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Hieff NGS” OnePot Pro DNA Library Prep Kit V3 2—3XAIABF Illumina fl MGI & EENF T & M —HRESYI AR ERF
2. SEANBEELR, AaXAEREMNF A, BHTEHNEEZRE. BRBRUERSRIGEERREZN—,
IRAHIRRAR T2 MBS BRI S, EEIEARRAVESHN buffer FUR, B TIRIERIE, WA T BEMBTEIFIRZS,
EATENCEE. AANZAEESMNERLE, IATEMMEYERA. BEMERAEHAE, FITEERS FFPE
DNA HARERE, Zai—RBERTISMEM L, BT REBA/ARE/MARR, BETIHTINEERN GC RiFH, 5
KEMI dA BHME, RE 7T HFINREY; MAN2FER T MR ANEEE, NET7TEOEENE, AN, &E7=
AHAER Illumina 5§ MGI'B93ELA Primer, BT Illumina# MGl &@ENFF & NF.
+ iEA 1ng- 1pg MWERLA DNA. £ cDNA EiA

+ BREFERE, AIREAIEINGEE DNA, ESLIA BRI MR

+ KBk, RiBEE/MA—$ =R

+ B MYENSHRER, EERSVERENRTE

4+ iEFAT FFPE DNA #7

+  EROHRIERESREERE
FamiER
"ws 12194ES08 / 12194ES24 / 12194ES96/ 12194ES97 (#&R=X)
g 8T/24T/96T/96T (#&=)
HAER
HRES A5 2 FR 12194ES08 12194ES24  12194ES96  12194ES97 (im=tEzhik 96T) *
12194-A O smearase’ Buffer 3.0 80 uL 240 uL 960 uL 8X150 pL
12194-B O smearase’ Enzyme3.0 80 uL 240 uL 960 pL 8X150 puL
12194-C © Ligation Ready Mix 200 pL 600 pL 3X800 puL 8X350 puL

12194-D O 2x Ultima HF
200 plL 600 uL 3X800 pL 8X350 puL
Amplification Mix
i ARFIBADFES llumina 71 MG WE A, MRERZEEL, FEPYMIEERT lllumina (& MGI'#I primer mix(Cat#12190 Hieff NGS’

DNA Library Prep Primer Mix for Illumina’sf Cat#12191 Hieff NGS” DNA Library Prep Primer Mix for MGI'),

MR B IR A D HARIE R R T E:
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EBRAMRRZERTZIRFHRE, 8 M4ED 55,
SN 12 MEERNER.

ERARAEERT SER BN ERERN, RARE
HHIZERIRAL (6-12 7)) AIMRIESLIEFERTELRLERIMA
s e 7 & v e v HEER. $ZRFRFIRN A,

EEEEMBOBRTFLHITE L ERENEIER
HIAMEE, ERE, AIRRIZREGH. R, 2
WEMRIR I — R R T,

Smearase® Buffer 3.0
Smearase® Enzyme 3.0

B ul

& 12X Ultima HF Amplification Mix

w I Ligation Ready Mix
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-25~-15°CIR%E, B 1 F.
AREI

— RTIRME

1. ATENR2MER, BFRERHAB—RIEFEIRE.

2. BFEAKEHNESEASETEERR. WRELTEHESRRD RS, BEBOEETKERA, 12194ES97 (1R
X)) , FRAZARERZES, HRAKTEONED (EFKES Cat#80162ES) o

3. ECHIB TR RNMARIHEFERBZRBUITEOHERIRS, BIZURZAIBEISEM & H T,

4. NBEEMRIRGR, HEERHRCNEX, RINFREFRIIEERIEK.

6. PCR FHRIRERHRB B E KBRS, #mamtingg RIERM, #HFE PCR RNAREHIXH PCR =H4i{via
MXHFHITEEERNYIERE,; FRTHANBERBFRE, HENWESILRKIFHITES (EA 0.5% X TN 10%Z8 7!
HTIEEERE) , WRIESKRIFENERE,

7. = @NERIR R

~. XF DNARE

1. AT EFRATEEN 1ng~ 1ug Input DNA, NRETEEER A260/A280 = 1.8-2.0 KIS FE Input DNA,

2. & Input DNA S| \EREEEB FESFISEHME, ARG, BilE DNA 7 ddH20 H# TR .
3. WTFEMNERERREA DNA, BYIRESEZER 6, NAFIZHBRUMREFILE, MEEMH GC E2MRR, U LHE
BfiE, BEFEECHERARPHITHAE, WABRERR.

4. AFRIERAEREHNE BREHR, FEUREEHIEETF K LRE

=. XFi#&ELE#E (Adapter Ligation)

1. 3¢ llumina UFEFA, Yeasen EIiRftHNFiEk:

a. Hieff NGS” Complete Adapter Kit for Illumina’, Set 1~Set 2 (Cat#13519~Cat#13520), RXFIEHRAIESRER 15 uM;
b. Hieff NGS® 384 CDI Primer for lllumina’(Cat#12412~Cat#12413), AFIEHPANERRE R 15 uM;
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c. Hieff NGS” Stubby UDI Primer Kit for lllumina’, Setl~Set4 (k%) (Cat#12312~Cat#12315), EFIRPIIEIRER
15 uM;
d. Hieff NGS’ Dual UMI UDI Adapter Kit for Illumina’, Setl~Set2 (Cat#13370~Cat#13371) , HFIEFMIELIRER
15 uM,
253 MGI” BEEBNFFE, Yeasen AFRHINTHEL:
a. Hieff NGS” Complete Adapter Kit for MGI", Set 1~Set3 (Cat#13360 ~ Cat#13362) , HFIEHEIELRER 10 uM;
b. Hieff NGS Unique Dual Barcode Primer Kit for MGI®, Set1~Set4 (#&z) (Cat#13536~ Cat#13539) , XFI&H
BIIESLRE A 10 uM;
c. Hieff NGS’ Dual UMI UDB Adapter Kit for MGI’, Set 1~Set 2 (Cat#13367~Cat#13368)3i# UMI UDB 55#%k, HFI&H
BIEESKIRE A 10 uMo
3. Adapter WREMFERRERIEEIMEENERNETS, Adapter B2 ERTRESF=£1%% Adapter Dimer; 211K
ARES R INEIENERXESE; /A Adapter I1R#E Input DNA £ TE Buffer #{THENER.
xR 1 MK 2 HIFIE T ERALFENTRE Input DNA BHEERIEHTT Illumina or MGIIFEF & B HA UMI Adapter B9#%
B7i*.

%=1 1lng~1 uginput DNA £t3%¢ Illumina UM T & #E EMAM UMI Adapter EFRE

Input DNA M Adapter HEMEE  Adapter iRKE UMI Adapter R {E5K Adapter JREE
< 1lng 7.5 (S 2uM 15 12158 1pM
1ng~10ng 3 fEER 5uM 3 fEER 5uM

10 ng~200 ng 1.5 fE%HRE 10uM 2 (BIRR 7.5uM

>200 ng 0 fZiH% 15 uM 0 1ZiH% 15 uM

%2 1ng~lpuginput DNA $t%4 MGI R T &#%E EHA UMI Adapter EFRE

Input DNA M Adapter HREMEE  Adapter iRKE UMI Adapter R {E5K Adapter JREE
< 1ng 5 BERE 2uM 10 {EH%R 1uM
1ng~10ng 2 (EER 5uM 2 (EER 5uM

10 ng~200 ng 0 {E1HRE 10uM 1.25 {E1%8% 8uM

>200 ng 0 5T 10 puM 0 fEH T 10 pM

Ma, XFHHE%45593% (Bead-based Clean Up and Size Selection)

1.DNA FEEKE SRS BuLARERIMEE/dA BRINZE], SELEEE, WXEYT EEHT.

2. 3 Input DNA FRE =50 ng, ErRLEFTEICEREFHIE; W Input DNA BiE/NF 50 ng, BINEEXET 1EE#H1TS
%,

3. Ligation Enhancer FEEERERN PEG, W DEFEZZEM, AL, MTERLEREHITKE DL, BNELH
TSR, BHEITNEMIESE, NERHES/JA BRMZEI X ET EEHITKE DR, AJEEH#HITIICHERD XS
%

4. WEKERRINATEEER, SWSSHIEETR. 2ERRFE.

5. WERESRERREBN MR EAERE L TUWITRD RS,

6. ¥ LB, BMREELER, BMENERBEIEEMEEX ERE.
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7. BEEMERAMN 80% ZENIMAME, SNIEEmeEus=,
8. HITKEDEN, MRERATRNRE>100yL, FEMIERABIAKITT. UBMEERERLNEBHERIZEL N,
9. FMERBIR K ETERETIR. TRFARSBZERTKCERETMEERN; 9 TR SRR
RRALEER, BEBERT, BETE 3~5 min BELLEHKT S TR
10. DNA At HKE &= HRTE, TIER TE Buffer i, =#AF 4°CRIRTE 1~2 &, -20°CAIRE 11N H,
F. XFXEYIE (Library Amplification)
XET IS BREMRITHIY BRI BIFERRE, BSBXESEM,; B %, XESBXERFIEEMN. E8E
BN, REFYIEM. FERERMEBEFLMARER. RIFVETEAXNEANZ, RE lug XERHFRIFE.
#& 3 100 pg~1 pglinput DNA3R1E 1 ug P I EIR S ER

Input DNA 1 pg XEEF=EH#%E PCR BIFE
1000~2000 ng 2~4

500 ng 2~4

250 ng 4~6

100 ng 5~7

50ng 7~9

10 ng 9~11

5ng 10~12

1ng 12~15

100 pg 16~18

(] REATATEMESL, BBV I8 1~3 MEF, ERTENEL, BEIRPEHRTHREDE, IZNESRRSRIANY L,

7\ XFXEFRI (Library Quality Analysis)

1. BEBERT, WEFNXERDNET KEZRICNFRERNRHAITRETN,

2. XESREMRNAER: BT IWHE DNA SR 3%, 1 Qubit. PicoGreenZ; EF qPCR LN EEHIA %o

3. XESREWNARMER: BTN %, W NanoDrop %,

4. WFEFEA qPCR A& TXXERER N Qubit. PicoGreen ZETFIN5E DNA AR EIHSRENE /5350, TEERX
3 BuRERE Adapter B9, FIRIIRIERE Adapter I IR B RS ™=4); qPCR X EEE T PCRY 1S
R, NESHF PR Adapter TENXE (BIRNUFRINE) , FIHERRIRSIGE R ERE Adapter BIRENNRE X ZE
FHo

5. XEKESHRN, a@id Agilent Bioanalyzer 2100 HE FEME BT ARIBINZEH TR,

EREA
—. BEMH

1. 4ifkHEEE: Cat#12601, Hieff NGS DNA Selection Beads 5 Cat#A63880, AMPure XP Beads S EL 1% 34/ S0

2. DNA [&#5: Agilent Technologies 2100 Bioanalyzer s E fth 234 &0

3.DNAAdapter: #LFANBEESE LHIRFIHNE=ES “KFHEERE

4. DNA Primer Mix: Cat#12190, DNA Library Prep Primer Mix for Illumina’ & Cat#12191, DNA Library Prep Primer
Mix for MGI’

5. Hftitkl: TokZEe. KE#B4EK. TE Buffer (10 mM Tris-HCl, pH 8.0-8.5+1 mM EDTA). &It EP &. PCR&.

www.yeasen.com Page 4 of 9



£

7%, PCRINE,
—. BfFRiE

Input DNA

|

DNA Fragmentation/Endprep/dA-Tailing
4°C, 1min: 37°C, 3-30min: 72°C, 20min

J
)

1
Adapter Ligation ]
}
)
1

20°C, 15min

[
[
[
|
[
[

Clean Up/Size Selection

Library Amplification
3-16 Cycles

I

Clean Up/Size Selection
Beads Based,30min

l

Target Capture or Sequencing

1 OnePot Pro DNA BEIXFI ZIR1ERIZ

=, BRIEPRE
3.1 DNA FE&fb/XKimfEE /dA BZ N (DNA Fragmentation/End Repair/dA-Tailing)
e BIEERELA DNA FEHE, RB#HITRIREE R dA BHRN.
1. ¥R ApZHAABEE, BERS, ETKEER.
2. Fik LECHIR 4 REIER
&4 DNA FEL/KiREE/dA BARIN PCR REFHK

B 3R (uL)
Input DNA X
Smearase’ Buffer 3.0 10
Smearase’ Enzyme 3.0 10
ddH,0 Up to 60

3. FABRSEREWITHERIRTES, ARESORRNRBOLEERK.
4, B EIR PCREET PCRY, IKER 5 IR RINIZR, #1T DNA FE{L, RinEER dA BHRIIR R,
&5 DNA REfb/XKinfEE/dA BRI PCR REZERF

mE B E]

#E 105°C Oon

4°C 1 min*
37°C/35°C/32°C 3~30 min**
72°C 20 min

4°C Hold

[F] : *DNA FERUUIBABRUTHIF BRAKR, BEedEY), RNEFIMLIRE 4°C, FEREERE 4°CH, $ PCR B PCR %
It FEEEMERA DNA, EYINESER 6,
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®6 EHEMELA DNA FEMAFHEEER

i) =]
BAFEKXD (bp) . . . . .
Smin 10min 15min 20min 30min
-} E
ESYEEE 32°C >700 300~400 250 200 180
ESYIREE 35°C >700 300~400 200~250 200 180
ESYEEE 37°C 500~700 200~300 200 180~200 180

FEATHRETRERNDHBET R “SSHEF” So8E 2~E 4.

3.2 #3L%#% (Adapter Ligation)

ZH BN 3.1 SERFYIRE, 5 llumina 3t MGI 3k,

1. 1R4% Input DNA ERE=F D HFRIELERRE, F8 Adapter EGEKRE,
2. BRT7REHFBERERERS, ETKLEER.

3. F3.1HEPCR EHEHIR 7 FimRMER,

& 7 Adapter Ligation PCR A%

R 3R (uL)
dA-tailed DNA (3.1 HBF=4)) 60
Ligation Ready Mix 25*

DNA Adapter 5**

[’%] : *LigationReady Mix tb34E#E, B L TEME. K%, ZORIHBENELEHER.
S ENTHESRES EMEUAGEFE—B, llumina FAEH 15 uM, MGIEE SN 10 uM; SGMELEREBAIUSRE L,
4. ERABRBERWITHIRHRS, HETEOERMNEWEEER.
5. B PCREET PCRIXNH, RER 8 FImRNIER, #HITHKERERIN,
#& 8 Adapter Ligation PCR RN

- B E]
& Off
20°C 15 min
4°C Hold

[E] : % Input DNA 211K, LRMRAEEN, oJ=RREEeEEK—E.
3.3 EEFYNERLE{L (Post Ligation Clean Up)
3.3.1 AR 1ES R
ZHBEREIY 3.2 PRI ITAN R D%, AATPREFRIERER Adapter 3 Adapter Dimer FX44.
1. & TIE: ¥ Hieff NGS  DNA Selection Beads BERE7kFEFPEN Y, EBFEZED 30 min, B 80%ZE.
2. RNERH T 2 BEBER LURIEFR 25 7B So
3. ¥ Adapter Ligation P79 80, SA/GIREY 72 uL Hieff NGS' DNA Selection Beads (0.8 X, Beads:DNA=0.8:1)%
Adapter Ligation =¥/, RIERZHERBRBEREVITEZ SRS, EEHES 5 min.
4. ¥ PCR BREHOHBETHANRP S BHBKMRE, FAREERE B95min) , NOBRERE;, SBRASS EER
AR E B OBRETHAIRF, A 10 pL B9 kHIRIR 2% BRI,
5. {R¥F PCR BREZBFTHAIEH, M 200 pL FEEFRHIE 80%Z B R tiidk, ERFHE 30sec /a7, OB LERE.
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6. EESRE S, RIPEARR, RE—RNERER, ENRKEZE,
7. fR¥s PCR BWRA B THARYP, AZSTSTREKENNERER (R 5min) o
8. ¥ PCR &ML/ I5RRER L
1) EFYERSENEEMA 21 L ddH,0, RIERZHERABRBERWITER SRS, TRFHE Smin, ETH
HEEL, FAREER, VOB 20 uL EEEHN PCR &, Y1/0AbRiHEER,
2) BEFEMEHITRISE, WA 102uL ddH,0, RIERZHEABREBREWITERRES, ERFHE S5min, B
FHARE, FAREERG, JVOBE 100 L EEEHA PCR EF, t177kRIHE.
3.3.2 LD EIREL IR
1. & TIE: ¥ Hieff NGS  DNA Selection Beads BERE7KFEFPEN Y, EBFEZED 30 min, B 80%ZE.
2. RIEHRH R T 7 BEEER LURIE 78 53 R 5o
3.1R#E DNA FERKEER, £FK 9 M LR 100ul EZEF=Y EERMAE—R DRI, RiER 7T IEEEKES .
RO HERXEDEEFLLG

DNA A BRI 150-250 bp 200-300 bp 300-400 bp 400-500 bp 500-600 bp
DNA X EEA/) 250-350 bp 350-450 bp 450-550 bp 550-650 bp 650-750 bp
E—RTRLL (Beads:DNA) 0.80X 0.70X 0.60X 0.55X 0.50X
EZWAIRLE (Beads:DNA) 0.20X 0.20X 0.20X 0.15X 0.15X

(] : | “X” RELESBEZFYRTN, IXEBANSBRKERN 250 bp, EZEYATAN 100 ul, NS00 kHEkER AT 0.70 X 100
ML=T0 pL; FETH I EHIREER AN 0.20X100 pL=20 uL; RPFAEFLLFIZE 3T TF Adapter Ligated Insert DNA (Post Ligation), S1RAF
TEHESLBEIERTHIT O, B Hieff NGS' DNA Selection Beads (Cat#12601)i4 BB RILL 51,

4. ZEME 5mino

5. ¥ PCRERIEBOHAETFHARD, FAREBRE (L95min) , JOHES EEETFENBOER,

6. BE R 9 M LFRIINE 7 E#IR.

7. RIERS IS RBIAT 10 ES, ERFHE 5min,

8. ¥ PCREFEEBOHBETHARF, FAREERE (Y95min) , OB EE,

9. R PCR EWRARTMHAZRT, MA 200 L #EFECH|BY 80%ZEER iR, ERME 30 sec, UERR LR,

10. EEHR 9, SINERAR, RE—REALER, EYRKREIE.
11. {R¥F PCR BHREATFH AR, AETIEHHENREIER (49 5min)
12. ¥ PCR EMBEHZRHEY, MNEE 21 pLddH,0, AR ZHERERBEREWITRDRS, ERFHFE 5min,
13. ¥ PCR BEREEE OHETHARP D BHEFRE. FFAKREER (L95min) , DT 20 uL LEEFHNEH,
3.4 XFE{1E (Library Amplification)
2 BN AN E IR ERESEES T PCRTTIEE %,
1. ¥R 10 PR EEEERS, ETAkEER.
2. TXEE PCR EFERHIZR 10 FIRR AR,
& 10 PCR¥ERMNER

R 3R (uL)
Adapter Ligated DNA (3.3 L r=4) 20
2X Ultima HF Amplification Mix 25
Primer Mix™** 5*

(] : *Primer Mix 5ERENFEEE, EHS5FEXIRA Adapter 1 Primer Mixo
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*INRERNETEEL (Cat#13519~Cat#13520) , {EF DNA Library Prep Primer Mix for Illumina (Cat#12190) {5I&™EY Primer Mix #17T
i SNREAKE MGl #3L (Cat#13360 ~ Cat#13362) , M DNA Library Prep Primer Mix for MGl (Cat#12191) iRXFI & Primer Mix i#

1T 18, MRERA T ATEMEL (Cat#12412~Cat#12413, Cat#12404~Cat#12407) , IFEBB ERIAFIEIHBH, FRAEDEER Index Primer

HITY 18,

3. ERBRSERMITNIRZRS, AEEEORRNBRBEEER.
4. % PCREET PCRINAF, &ER 11 FIRRNIZR, #1T PCRY 1,

& 11 PCRYERNERF

RE B a] B

98°C 1min 1

98°C 10 sec

60°C 30 sec SRIEBFIHRLR 3
72°C 30 sec

72°C 5min 1

4°C Hold -

3.5 g =Y Rg Rk a3 533% (Post Amplification Clean Up/Size Selection)

y g S S ER 3.3.1 SR ES B, 8 Hieff NGS' DNA Selection Beads (1.0 X , Beads:DNA=1:1) 41k X EEd 18 2=47),
WEDE, BIEHFZER 3.3.2 W DEFE,

3.6 XERETH(Library Quality Analysis)

BEBLT, WERFNXETBDRELUNKES GRUR#ITRETN, EAIBFESLEREI/N.

/g, LIRS

NE Fr BAC A BB HFE A BOR/

LL 500 ng E# gDNA AtElR, FERARATISEENE, FEKEMSRH 32°C/35°C/37°CH 7B 5/10/ 15/20/30 min, k&
ER U= L.2x WEERAfE, 21 uL ddH,0 &R, Qubit MEXRER, EIURAIENA 2B TEFIT.

[FUl4 32°C-30min

T T T T T T
15 50 100 200 300

# 5:32°C-30min

# 1: 32°C-5min

# 2: 32°C-10min
3: 32°C-15min

# 4: 32°C-20min

B2 32°CREESYIN B EEIEE
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[FU]

200

150

100+

50

35°C-30min

S

T T T T T TTT T
15 100 200 300 400 500 700 1500

# 5:35°C-30min

® 1: 35°C-5min
# 2: 35°C-10min
# 3: 35°C-15min
* 4: 35°C-20min

E 3 35°CHRRIEgIYIE X EIEE

[bp]

[FU]

200+

150+

37°C-30min

—T T T T T T T T
15 100 200 300 400 700 1500 [bp]

# 10: 37°C-30min

® 6: 37°C-5min
® 7: 37°C-10min
# 8: 37°C-15min
# 9: 37°C-20min

[ 4 37°CARE BB AT B S IS E

www.yeasen.com
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	*板式自动化试剂组分排版情况见下图：
	储存条件
	-25~-15℃保存，有效期1年。
	注意事项
	一、关于操作
	1. 为了您的安全和健康，请穿实验服并戴一次性手套操作。
	3. 配制各步骤反应液时推荐使用移液器吹打混匀或轻轻振荡，剧烈振荡可能会造成文库产出下降。
	4. 为避免样品交叉污染，推荐使用带滤芯的枪头，吸取不同样品时请更换枪头。
	5. 推荐在带热盖的PCR仪中进行各步骤反应，使用前应预热PCR仪至反应温度附近。
	6. PCR产物因操作不当极容易产生气溶胶污染，进而影响实验结果准确性。推荐将PCR反应体系配制区和
	7. 本产品仅作科研用途！
	二、关于DNA片段化
	三、关于接头连接 (Adapter Ligation)
	四、关于磁珠纯化与分选 (Bead-based Clean Up and Size Selectio
	五、关于文库扩增 (Library Amplification)
	六、关于文库质检 (Library Quality Analysis)

	使用说明
	一、自备材料
	1. 纯化磁珠：Cat#12601，Hieff NGS® DNA Selection Beads或C
	三、操作步骤
	3.1 DNA片段化/末端修复/dA尾添加 (DNA Fragmentation/End Repai
	该步骤将基因组DNA片段化，同时进行末端修复及dA尾添加。
	1. 将表4中各试剂解冻后，颠倒混匀，置于冰上备用。
	不同打断条件下片段大小分布图可见“实施例”部分的图2~图4.
	3.2 接头连接 (Adapter Ligation)
	3.3 连接产物磁珠纯化 (Post Ligation Clean Up)
	该步骤使用磁珠对3.2步骤的产物进行纯化或分选。纯化可除去未连接的Adapter或Adapter D
	3.4 文库扩增 (Library Amplification)
	3.5扩增产物磁珠纯化或分选 (Post Amplification Clean Up/Size S
	3.6 文库质量控制(Library Quality Analysis)


