AAAAAAT TAAAACT TTACCTTATCTCTTTTC GATTTTCTCCAGGACAAAT CTTTGCCCTAAACTTCCTGTAAT
{paired) trimmed C AAATTTTACATAAAAA(TCAAAAACTAAAAAATTAAAACTTTACCTTATCTCTTTT[TTAGTTCATCTTCGGCTCCTTCATTTTCTCCACCACAAATCTTTCCCCTAAACTTCCTGTAA'
CCTGCGCAAC -AGAGC AAGACT CTGTCT AAAAAGAGAAAAAGT AAAAAACT AAAACT TTACCTTATCT CTTTTCTTAGTTCAT CTTCGGCTGCTTGATTTT CT CCAGGACAAAT CTTTGCCCTAAACTT CCTGTAA”

GG CCTCCCCARC-ACAGCAAGACTCTCTCTC - AAAAAAATAAAAAATAAAAATAAAAATTTTAcATAAAAccAcAAAAAcTAAAAAATTAAAAUTTA((TTATU(TTTT(TTA:TT(AT(TT(C:(TC(TTCATTTT(T((Acc

Ee Iy G T cersesca CTTTTCTTAG CTTCGGCTGCTTGATTTT CT CCAGGACAAAT CTTTGCCCTAAACTTCCTGTAA”

78,803 reads CCTGC CCAACACTCTGTCTC AAAAAAATAAAAAATAAAAATAAAAATTTTACATAAAAACACAAAAACTAAAAAATTAAAA(TTTA((TTAT(T(TTTTCTTACTT(AT(TT(CC(TC(TTCATTTT(T((ACCA(AAAT(TTTC(((TAAA(TT((TCTAA'

((Tc(c(AA( AcAc(AAcA(T(TcT(T( AAAAAAAT AAAAAAT AAAAAT AAAAACT TTAGAT AAAAAGA GAAAAAGT AAAAAAT TAAAACTTTACCTTATETC AGCTCATCTTCGGCTGCTTGATTTT CTCCAGGACAAAT CTTTGCCETAAACTTCCTGTAAT

CCTGCGCAA TCTEAGTTCAT CTTCOECTGCTTGATTTT CT CCAGGACAAAT CTTT GCCETARACTT CCTST AN,

CETCECEARE ACaccancacTC AATTAAAACTTTACCTTATCT CTTITCTTAG CTTCGGCTGCTTGATTTT CT CCAGGACAAAT CTTTGCCCTAAACTT CCTGTAAT

T CC CCARC CACAGE ALCACT ETGTCTC - AMAAAAAT AAARAAT AAAAAT AAAAAT TTTAGAT AAAAAGACAARAGET AAAAAAT TAAAAETTT A CTTATET CTTTTCTTAGTTCAT CTTCEEETECTTEATTTT CT CCACCACAAAT €T TTECCETAAACTT CETET AA-

CATGC GCAAC -AGAGC AAGAC ATCTTCGGCTGCTEGATTTT CTCCAGGACAAAT CTTTGCCCTAAACTTCCEGTAA,

GAGCAAGACT CTGT CTC -AAAAAAAT AAAAAAT AAAAAT AAAAAT TTTAGAT AAAAAGA GAAAAAGT AAAAAAT TAAAACT TTACCTTATCT CTTETCTTAGT TCAT CTTCGGCTGCTTGATTTT CTCCAGGACAAAT CTTT GCCCTAAACTTCCTCT AN,

TTTTCTCCAGGACAAAT CTTTGCCCT AAACTTCCTGTAA,

CCTGCGCAAC -AGAGC cAcAAAAAcTAAAAAATTAAAA[TTTA((TTATU(TTTT(TTA:TT(AT(TT(C:(TC(TTCTTTTT(T((ACCA(AAAT(TTTC((UAAA(TT((TUAA'

CCTGGGCAACAAGAGC GA-ACTC AGTTCATCTTCGGCTGCTTGATT TT CT CCAGGGCARAT CTTT GCCCTARACTT CCTST AN,
CCTG! R A AT €7 GTCTC - AAAAAAAT AAAAAAT AAAAAT AMAAAT TTTAGAT AAAAAGAGAAAAAGT AAAAAAT TAARACTTT ACCTTATCT CTTTT CTTAGTT C AT €17 CEE GGACGAAT CTTTGCCCTAAACTTCCTGT!

CCTG!
4

CGCATC-A
CGCAAC -AGAGC AAGAC A C T AT €T 1T ECEETAAACTT CETET AM
CTGCGCAAC-AGAGC AAGACT CTGTCTC -AAAAAAAT AAAAAAT AAAAAT AAAAAT TTTAGAT AAAAAGA GAAAAAGT AAAAAAT TAAAACT TTACCTEATCT CTTTTCTTAGTTCATCTTCGGCTGCTTGATTTT CT CCAGGACAAAT C CCTATAA®
CCTGCGCAAC -AGAGCAAGACT CTGTCTC -AAAARAAT AAAAAAT AAAAAT AAAAAT T TAAAACTTTACCTTATCT CTTTTCTTAGT TCAT CTTCOGCTGCTTGATTTT CTCCAGGACAAAT CTTT GCCCTAAACTTCCTET AN,
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The use of KAPA LA Kit also resulted in improvement of coverage in libraries amplified from a different sample (sample B at bottom).
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<Customer's comments>
There was a substantial improvement in the results when using the KAPA Library Amplification Kit (KAPA HiFi HotStart ReadyMix) for
amplification of AT-rich sequences.
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