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CRISPR /Cas9 J:P4ita

CRISPR/Cas9 F:PHIZbk i —FPH RNA 5500, @3t Caso BBREERIEEA
HEATHE I G T A o A% AR B R ThRE LRI 4124 | S TR
B A PR A R T BRI T, WL RS TR
FEHAE R gk, WL RERR . BN B s SE %,

1. CRISPR/Cas9 JE[H ik sgRNA BbRiE it

NEB 7 I EAHARA =) T4 DNA FEHGRE, = TabEskny bz Ak iz m
—KEEF S, SRR RIS SERR Al A, BRI
Wtk FEIRREAR G, PR, & BB SRR, NEB B T4
DNA ZEHRGHRR R R Bk

i | NEB T4 DNA #4250l , 35V 0] LIFEE ( 20-25C) &4F Ttk 7.
PR A ERE . 7E 20 pl VAR ZR PN 1 ul T4 DNA &3,
RE 10 438, AT TRRImER:: 7E 20 pl KRR PHIN 1 pl T4 DNA
AL 2 /N, BEIIN 1 pl BV T4 DNA SEHERERUN. 10 4304h.
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Phosphorylation & ligation (T4 PNK & T4 DNA Ligase)
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2. HIESA Cas9/sgRNA 51

4T CRISPR/Cas9 FE K Gt e s i) SRME AL ELHE SN Cas9/sgRNA
EY1. SITE— I T CRISPR/Cas9 TAERFE. HeAh, HHGEIA
RIS T SRASE D T BRSOV I & A . NEB SR AEAMR
ARAGAEARE) Cas9 AZIRME, S. pyogenes — SHEEENE S (NEB
#M0646 ) FIASHINAS (NEB #M0386) , JHT 3% Cas9/sgRNA H &
Y EBES N

5\ Cas9 RNP T2 i Sk R i 28
100 7
80
c
kel
w© 60
L
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o
£ 40
2
204
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DNA Cas9 NLS

T T RPN EE A 553809 Cas9 F SgRNA #50 HEK293 4BkE. ¥\ B9/%47 DNA &
BT & 2XNS ( N-3571 C- 7% ) 19 Cas9 F SgRNA B945#81X o J&#L DNA FH TransIT-X2 (

Mirus ) HFTER #5009 MRNA 2218 SRIGIEIZ B 7 5- B RIBIE 1S 16 I BERAT S
X NLS ( N- 3570 C- 3% ) A9 Cas9 1288, &/ TransI-mRNA 4§ sgRNA 5 mRNA #77
RE5, CasIRNPs B9GN, ELEMA 100M LR ERIREREAREE (RVP) , £
Lipofectamine RNAIMAX (  Life Technologies ) #77/kim4:3%. B A Casy EH 73 L
E NS 5775, EnGen® Cas MEH N- 7 C- it NS BEFEIRME 1T T7
BB AVIEE | BEYTSCIR M7 H X E M B 77 b oo
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FURRSPER) ~55 ne ssDNA A% Hr B 550 6 rb 0 5 W TR I S i
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H% CRISPR/ Cas9 R[4 HIASN DNA BIY]. XAN—E LR SR 2 &
WS, T DNA 9738 R AR AL TR

EnGen" sgRNA £ iR & TR A2
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C. EnGen® sgRNA BEFTE R 169 DNA BB B BEFFIEM 3 S FFIEMIE SR, £ A8 dsDNA #1R
D. EnGen® sgRNA BEFTE B 69 ANA B2 B BEIR A 17 Bt 7R B T a9 dsDNA 7 7745
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NEB %6 sy ik

NEB MBHF TAEFH IR —Z 51 cDNA A% H0R A G Sl Ho & S8 ProtoScript I L5 M-MuLv U EFH A E A, H RNase H i
PEREAR PG E RN, 59547 M-MuLV S2FEEREHIEL, ProtoScript 11 S TEIR B B3k 50°C, B, e m AIA)E cDNA BB S, A%
cDNA KJEH[IK 12kb,

cDNA A HGESE :

CONAA AL e | i
AR

ProtoScript® Il cDNA 8 —4%

SRRAIE 30/150 Xk R &2
(#E6560S/L)
& dNTPs. Oligo-dT S|4 FRENLS | ¥1IR A&
EfER 2 ERERE
ProtoScript cDNA %5 —4%
ARRAE 30/150 X ;%
(#E6300S/L)
g
ProtoScript |1 54 2§ (#M0366S/L/X) e

=& RRIRE 37-50C

B4 B M-MulV = 3% F

M-MuLV & 5% 388 (SMO253V/S/) EAsMEBNENRARE R

FRAER R R 4 37-45°C

SRR, RESEREBES 37-62C .

ANV 5 5% 3B (#M02775/L) [, :k g 200/1,000 units
151N im )5 22 K HY

RS REEE 50-65°C

WarmStart® RTx 5z %% F &8 (#M0380S/L) 50/250 2R R 2
1& AT RT-LAMP

KB

B F0 40 1l 57 3%

Fman %S FmaR &s

RNaseH (#M0297) 6 TEFEHLS 19 (#S1230S)

DNase | (¥ RNase) (#M0303) 9 WAL M (#51254S)

AR&# RNase #MIF (#M0307) Oligo d(T)23 VN (#S13279)

7n5] RNase #PiIF (#M0314) Oligo d(T)18 mRNA 512 (#513165)
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Q5" IR H DNA K5l

Qs" MR DNA R&HE, LUHTC SIEHLEY ORI (~ Tag FEHY 280 1) KHABMRAYREECR, AL 1 PRECR S RBRHTARIE. 1 Q5" MfRIL DNA
RERGRIKET BN 6 KB B S ICORYRE 1R NI ), S P18 1R St S 6 [l SEfS A M el R S ), it
Btk GC & RIRIIK, Q5" MR DNA JRG R A LT

Q" R H DNA BARHR MG TR RSN F LRI 52, J i (R G B 1.

GRABER  EEt wos g ] — fanz
05/Q5 & kA Mi(;/fg%ﬁms """"" BAEE

E{$i§;——%\z 6 kb/mlﬂ ................. ngh GC Enhancer

.................................................... = EEE

PIKE <20k || T 05 2X Master Mix_| vo492/m0494

.................................................... | : | : | : AP

R | O 2 0 0 a0

Units/50 pl iR Rz 482 1 unit

.................................................... BRI R EAR, TN ES AT FIE R ERAITABIZY 1E, HIA High GC Enhancer o] X E 2

PR TR GC FIR FHIRIRBITH 15, 2o TINHETNE, FUER X 2 FiEk A 17878 1 5.

3 =5  SMIIEEE M l

.................................................... Q5® ﬁﬁéﬁ DNA %%Hﬁgﬁ%gﬁtbﬁ #iﬁé]’:ﬁ]é\%ﬁﬁ

53" SMIEESE M v

.................................................... 23% GG 40% GG 60% GC 67% GC 72% GC 78% GC

IS’EE’EHE{?E%}EFE 05&E%;¢7E 49%%M\A B cn\M\A_B ¢c olmla B8 ¢ bplmla 8 ¢ plmla B8 ¢ olmla B ¢ o

REESH2 2 Enhancer Q5 High GC Enhancer % _

4,950 bp 370bp H0bp 630 bp

340 bp
A= Q5 High-Fidelity DNA Polymerase (NEB)

520 bp
© = KOD DNA Polymerase (EMD)

%Ef?ﬁﬁ\\, E z_;j] ﬁ B = Phusion High-Fidelity DNA Polymerase (NEB) D = Pfulltra” High-Fidelity DNA Polymerase (Agilent)
EARERE &
.................................................... Amplification of a variety of human genomic amplicons from low to high GC content demonstrates the broad performance
p y g p gl p

FURS 5 of Q5 High-Fidelity DNA Polymerase. All reactions were conducted using 20 ng of input template and included 30 cycles of
,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,,, amplification. Results were visualized by microfluidic LabChip analysis. Competitor polymerases were cycled according to
PCR i FIE g manufacturers recommendations. For the final three amplicons, GC Buffers or enhancers were used when supplied with the
......... ey olymerase.
)5 ]
ﬁ{%EPCR 7?5 w%%—MH BWSGCD E\M\Aioﬁﬁnns\mﬁﬁcn Elmla Bssvc.,cn Elm[a am‘;cn Elmla BWCDDE\
.................................................... o

1900
AR 1 2 e -
---------------------------------------------------- 00— o _—— o __ - o
= b =
= @ G C *ﬁﬁ E/] ?}L iEl = 670 bp. ‘ ‘ 4,960 bp ‘ ‘ 370 bp ‘ ‘ 450 bp ‘ ‘ 410 bp ‘ 520 bp
""""""""""""""""""""""""""" A= Q5 Hot Start High-Fidelity DNA Polymerase (NEB) C = PfuUitra™ I Fusion HS DNA Polymerase (Agilent)  E = Platinum® Taq DNA Polymerase High Fidelity (Invitrogen/Life)
'|' / A s U / A E_’E I{% E‘\ B = Phusion Hot Start Flex DNA Polymerase (NEB) D = AccuPrime™ Pfx DNA Polymerase (Invitrogen/Life)
e =
&% PCR = Amplification of a variety of human genomic amplicons from low to high GC content demonstrates the broad performance of
[ o Q5 Hot Start High-Fidelity DNA Polymerase. All reactions were set up at room temperature using 20 ng of input template and
F R = included 30 amplification cycles. Results were visualized by microfluidic LabChip analysis. Competitor polymerases were
""""""""""""""""""""""""""" cycled according to manufacturer’s recommendations. For the final three amplicons, GC Buffers or enhancers were used when
% & PCR = provided with the polymerase.
PR e pep
Q5% High-Fidelity DNA Polymerase MO0491V/S/L 50/100/500 units
Q5® Hot Start High-Fidelity DNA Polymerase M0493S/L 100/500 units
Q5% High-Fidelity 2X Master Mix M0492S/L 100/500 reactions (50 pl reaction vol)
05® Hot Start High-Fidelity 2X Master Mix MO0494S/L 1007500 reactions (50 pl reaction vol)
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SR i, RIGEEXERE DNA REHURIER . IIASCEIRSERS HbRAER AT il , R T I TAERAARZ —. 40 53K, NEB {ER
Sy FEPERRIA T S E , RS g SURR AR EST 200 BT Caso ATRRE™h, TR &9 NEBuilder i BRZHAE™ i,
TP HL 4 SR SR TR IS R A0 ) T7EL P, LA MW Monarch ZTRALAL ™ S 3546 .

B e, BTH#EE 2017 48 H 31 H

K%t sgRNA ek S e gt
FR Ik sgRNA BEFEHT

Golden Gate 3= - 2 Cas9 T EnGen FERI 2838 K
( E1600/Type ITs RE ) s%‘;‘;;\zﬁ%ﬂ:ﬁmﬁ%”ﬁ EnGen MR (E3321) _L
& (Q5&dNTP) Cas9 ( M0646 )
Cas9 (M0386 ) * T7 K5 P YT 1
ilder J T7 #AF & (M0302)
%E%l;fﬁflﬁ )( £2621) ( E2040/E2050) Q5 AR E DNA R4
(Q5+dNTP) (M0491 )
JR— & TypellsRE dNTP (N0447)
(E0554) EnGen Cas9 ( M0646 )
ek Cas9 (M0386) *
Cas9 mRNA
)52
(Sanger IMIF> /NGS #J% )

HiScribe‘T7 ARCA mRNA
HROAFIE
( E2060/E2065 )

1 caso umaiiy™=in 7] 5 4

NEB UMt ST I L) Caso ATRHE, (UG S H 1 0155 (nuclear localization signal, NLS ) BF7 o ‘EATTHT LIRS ML A EAY sgRNA VEH
JEN Cas9/sgRNA & A RFFUIE] DNA #YF5,

RN i A Hsfh (58) gt (58)
MO0646M 2000 pmol ¥7199 ¥5,399
EnGen" Cas9 NLS, S. pyogenes
MO0646T 400 pmol 15799 ¥1,349
MO386M ( [k 20X ) 2000 pmol F6:479 ¥4,859
Cas9 Nuclease, S. pyogenes MO386T (kL 20X ) 400 pmol ¥H619 ¥1,214

MO0386S 70 pmol ¥599 ¥449




2 BRI AR5 7 Sfﬁ, T4 DNA HEAL 3 SKRRAFAL

TESE RGeS
] & S T8 Besh, £

72 ML T4 DNA 3R —URIWSE 3 2RI A LAHmE

& sgRNA ZRiEAik. TSN ING, s SR, I&mﬁﬁziﬁ%mﬁ&kﬁ@&* NEB ELIFil#
TR, VAR

FERM AR e EE7 fesitr (o)
RO539L 1,500 units ¥2,309
BbsI R0539S 300 units ¥679 ¥509
RO539V 150 units ¥359 ¥269
R3539L 1,500 units ¥3:209 ¥2,407
BbsI-HF
R3539S 300 units ¥789 ¥592
RO535L 5,000 units ¥3;079 ¥2,309
Bsal RO535S 1,000 units ¥679 ¥509
RO535V 500 units ¥359 ¥269
R3535L 5,000 units ¥3;079 ¥2,309
Bsal-HF R3535S 1,000 units ¥679 ¥509
R3535V 500 units ¥359 ¥269
RO580L 1,000 units ¥3339 ¥2,504
BsmBI
RO580S 200 units ¥739 ¥554
RO712L 2,500 units ¥3339 ¥2,504
BspQL
RO712S 500 units ¥739 ¥554
P AR Ui Ak Hs®ffr (58) st (55)
NEB® Golden Gate Assembly Mix E1600S 15 rxns ¥2,699 ¥2,024
CLSG Site-Directed Mutagenesis Kit
( Without Competent Cells ) £05525 10 rxns : e
FERM AR 15 Bk HA% HZMr (58) fegitr (o)
NEBuilder” HiFi DNA Assembly Master Mix 250 rxns
P -
NEBuilder  Hiff DNA Assembly Z1721X Q5" High-Fidelity DNA Polymerase 500 units ¥31.607 ¥23,705
Essential Kit
Deoxynucleotide (dNTP) Solution Mix 8 p mol of each
NEBuilder” HiFi DNA Assembly Master Mix 50 rxns
P
DRI a1 PR Aty Z1721L Q5 High-Fidelity DNA Polymerase 100 units ¥8,087 ¥6,065
Essential Kit
Deoxynucleotide (dNTP) Solution Mix 4 pmol of each
NEBuilder” HiFi DNA Assembly Master Mix 10 rxns
PR -
NEBuilder” HiFi DNA Assembly z17218 Q5" High-Fidelity DNA Polymerase 50 units ¥2:507 ¥1,880

Essential Kit

Deoxynucleotide (dNTP) Solution Mix

4 . mol of each

T4 DNA Ligase

MRSl

Z1722L(3 X%%) 100,000 units*3 ¥9,087 3% 300 JTLHAF
Z1722M(3 33%) (157 ) 100,000 units*3 ¥9,087 3% 300 TEHAFR
Z17225(3 ) 20,000 units*3 ¥2,217 3% 100 JCHR R
Z1722T(3 3%) (FHHEE ) 20,000 units*3 ¥2,217 3% 100 JTCH A
Z1722V(3 %) 10,000 units*3 ¥1,167 % M0202V —3

* LB T RS R

10
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3 TRANER &5 7 5%)?1‘#,u.

FIHIFRIEL PCR FEMMARAR, WL T A sgRNA LK Cas9 mRNA HIPRAMESRSLE . NEB 5 EnGen®™ sgRNA A RGRFAIEL, AR 30 4r4h
RIAT AR K 5 sgRNA, NEB fRIMER RGPkt i RS 4, — i R 1R sean ok .

FERM AR 15 RiA% HZ4r (52) fegith (o)

EnGen® sgRNA Synthesis Kit, S. pyogenes E3322S 20 rxns ¥4799 ¥3,599
HiScribe™ T7 High Yield RNA Synthesis Kit E2040S 50 rxns 2349 ¥1,762
HiScribe™ T7 Quick High Yield RNA Synthesis Kit E2050S 50 rxns ¥2;999 ¥2,249
HiScribe™ SP6 RNA Synthesis Kit E2070S 50 rxns ¥37189 ¥2,392
HiScribe™ T7 ARCA mRNA Kit (with Tailing) E2060S 20 rxns 4199 ¥3,149
HiScribe™ T7 ARCA mRNA Kit E2065S 20 rxns ¥3;599 ¥2,699

4 LG I 7 5 i

NEB o i EnGen® SIS A fefit—Raiy il sk, i 7 M YINS 11505 7.5 i

PR AR inss ks B (52) fesst (58)
EnGen® Mutation Detection Kit E3321S 25 rxns ¥2399 ¥1,799
M0302L 1,250 units Y3099 ¥2,324

T7 Endonuclease I
M0302S 250 units ¥779 ¥584

5 Monarch® Frfh Lili 6.5 Hrke, R 0k ik

NEB £t ithi/M% . PCR & DNA ZifbARiidsl e, amthmtt, (FBRsemb 8, MR RE, s, Rui—iKX. L 0 adEdne
BATRESE Monarch 5T T H A AHIS

R (58) Hify (J8) HerE S

T1010S 50 preps ¥959 ¥623

Monarch® Plasmid Miniprep Kit R
T1010L 250 preps ¥4:699 ¥2,664 WA SR T 4
T1020S 50 preps ¥4639 Y675

Monarch® DNA Gel Extraction Kit ey
T1020L 250 preps ¥4:859 ¥3,158 VA R SR R <
T1030S 50 preps ¥1099 ¥714

Monarch® PCR & DNA Cleanup Kit »
T1030L 250 preps ¥5,149 ¥3,347 VA S TR 4

11



6 W3 NEBNext” Ultra™ I DNA Library Prep Kit for Illumina® 2407, &lifbizek. #5519

A Hi T NEBNext® Ultra 1T DNA SUE &850 &, SR e, SEAMIEINEL, o w00 SO% ™ Bl R AT AT AR A 075 2B AW %
NEBNext” Ultra™ I1 DNA Library Prep Kit for Illumina® Ella8%I3i% SPRIselect” beads, WASL NEBNext” Ultra” II DNA Library Prep with Sample Purification

Beads B9 #4534 519

PR AR g Ak H3Mr (58) festh (5o)
NEBNext” Ultra™ Il DNA Library Prep Kit for Illumina® Z1723L/S* 96/24 reactions ¥25,959/6,789 4% Sample Purification Beads
NEBNext" Ultra™ II DNA Library Prep with Sample Purification Beads ¥28,389/7,439 ‘

Z1724L/5* 96/24 teactions WSk
NEBNext” Multiplex Oligos for Tllumina® (Index Primers Set 1) ¥4,629/1,269
NEBNext” Ultra™ Il DNA Library Prep with Sample Purification Beads ¥28,389/7,439

Z1725L/5* 96/24 reactions W%k 1
NEBNext” Multiplex Oligos for Illumina® (Index Primers Set 2) ¥4,62941,269
NEBNext” Ultra™ Il DNA Library Prep with Sample Purification Beads ¥28,389/7,439

Z1726L/S* 96/24 reactions Wk 1
NEBNext" Multiplex Oligos for Illumina® (Index Primers Set 3) ¥4,629/1,269
NEBNext” Ultra™ I DNA Library Prep with Sample Purification Beads ¥28,389/7,439

Z1727L/8* 96/24 reactions Witk s 14
NEBNext” Multiplex Oligos for Illumina® (Index Primers Set 4) ¥4,62941,269

IR RTS F RS SRS

7 Luna® Universal gPCR & RT-qPCR @it Fili, Feirndfdif)

NEB 788419 Luna® Universal QPCR & RT-qPCR #ifih, FURE P EHHUEE Tag DNA BATESLMAFHIEY L}, 55— R 5 gPCR WML, AT

AMIRIIGLRSRBE G . Pk, R, HEGAIY Luna qPCR P2 Rl ik RS2 2 2 S22k

FEERAFR i {28t (58)
Luna® Universal qPCR Master Mix M3003V/S/L 100/200/500 rxns ¥269/449/999
Luna” Universal Probe gPCR Master Mix M3004V/S/L 100/200/500 rxns ¥269/449/999
Luna” Universal One-Step RT-qPCR Kit E3005S/L 200/500 rxns ¥1,476/3,317
Luna® Universal Probe One-Step RT-qPCR Kit E3006S/L 200/500 rxns ¥1,329/2,995
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SCHR 70 - DNA $iih 28 M5 i

TRARNR AL R— LB, (UIRHERBOR R ZE, PRI, X855 AR S AL BEAT R A AL BT REAE S 2 ELERS SR, PRSI K
BUEHARF ERNE L EAERNE, W TR R AL AT 0, SRR AR BT R ARISEAs, PRI HAS R R
HATPRAER

JEH NEW ENGLAND BIOLABS MBI U1 RAE Science 2476 LM —RSCER/R, @EEERPARFEM SR, 25 DNA ARFEENHUS,
X L5 25 1 B 224 HF I A5 IR B 7= A, 45X A RO IR (BRRAR T 5% ) 2SN s A 38, 7ECE Y, EEE et TigE
DNA #5Jif38%x -Global Imbalance Value (GIV) , BIXUSHIMFEH Read 1 HAGINEIARATE 5 Read 2 HHIZRAEE A E, A W0 DNA FEAR
GIV H—RRT 1.5, YEBIIE 7 AE—L0% WA EEZEH, {1 1000 Genomes 5% The Cancer Genome Atlas, Hi DNA 55738 5 i B4t 15 2 3 i fE A= 1Y
1500 A T BEEAS R 2 A5 PRI AR A SN, R AN DNA BB T TG MBSO HEA T EALINE, ST G B T S8R 404
Th, VEEMHT FFPE MBS AR A TAL R, WXTEL G B T SR IE T04 (I8 1) o 45 E7R, 78K, 01X TE & 1X TE HiEfm@m
FIWE, SRR RS, W FFPE BEIRAWAISIN, REMSRIFA XRG04

Fraction of G to T variants on Sequencing Read 1 (R1) and Sequencing Read 2 (R2)

Read 1 Read 2
0.002 e L ; .
= Nt Y Conditions
s + BRI e * - Water
© . 01X TE
S « IXTE
c - o e Water + repair
.2 0.001 e, i - ; 0.1x TE + repair
= : - T g o= = 1x TE + repair
o *
[ - . Ty
R LT T v R ol Y iy e
SNSRI AT DA s o,
0.000 F
0 25 50 75 100 0 25 50 75 100
Position relative to 5" end (bp) Position relative to 5" end (bp)

B 1 REEE, BLFRTER S mHIEE, HLtir G E T REMTE, HTRBRFREAEET
JEXT DNA #F7FTHI =/~ T ARG G F) T KE, MlEfH FIPE FRBEERXIHARATTLIERZ G2 T RE
BB B BEL AN E, X5 8-0-06 RGEEMAEREHE T G2 T REAIHE—Ho

R SNSRI T b BB F 2532, WA B BER MU O TEAL, DNA #0055 2 AN P 4s i e THR L IE SR S G . 32
$RHhY FFPE MEARIR SR RERARIF (R I I R A RS it N P i, T LU SA SO g — AN BT, $R5H)7 B

SCHRER

L., Chen et al., DNA damage is a pervasive cause of sequencing errors, directly confounding variant identification. Science, 17 Feb 2017, 355(6326):752-756.
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(%453 DNA #5119 FI2E - NEBNext® FFPE FEAEE IR AT

AR IR AR s A AR A FEZR (FFPE ) WA I R —Fbas WLA . AT 288000 J7 1% o (ER 08 A PR REAR ) J T S B OB SR B A B
fErcEr, Kk, MEAARESFELSAEMEE, ORERENFIETRRAE AR AP RN, THE YRR S EHBEBT NEBNext® FFPE DNA &%
TR AT ?ﬂﬁ’@ﬁ%ﬁ%’#mﬁ’]ﬁﬂﬁ TRAT, ,Ixiﬁmtfrﬂﬂmﬁ_fumﬂéﬂgﬁ FFPE #£7% DNA. FFPE DNA & IRARAEIRESUE &2, Wa kg
T, ISR L3RR Th R

¥l 1: FFPE DNA B8 IR AN SUF =2 15200 i
— — FFPE DNA Repair
—— + FFPE DNA Repair o i FA FFPE DNA 2K
TR R NGS X
ps  TecRstomach Song lox . BTXESEH, ERTHENGS T4
(Ful . o % DNA 3l
s \ | o HULMEF NEBNGS AT S
50 { _’\\ r 4 FFPE R B FE
0 DTV S |

mTTT T I TTTT TTTT
35 150 300 SO0 1000 7000 [bgl

B FFPE DNA 22238 FFPE HEZIE BB B BN B TH 1T A FE, T X B ZE 9 Agilent Bioanalyzer © 222,
FEE1EE 101% - 458%.

FFPE DNA 8% $2F+ NGS S J#Er= &

100
B FFPE DNA Repair
90 Untreated
R 80 1
=
£ 7041
2
5 60
2
= 501
©
£ 40-
2
S 801
i
20
o B
0 25 50 25 50 50 50 50 50
ng ng ng ng ng ng ng ng
(2yrs.) (2yrs.) (11 yrs.) (11 yrs.) (1yr) (1yr) (4yrs.) (6yrs.) BT EZALR 59 FFPE DNA #£25 (25ng 38 50ng ) #
L L Spl st nlp N EEHEEBIE T NEBNext® FFPE DNA 16552 & % 40 FE
ung iver pleen omac ancreas RN, X EEF Agilent Bioanalyzer #45
Normal tissue Tumor tissue DWHITEEESKERNXE~BILE, XLH
X IRHA L 101% £ 458% 2 [6o
=B e A&
NEBNext® FFPE DNA 8 2B &% M6630S/L 24/96 rxns
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Luna® ¢ E = PCR /™ i

NEB Luna Universal QPCR & RT- qPCR FEMRZ NG 2X TR, TTLLH T 550 & PCR £
WIFIH ¥7 DNA B R, & HTFHA SYBRY/FAM JEE I KRS gPCR 6% ; FURESHHURSN
Taq DNA RAHERIMEFHSIEYA, H—RY) PCR RATHE; R P T dute, LIBG L™
PrEREETs I ORI E A ATkl T @ ROV B T IR . P RE. R
[ Luna qPCR F= b Ay S5 S 8 BESEI i T i

Luna P2

HEH DNA
g% cDNA

-

1 LB

2 i

Luna Universal
qPCR Master Mix
(NEB #M3003)

Luna Universal Probe
qPCR Master Mix
(NEB #M3004)

Luna Universal
One-Step RT-gPCR Kit

Luna Universal Probe
One-Step RT-gPCR Kit
(NEB #E3006)

(NEB #E3005)

SRR A ik 4%

o BTN, FeEF
° HENTURA AR SHIRIENXR SR
° MERTT AR B RLEE S INAE 2K IR

RILR AT M EE

* Luna R @A A LA RAS I DUFS
RiEsFH. RYE. FRUEERTESEN

o Luna RF=REHEARRBENEALSER
FHIRI
mE o 57545k # qPCR & RT-qPCRi:F4B L, NEB
cELHBRSE Luna &%= @B B R M RERI
S e P
L .=xngE
[ IE' ;|
« A% RT-PCR
- ARE KA BRI
RiE 'W})
- CDNA &I oT 314 =
B2, ERERIY
- BRESRE. B GC .
B RS RRS
MG TRETEBZN ONA EERT RS
Y
3~ EZF
« B RT-PCR
- AT EEIE RNA H
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2 JC RIS IR qPCR SR VAL TE

— Dots In Boxs

NEB JF& T —FifE S Ip o Il S8 P = AR A R i qPCR BUBROTr 15 . i AT 4 R L IR TR L, MR S SRR R e T L i

Jit i) qPCR SEIRAE R — AN, ATLUEIF S AN EIR B RS I A R 45 3 Rl — ok I e BT T LA

FREEEN BB, WERE 5 MREME (10f5WE) . §ME 3 KER, L 3 KEENTEHEETE ( NTC ) it 18 MM (918
ek, 72T o SRR (%) (brifithzk, % BB fIAc ( Ac BINTC C B PIRIRARAGREE C PIMmmZEE) o Ly
FMYIER, A WBRAARER] (LRI o ZEOMR ARG B NTC BORRIEITIERY , A SEg s Al i e 4 38R A 90-110%
fAC =3 (W EHESEELE) .

FEHPERE R 5 MRS FREATE (4 L) | S,
PRI SRR R (R R
TIIHE: IS =TS C St
O LRTOANY—Fckk (RPU_)

ok Wy

HHEZHYBEE
NERTHEETEPZIN

fAI4E qPCR ¥R LA “Dots In Boxes”

R qPCR =& RERFS
140+ Pass: quality score 5
= Efficiency = 95.1% PR Ra—
. Quality = N 1
o= 1204 score f ); |
© < Pass i ]
: g | Tl syt EC I
. 3 ! = J i
«§ R =0.999 > g 00q @ o4 - 7 |
— : g Oled__d O3 P
i !
Log Starting Quantity (pg) = 80, Fail o2 Cycle
o 1\
° 0 Fail: quality score 1
60 +——7T—— L T o
50 10 20
AC > !
q w s
oc f’J
iEE S iy _’ e
AG, = Cynre = Catsp Cyole
Triplicate standards R TS = = = e sy
5 pg - 50 ng total RNA = /’T—_: T p———
. 50 ng b 4 ///
[ ] 5ng o = i
L
0.5ng OC ja |
® 50pg [ /
® 5pg P
® NTC T

]

d

BRI R

R (#rfEmhZk )
C, ENERM
StERN—B
Hh 2k 9 BE B
TR

S A R

RETHE R AT =
HIANFIETE . I
e ¥
- A
2% The MIGE gPCR/RT-
GPCR guidelines (Bustin, S.A.
et al. (2009) Clin Chem. 55,
611-22 and Trombley Hall,
A et al. (2013) PLoS One
8(9).673845)

16



...-14"/4- %
e D

LG : 400 811 2220 '
LA /%

FolitEs

> ® |
T Luna® qPCR & RT-qPCR 7=
NEB JJrA [ 7= S e B i A 2 AR K LA A B e FEVERE , Luna HURRAINMG. A THRREI I gPCR P4, A IR L EEAERE T

DR, CAEER Rk . R Rk EEMES. HAh, NEB ELEG AR qPCR A RT-qPCR FA—HEHEATINR, IR T —foriririk,
BT LOM SR Z R T I ANITAY . Luna P25l 2 SEB T 7R

NEB ) Luna Universal qPCR Master Mix A/ [FESRUEI) DNA #RRESR IS jay S50 RS i B (RS I Al

Mouse kidney — 3-actin Tobacco leaf — PsbB

Amplification plot
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=
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1 ! .'I
f
Standard curve Melt curve
i
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: 38 ! ] 58
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Yeast - 18S

Ut qPCR SC38 (£ /7 ABI 7500 1R1# 5L E B a5, 50ng-0.5pg #9%E

i FI28 DNA 3¢ B -t 17SE 520 . B4 DVA 1€ FBFE5 494
LT FEA . T MG ERERI B AN ACTB A, M
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: ran18S, Luna /=@ E#BH I B L IR o
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Quantity (ng) Temperature (°C)
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Regarding , Luna Universal Probe qPCR Master Mix , I tested them

NEB Luna Universal qPCR Master Mix H4FRM: . EE M, faEME:
and compared them to the Thermofisher one . It also works great . I

HRARRAHE , i ELIEE 0T DGR S I SRR R, 5
T RAER IR BB

am sharing the results:

8 o el
0 0 E » & M
Copcme -
P s
wn Pean * i 5
f i
)
B i
I
E‘ 00 .'I
' [
) | I am very happy with the results and would be happy to order it for
- /
P \ future use .
Y —— i
04y + . o I =
85 m S 0 " w -

e P
i j Regarding, Luna Universal Probe qPCR Master Mix, I tested them and
| compared them to the Thermofisher one. It also works great.
% 1000 1 |'I I|I 4
7 t I am very happy with the results and would be happy to order it for
]

w8 ll'________'._,;,-"_ L \3\ future use.

e & X .'Q .:\- R Sincerely,

e Shraddha
iR 85 P et (58)
Luna® Universal qPCR Master Mix M3003V/S/L 100/200/500 rxns ¥269/449/999
Luna® Universal Probe qPCR Master Mix M3004V/S/L 100/200/500 rxns ¥269/449/999
Luna® Universal One-Step RT-gPCR Kit E30055/L 200/500 rxns ¥1,476/3,317
Luna® Universal Probe One-Step RT-qPCR Kit E3006S/L 200/500 rxns ¥1,329/2,995
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