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HE:
P =2 — R P i R HLAE PRAFIREE
OLI-ALL-11XL AllType NGS 11-Loci Amplification Kit 96 tests | M (-20°C)
DEGHE:

o FWEvoa7INeSRJILEN

1. %608

2. R/EHGE:

B Sample Amplification

1 ROVIFHABEOHEEIZRE L THL
=i : DNA, AllType Buffer, AllType dNTPs, AllType Primer Mix

% AllType Buffer 73> T\ 2 551%, 37CIZIRD TEPNZT 2,

7k E : AllType Polymerase (Fh/V7 > 7 A%EE|E)

2 LITDX 912 96 well PCR plate (25 IEH &2 251545

Class I - Class I1 1 sample x ( )

g DNA (25 ng/uL) 20pL 0 e

AllType Buffer 4.0 uL uL
AllType dNTPs 1.6 pL uL
AllType Primer Mix 5.0 uLL uL
AllType Polymerase 0.8 uL uL
Nuclease-Free Water 6.6 uL uL
Total 20.0 uL 18 pL T2 001

3. RV UVETUL, UFDOFa I ATH—~AH ATty b5

AllType
94 C 2 min 1 cycle
98 C 10 sec
69 C 3 min 30 cycles
4 C oo 1 cycle

#E— FNiE, 9600 £— K

< <S8top Point -30 ~ -10 CTT 1 » ARFEF, -80 CT 6 » ARFT>>
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B Purify the amplicons

1. AMPure XP Beads i%. 30 0L ESRIZEWTEL
2. T5%xTH ) —)VENERGEDOHRERT D,

1 sample x ( )

100 % EtOH 150 uLL pL
Nucease-Free Water 50 pL pL
Total 200 uL

3. LUFDFEIZ Nunc 96 well plate (Z537E L, EXvT 40 V7 TRATD
AMPure XP Beads 12 L
Amplified product 20 uL
Total 32 uL

4. F|E 5 pEE->~v I ry AKX RIZEY ML, 3 0FE

5. LiEE¥T. 75 % EtOH % 100 uL Atu, 30 Bh#@E (P 1[EH)

6. LEiEZ##T. 75 % EtOH % 100 pL AfL, 30 BiE v 21EH)

7.  ERiEEET, EtOH %22k E L, 5~10 4y AE:z

8. ~TFxv hARZUKRMBLAL, LowTE % 27 uL iz, ©Xy T 1 v 7 TRA
9.  =E1EE

10. HO, w73y PAX VU RIZES, 1 0HE

11. k& 25 uL 237 L\ 96 well PCR plate (25

< <Stop Point -30 ~ -10 CT1 » ARFF, -80 TT6 » ARFT>>

B Amplicon Quantitation

1.  Qubit OFEHET T k2 /UZHEWRIET
(Working Solution 199 uL. + Sample 1 L. CHIE)
2.  #iEIX TdsDNA High Sensitivity |

B Amplicon dilution

1. PCREHOEHIZHEN, B Fa L —F—IZANT D

2 Conc DEVIZER 2 AND

3. WV Falb—Z—lH->TEA L., 100ng/35 uL IZFHES 2
4. 96 well PCR plate [ZFBEF DY TN %5315 %

< <8top Point -30 ~ -10 CTT 1 » AR, -80 CT 6 » ARFR>>

B Amplicon Fragmentation
1. LATF®D L 912 96 well PCR plate (ZiEFH %2 731ET 5

1 sample x ( )
PCR amplicons (100ng) 35uL e
Enzyme Mix II 9 uL uL
10x Reaction Buffer 5 uLL uL
Total 49 pL 14 pL 2551
2. BABVEDUL, UTFOT el I ATH—vAY A2 T2ty T 5
37 C 6 min
70 C 10 min
4 C o0
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B Adaptor ligation and nick repair

1.

LUF @ X 512 Fragmentation # 7 1% @ 96 well PCR plate (2380 % 01E3 5

1 sample x ( )
Fragmentation DNA 49u.
AllType Index 4uL e
10x Ligase Buffer* 10 uLL uL
dNTP Mix* 2 uLL pL
DNA Ligase* 2 uLL uL
Nick Repair Polymerase* 8 uL uL
Nuclease-Free Water 25 uLL uL
Total 100 uL 47 uL 2531

A E T L, 0T 7T AT —<Ah (7 F5—Zky o5

25 C 15 min

72 C 5 min

4 °C oo

B Size-Selection

1.
2.

AMPure XP Beads iZ. 30 553Ul E=EICEWTEL
5% 5 ) — )V MBIy B D IERT 5,

1 sample x ( )
100 % EtOH 150 pLL uL
Nucease-Free Water 50 uLL uL
Total 200 pL

1 #H ® Nunc 96 well Plate IZLL FORRIZ/EL, Xy T 4 7 TIRAET 5,
(DNunc 96 well plate

AMPure XP Beads 48.5 pLL
Ligated product 97.0 uLL
Total 145.5 pL

S| S5 >~ Xy hAX U RIZEY bL, 3 0HE
2 ¥ B @ Nunc 96 well Plate (ZLA FORRIZ/DEL, Xy T 4 7 TIRAET D,

@Nunc 96 well plate
AMPure XP Beads 14.6 uLL
(ODNunc 96 well plate ® _Eif 130.0 uL
Total 144.6 pL

HR 5 NTHE>~7 Yy NAX U Ry ML, 3 0FFE

FiEE#E T, 75 % EtOH % 100 pL AZv, 30 BEE (Y 1[8H)
AT, 75 % EtOH % 100 pL AL, 30 Bb#E (Yo 2 181H)
AT, EtOH Z5E2IckRE L, 5~10 4R

=%y FAZ L B L, LowTE Z 27 uL iz, By 4 v 7 TRA
SRR 1 ERE

HO, v %y hAX U RICES, 1 0FHE

3% 25 uL &8 L\ 96 well PCR plate (2

< <Stop Point -30 ~ -10 CT1 » A{RF W, -80 CTT 6 » HRFFF>>
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B Secondary Amplification
1. UTFTOX 2, 7 nA->Tus 96 well PCR plate (ZiR3K %2 3735

1 sample x ( )
Size-selected sample 250 pL. e
Platinum PCR SuperMix High Fidelity 71.4 pLL uL
Library Amplification Primer Mix 3.6 uLL uL
Total 100.0 pL 75 uL T o455 1E
2. WAV UHXUL, UTFo7a 7 A TYH—<At A 77— 28y FT5
95 C 5 min 1 cycle
95 C 15 sec
58 C 15 sec 8 cycles
70 C 1 min
4 C oo 1 cycle
B Final Purification (/' V—3xF7NAT o E=27T)
1. AMPure XP Beads (%, 30 77U E=IRICEW TR
2. TB%TH ) —NELBIRGEDHNERLT D,
1 sample x ( )
100 % EtOH 150 pLL uL
Nucease-Free Water 50 pL uL
Total 200 uL
3. LITDkEIZ 96 well PCR plate I2431E L., By T 4 7 TIRET 5,
AMPure XP Beads 100 pL
Amplified product 100 pLL
Total 200 pL
4. R HFHE->~ I Xy PAZ NIty ML, 30HHE
5. EEZZERIIRETD
6. LowTE % 50 uL %, ©Xv7 ¢ 7 TRA
7. EiR 1 oFE
8. HO, v/ Xy hRFURIZEE, 15ME
9. LVATORIZH L\ 96 well PCR plate (IZ531E L., B Xy T 4 T TRET D,
AMPure XP Beads 50 pL
8 O ki 50 pL
Total 100 pLL

10. EiE#E#ET, 75 % EtOH % 100 uL. AZu, 30 BffE (B 1[RE)

11. EiEE#T, 75 % EtOH % 100 L. AL, 30 BbE@E (B 2 B H)

12. EE#$ET, EtOH Z722ICkrE L, 5~10 4y)aH

13. 7%y hAZ L R)b4 L, LowTE % 27 uL iz, By 5 4 7 TRE
14. =R 1 yEE

15. N, v 7Ry hAX U RIZES, 1 0FE

16. Ei& 25 uL 2% L\ 96 well PCR plate (283

< <Stop Point -30 ~ -10 CT1 » A{RF W, -80 CTT 6 » HRFFR>>

B Final quantification and library pooling

YT AT 5 fEARIN
High Sensitivity D1000 OEH#E~ & ks =L@ 0 (ZHIE

B Library pooling
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HU Xz L —F—ZHEW, BRETD

< <Stop Point -20 CTHRANZ 2 » A. FHR%IT 2 BEMRET> >

<< [Nlumina MiSeq Sequencing >>

B Sample Plate Creation

B Sample Sheet Creation
Sample sheet |ZLL T D & BV EREEIT D,

FASTQ Only Run Settings FASTQ Only Wordlow-Specfic Settings

Reagent Cartridge Barcode™ [E] Custom Primerfor Read 1

Library Prep Kit TruSeg HT > [] Custom Primerfor Index

Index Reads s )] o1 @z [T Custom Primer%r Read 2

[7] Reverse Complemert
Experiment Name

Investigator Name Use Adapter Trimming

Description
Use Adapter Trimming Read 2
Date B

Read Type @ Paired End ) Single Read

Cycles Read 1 151

v | (4]

Cycles Read 2 151

* - required field

=3 ¢ 31|
°

BRASHRY # X T105-0013 AR R IRAAAT 1-10-14 EA UG £ /1 3 5F 5 B
TEL 03-5776-0078 FAX 03-5776-0076
Ht e BRIVVEE ik : TEL 03-5776-0040  E-mail techservice@veritastk.co.jp
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