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> FEmiid

AFFmiEA T REMENEZE YA (EZLEhaAe ) 5i%8E Poly (A) ER RNA
21K cDNA & 558, AFmESHITHERME., RER (RT) #1PCR ¥ iGMENMAE
a4y, BERTEEERL 1 ~ 1000 P4 A4ER, WAL 10 pg ~ 100 ng & RNA AR, ER®
HERESLH Oligo (dT) primer #HTRER; FAREREBHARRESEGE, ERERE
i%Z mRNA 5' ifBt, 7€ cDNA B 3' SN RRB FERNFEE, Eid 5 Template
Switching Oligo ( TSO ) #& &M EEFFEELH cDNA; FIRRMAESE —4%E cDNA FiniE
SLFFIHITIEEER PCR I, BH{R 74K cDNA XESE mRNA 9 5' K, R mRNA
HRANRRRIEER, BE 3 mHRITFE.

B xF 44 cDNA XE#TT NGS llF , FI#HITEERIEER S, AIREE, MEEE
ZBRERAEEEN. K- MEERE 1~9.5ul BIEEARETR, FT3%E 2~20ng A cDNA ¥ g
i/

AFERARMERET TRORK, BERRTRESWRFHITHRERNRE, FER
(RT) #1 PCR #8358, AEWSEEMRMASHAERIRESNAEMHER =Rk
AFEmpAsS, MRRBAFNER, WESHR, BEHTRIE,

> FEmE R

Package 2-1 A4MWT (-80°C R%F ) :

Control Total RNA* (1ug/ul) 5ul 5ul
5' Template Switching Oligo 12ul 48 u
*: Control Total RNA 4 293T Cell Total RNA,

Package 2-2 A4MWT (-20°C RTE ) :

10X Cell Lysis Buffer 228 ul 920 |
RNase Inhibitor (40 U / u 1) 18 ul T2l
3' Oligo (dT) Primer 24 ul B ul
5X First—Strand Synthesis Buffer 48 u | 192 ul
AcculNext Reverse Transcriptase (100 U / u 1) 24 ul B ul
2X AccuNext PCR Mix | 300 ul 1.2 ml
PCR Primers 12l 48 ul
Nuclease free water 1 ml 1mi
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> RFLIER

{R7FBE: Package 2-1 -80°C 1R7F
Package 2-2 -20°C 1&7F

iIZHIBE: Package 2-1 Fikizi (BEERE%HRH )
Package 2-2 Fikizisk-20°Cik izt

> LWRERRE

TR Ez ) Bz A 4 an ( anisElsh ¥ 4aRe ) A Poly (A ) BB RNA A&, H
WA FEELR 3' Oligo (dT) primer #1TRER, FIRAREREBRIARIRESEEE, SRE
REEE)E mRNAS' imEY, £ cDNA B 3' #R5INJLAFRE TRIAIEE, #id 5' Template
Switching Oligo ( TSO ) 4k & MHERHFEE LA cDNA, LA cDNA FiR5 | AR 514
SIM&EAALR, #1T PCR ¥ 18IRG£ K cDNA 7=, INE 1 FroR:

Total RNA or Cell
ATTNUUATTNPATTN,
l Poly (A)
mRNA 5’ -
3 € 5 _
TTTT(T), 3' Oligo (dT) Primer
5 Template First—strand synthesis
Switching Oligo
WK 5 el
3 XX 5
Template switching and
extension by RT

5’ XXX - - 3

3 KK 5
i PCR amplification

PCR Primers il
5,
3’ XXX 5’
PCR Primers
5

5’ HHX 3’

3’ XXX 5

b5
PCR Primers

HHK — KKK
O ————————— KK

Final cDNA Library

1. 21K cDNA &R RIE
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RNARER HERHER
rReactionBuﬂer" 1ul ) FR ion Buffer* 1yl B
3' Oligo (dT) Primer 1ulor2ul eaction Sufrer U
RNA 2-541 3" Oligo (dT) Primer -
Nuclease free water Upto 1254l Nuclease free water Upto10.5ul
\ J o J
# Miplor2ul
| 3' Oligo (dT) Primer
-4
% ~
= D[ 72°C 3min, IRk ERIE2min |
} J
op
2
ik R R 125ul
5X First-Strand Synthesis Buffer 4ul
RNase Inhibitor (40 U/u ) 05ul
5' Template Switching Oligo 1ul
AccuNext Reverse Transcriptase 2ul
42°C 90 min
70°C 10 min
v 4°C Hold
LFiRcDNAR FE il 20ul
o 2X AccuNext PCR Mix | 25ul
% PCR Primers Tul
at Nuclease free water 4ul
i
o
Q
=
- 95°C 1 min
98°C 10 sec
65°C 30 sec } X
68°C 3 min
72°C 10min
v 4C Hold

i

[ PORY =4k 5107 ]

[ M ES & ]
[ wr ]

*: Reaction Buffer 12EB<IE{EFTE>HM<A. F—5 cDNA T 2 >EiHl,
& 2. KIRRIERTE
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> FEmit®

. EBEREUE: FLLRMM BRI 10 pg RNA DI T RS 1,
2. WOKMRIER, BET PCRyMNMFE, BRY (QREREEEN) L
B5,

3. BEIRIIMHIEEK cDNA, AIREGEHFAREE, BET 5 Wi 3 WmiRiFH,

> KWHNEREM

1. BERER
<+ BTAFRENREES, ERESHEMXBHIZIIER. ENERTDEREN
KRIGEHITER, —1PPCREFE (BWREERSHR ) M—1EEXKE, 7
XF S0 KT ERIFIF
B PCRESENIITIATIRIE: HmESE cDNA AR (FB]A) . PCRY
AR (F]B.1~3) o AEBESLWEHITUUTIRE: PCRYIE (FEKB.
4) . PCR =Mt (F]C) . PCRyHE=MHREWN (F],D) o
< AF=mEH RNA §l& cDNA, #ITRERRNIFEZEZIE RNase 5%, %
ERALTELENRER, BEIRPERENEE, BEFEFLRRK, H—RXUEFEF
Bk RNA 375 a5 b g
<+ ABEERXNTHR, BEERTFESHES, REARERMEERIE,
e LEEERNOERMITAMXARES, BEFm CREBR, HEm CKETF
E, BUERTE,; ABEERMA, (AAKE 70%8EFER,
* ABETH, BWEM2E PCR#HITRE: —ERATE 5 cDNAGRH, —&
AT PCR ¥ 18,
& BRBRRER, EVURERMEXRERBMENR, ERAK~AEPE Control RNA #1T
K6, PAIGIE R IEE#IT.
2. HRABEARER
<+ AFEmPEANABRERAEAURBHEME, FEFANTHEHAMENLAR,
WEMANR. EEE, EUCTERAMEDSERRIUGH RNA A1EIR. HEL3hY
48 R RT B R A7 an R RE R 1T R IF o
AFEmAERTERE, W% EE T,
B TA a2 Oligo dT A5 M#ITRER, BRAERTAE Poly A BHRZ
i) 128
MREEAKEERE, BUHIAAEES, TARSEZERTEE RNA B#E, SELR
R, MAIEFENZUEMHIER, BIERATALRE Mg™, Ca”%# 1X PBS
RERERMAR (ASR/LK) , REERDEFEEREMNERB DB,

Rl
°e

7
°

7
°e

7
X4

*,
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3. RNABEARER

/7
0’0

7
£ X4

EAZERS (RIN=8) BAEREEA RNA, FAEER RNA £ cDNA =21
KESM, BIWEIWEIXT RNA FEEE#H TR, "TIAER Agilent RNA 6000
Pico Kit ( Agilent, Code No. 5067-1513 )iEM RNA By &,

HFA=mE) Oligo dT A3 Mi#ITRER, NER THEHER RNA, M FFPE
AU RNA,

4. T IBESEAERE

/7
0’0

AEEBRAEAENMAMESN RNA FEERIEERARR, B, BEXEKE
Bl, ERRGENEIY, TREBAEHE, BERERIE, & PCR=¥E
BHIRTIR TR EGE DT, TRERYE 293T Cell XA 7=M Control Total RNA
EERHE, TRTS%,

% 1. PCR {BIA B R

RNA &% Cell 215 TBINEL

100 ng - 4~7

10 ng 1000 Cells 7~10
1ng 100 Cells 10~13
100 pg 10 Cells 14 ~17
10 pg 1 Cell 17~ 20

> EREHES
1. RA & ##:

1)

2)

RNA 4 : Agilent RNA 6000 Pico Kit ( Agilent, Code No. 5067-1513) st Hfth&
= mo

HEERAY . AT =& MagSpherix DNA Beads ( Code No. AG12546.

AG12547, AG12548 ) s H %3 & [ 11 AMPure XP Reagent ( Beckman
Coulter Life Sciences, Code No.A63881)] .

DNA 4t : High Sensitivity DNA Kit ( Agilent, Code No. 5067-4626 )X 2~/ &) 7=
f AcuQ 1X dsDNA HS Assay Kit ( Code No. AG12549, AG12550 ) = H &=
Mo

DNA BFEiXFI&: AAT =8 AccuNext Ri&E DNA XEHIZIRFIE (llumina, 5
ng ##R=E ) ( Code No. AG12522, AG12523) . AcculNext tRiE DNA X FE#&
iXFIE (llumina, 1ng #iHE ) ( Code No. AG12524, AG12525 ) s H fth &3y
o

Hit#rdd: {RKURHE tube &, 80%ZE, 0.2 ml RNase-free PCR &, 1.5 ml Bl

o


https://www.beckman.com/
https://www.beckman.com/
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2. {45
1) PCR {X. Qubit 4 Fluorometer. Agilent Technologies 2100 Bioanalyzer. #i&sg.
WIEHRH N NBLREE O,

> BIEAE
A. E£—4 cDNA &5,

1. FEk EfRFR BRI T EIRH
< BETE ATk ERMLE, EEEL, BRABMEEKLER, Ed 5 Template
Switching Oligo. AccuNextReverse Transcriptase #1 RNase Inhibitor 32 3# £ E%iE
SIS AR RERES], BNRE. ERAFIATEZRIERS
< bX First-Strand Synthesis Buffer AIBES T ITIE, ERRNERZRSENER D
iR
2. MRARMEE RNA T, BN
1) #RE T REK LA % Reaction Buffer, EHIIFERABRF[EZES, HEEBE LK
%, BOBEE~E£SE, [RE RNAKER, RERRBSR 2) i#1T; WREHA
MEANEEZRPR 3 ) #17, ]

Hor S
10X Cell Lysis Buffer 19ul
RNase Inhibitor Tul
Total 20l

2) RNA BEXERIESER: RBTREAELRFRNER, EFRFRERABERERER
8, FEEEONE, RAMBESESE, IARRIRE 4) #1T,

A5 RE#FEZ
_i& Reaction Buffer Tul
3' Oligo (dT) Primer Tulor2ul®
RNA® -
Nuclease free water Upto12.5 ul

*a: N8R PCR ¥ 18 <17 ANEER, NN 2 u13' Oligo (dT) Primer #1T & K ; I8 PCR
YIRS =17, MWHIN 1ul A9 3' Oligo (dT) Primer, 1/ Nuclease free water
*FEFRE 1250,

*b: ¥ RNA RMANEA 10pg ~ 100 ng, INRHEAERZIRG], BINEHREFTE
M AREHERE, A= MmPEMA Control RNA S 1ug /ul, AT#2E8 10 &4
EHBZE2ng/ul, MANSul{EH,
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3) BRI IR ( LR A RN, R R LA 1~ 1000 Cells )

a)

BRBTREKLESRERK, TR,

Aoy & FR
L& 10X Reaction Buffer Tul
Cell® -
Nuclease free water Upto 10.5ul

*c: BHA PBS ERYIM: EIUMANNMAMEEAELE Sul; ATIEFERIMAS
RFERE PCR REEIHER, BIEARATRS Mg”. Ca” "%/ 1X PBS
HEFMRHER, KEMMNFREDETF, ARHERZEBIE 1000 Cells, T
MRS IS KR = N

FEARKAMAMSEAR: FEAMEREMNEE LR 1050 | REEH, BRIRE
B ( BUWOLRIHHTIREESEI, B9 RNA B&fE; BEAABTRES R, kPR
HEWBRRATT -80°C R7E, A, BERRBIED) BIERIT, )
HBHMME Tk L, &3 Oligo (dT) Primer?, ZFESFE L, (LAIRREE
B’ 4) #17,

*d: IR PCR ¥ 18 <17 NMEIS, AN 2ul B 3' Oligo (dT) Primer, ISR#NIE1E
WENBEMAM, 5F PCR ¥ IEEAE =17, AN 1ul B 3 Oligo (dT) Primer,

f& A Nuclease free water ¥hFFEFRZE 125 |,

4) B TRERF, HERMNRIHHRE PCR hHEITEME. BN

e B8]
72°C 3 min
4°C Hold

5) 72°C ¥¥%& 3 min 53R, 1 PCR {UREMZE 4°C g, M HBHERE TiKLE 2 min,
FARBHITTIRASE <3. RERKRE >,
i ENEEES, TREIER <3. RERRE >, E£H&FF RT Master Mix,
3. REERRRL
1) BicHl RT Master Mix:

Aoy & FR
LSRR 2 T, BAERARK 12.5ul
5X First—-Strand Synthesis Buffer 4ul
RNase Inhibitor 0.5ul .
5' Template Switching Oligo Tul ©
AcculNext Reverse Transcriptase 2ul
Total 20ul

*e: EHITH R 2-5) B, AFIX 4 NADEFHIK mix (FEEHINET, &0 AccuNext
Reverse Transcriptase ) 2E&iB&E, B 7.5u I mx MAZ LIRS E 2 T, BAER
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H#EHR, ARRRSIRGRERRAFED, LHITRESR,
2) 7 PCR (LHEITATERF ( ATRANRERNMIERF ) -

mE At 18]

42°C 90 min
70°C 10 min
4°C Hold

3) T—HREASFZH, THRESYETFK LEESR —20C SREE ( HEe
cDNA &R, BIRHEITEESE) .

© zomes. RATE 200 RHEIR, KEERFRULT -80°C,

B. PCR #"1& cDNA

1. PCR Primers 28I EEK LRI, BERERS, BOEREFTKkLE&A, 2X
AccuNextPCR Mix | BB RBREZRITRAEHE T K L&A,
2. ®TR#EKLES PCR Master Mix:

Ay &R
L& cDNA =4 20l
2X AccuNext PCR Mix | 25l
PCR Primers Tul } *f
Nuclease free water 4ul
Total 50l
*: APEIX 3 ANASSEEEIK mix, BERERSG, B30 u I mix IANZE LA 20 ul

cDNA &=,
REEHRINBERRIERS, Bilo
S RI7E PCR XHIETA T R AR ( Bi7ERLH| PCR Master Mix B, #REIRER

MFEF ) :
TR BE At 18] BEREL
T 95°C 1 min 1

T 98°C 10 sec
B 65°C 30 sec } X
T 68°C 3 min

R &3 R 72°C 10 min 1
RE 4°C Hold -

*9: TREBIRHE 293T Cell A= Control Total RNA &5 PCR # 1A
BER, TATSE, FTEANXEEARAENMEE RNA BEERIXFRAE,
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e, BYRRGENREAY, MEERREEE, BESERAIY, & PCR™ME
BRRTIR MER DT, JIBRABIEE, EEEN PCR FiBMRFESE
DNA XERE TH; #IEEARETR, SSH DNAFERRE, #MEERNFE

H&o
% 1. PCR BN G R

RNA &% Cell &5 RIREL

100 ng - 4~7

10 ng 1000 Cells 7~10
1ng 100 Cells 10~13
100 pg 10 Cells 14 ~17
10 pg 1 Cell 17~ 20

5. RMZREHTMHMETKLE, HE&#H#IT DNA SLHR ( hidtse DNA FEME, #il
RIRFITRESR) o

© z=eEEA: BATE -20C RETR, KRREEWET -80C,
C. DNA ¥ ig=412k4L

{E RIS PCR =¥, L MagSpherix DNA Beads ( Code No. AG12546,

AG12547, AG12548 ) #:fk A% ( #04EH AMPure XP Reagent ( Beckman Coulter Life

Sciences, Code No.A63881), FI{EREEIAEwER) , T HRWT:

SLIRETER:

< BEXER, AIRBEXRELEERSEE 1.5 m BOEPR, REE 4°C,

& BIREKWET, FIRBEXNE, EHIFERN 80%ZE, BNMMEMREZE 400l

BIESR:

1. BEEEESRERSBE TERRE 30 min, HESREBERRIERS.

2. HmM50p | MERE=RMEERZE L& 50 u | PCR #7741 ( IRBBRETK : HMmM
BeBlA 1), iRERSRE, @EBEL.
#HLEE /| DNABEWMEZETHE 10 2%, ik DNA 5#IKES,
BERMERNRELZD b 54, BEIRGATEFTHE LFERPIREHIR, Db
B EER, EETREITHHIER,

5. {R#F PCR BR& A AL L, A 200 | FHEEEHA 80% ZE (FEEMAZ
ERAEMETREER) , =iRNE 30 sec, MLOBRBRLEE,

6. EEFTRS X,

. REFPCREBLBETHARLE, FETEMIKE~ 10min EXZERE",
*n: TZEEHBE, BMIFRELNFE,; MRZEBRTETS, RSN DNA Ik

REHITHERE, BEESAELH TREN, BEWIRREAR, K DNA %K
&,
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8. WEARRTIE, 18 PCR &EM#AZEEET, MA 17 ulNuclease free water & 257
Ik, FABRB[UWITRA#EE, ZERME 2 min (NREKETRAR, SHEKRK
BREHE ) .

9. B¥PCREFEEHE L, ETHNEL, #BHHRNMREERAREF (295 min),

10. ZNDRREX 15 p | LB B FHEIRH tube B ( )R EIBEER ) , -20°CRTFo
( AkE5e DNA PEfi, BIWRRHAITIEME )

@ zeEmER HATE 20C G, KHRREELHET -80°C,

D. DNA #1874 R Bl

1. EX2ul 4i{L/589 DNA #3E77~=41, {# Qubit 4 Fluorometer #1 AcuQ 1X dsDNA HS
Assay Kit ( Code No. AG12549, AG12550 ) #&ill PCR =¥k E, EifiREES
R ER~mEiEAE,

2. E1ul k55 DNA 31874, {£/H Agilent Technologies 2100 Bioanalyzer #A
Agilent High Sensitivity DNA Kit ( Agilent, Code No. 5067-4626 ) #4TI&iE, BEiK
BRIEESR LR~ miiiAH,

3. RIFPEHMAENARE, RMHIZWRES=4% 2 ~20 ng I #E~=%, FEX/ND
4% F 400 ~ 10000 bp, UEEALF 1000 ~ 2000 bp 24, FRIEXTRITH =4,

E. XEH&

1. XEHESTRENF FEEFESENXEMERATE, WEE ilumina FEMEF, #
HFERAXRAT =& AccuNext HiE DNA X EHEXFIE ( llumina, 5ng #HiRE )
( Code No. AG12522, AG12523) . AcculNext #iE DNA XEHI&IXFE
(llumina, 1 ng #&#R=E ) (Code No. AG12524, AG12525) = [E&E =Ml & X E,

> LIeHi

1. RAZXRF=H#ETT Control Total RNA £1< cDNA #1#, RNA &R M=A4 10 pg, PCR
YIBTRIAEA 17, Z5ERWNT: E 3. ARTT cDNA ERMIIBRHAN=Y, 2
5], B 3. B BRIEMHEA MR B APRE Y,

w0 e e 2 1w [l I EEEEEEEIED

3. Agilent 2100 &£ @M 45 R

10
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2. RZAF=@m3F 293T Cell #1 293T Cell Total RNA #1T &% K PCR § 1%, KR PCR
P DNA X, £/ lllumina NovaSeq 6000 Z%MlFE, BT

Cell source 293T Cell

Input amount 1000 cells 100 cells 10 cells 1cell
Replicate 1 2 1 2 1 2 1 2
Number of reads (millions) 44.2 422 405 38.5 426 38.9 44.3 30.4
Q30 bases rate(%) 88.9 89.4 89.9 89.4 89.9 90.0 90.4 89.0

Number of transcripts > 0.1 FPKM 19343 | 21002 | 18565 | 18499 | 15261 | 15248 | 9860 9282

Number of transcripts > 1 FPKM 10268 | 9665 | 10324 | 10584 | 10226 | 10177 | 8185 | 7700

Percentage of reads(%):

Mapped to genome 82.6 84.1 86 85.8 86.6 86.3 86.0 80.5
Mapped uniquely to genome 75.1 76.4 78.1 78.0 78.4 78.6 78.9 73.9
Exonic 94.8 94 1 94.6 94.0 95.7 959 96.6 93.6
Intronic 4.6 5.1 49 55 3.9 3.7 29 5.7
Intergenic 0.6 0.8 0.5 0.5 04 0.4 04 0.7

% 2.1~ 1000 1 4lf == mRNA-Seq #i#7

RNA source 293T Cell Total RNA

Input amount 10ng 1ng 100pg 10pg
Replicate 1 2 3 1 2 3 1 2 3 1 2 3
Number of reads (millions) 46.3 | 43.7 | 459 | 459 | 441 | 398 | 39.7 | 36.8 | 459 | 424 | 439 | 452
Q30 bases rate(%) 914 | 914 | 91.7 | 919 | 915 | 913 | 91.3 | 915 | 914 | 91.7 | 91.7 | 91.9

Number of transcripts > 0.1 FPKM | 22499 | 22487 | 22616 | 21384 | 21267 | 21302 | 16467 | 16871 | 16844 | 9854 | 9842 | 9965

Number of transcripts > 1 FPKM | 13355 | 13486 | 13400 | 13297 | 13292 | 13291 | 12981 | 13152 | 13092 | 8689 | 8687 | 8779

Percentage of reads(%):

Mapped to genome 911 | 914 | 915 | 908 | 90.7 | 902 | 91.1 | 91.2 | 90.7 | 91.7 | 916 | 915
Mapped uniquely to genome 794 | 80.2 | 80.3 | 822 | 822 | 820 | 83.1 | 83.1 | 828 | 848 | 846 | 84.3
Exonic 92.8 | 92.65|92.75 | 93.34 | 93.39 | 93.19 | 93.21 | 93.06 | 92.98 | 93.56 | 93.38 | 93.36
Intronic 6.7 | 6.86 | 6.77 | 6.18 | 614 | 6.34 | 6.29 | 6.44 | 6.52 | 596 | 6.16 | 6.16
Intergenic 049 | 049 | 048 | 048 | 047 | 047 | 05 | 05 | 05 | 048 | 046 | 048

% 3.10 pg ~ 10 ng #J 293T Cell total RNA == mRNA-Seq ¥
3. BL1~1000 4~ 293T Cell A&, AARFmi#ITRERKE PCR i1, AF PCR =
WHE DNA 3B, {#/ lllumina NovaSeq 6000 Z&illFE, MMAEE LW, MR
RHMERREEXERS, TWESHEF (B 4: A4 1000 cells. B A 100 cells, C
A 10cells, DA 1cell) o

11
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4.

Pearson=0.990 L Pearson=0.962
Spearman=0.75 4 Spearman=0.874

o
2 o
2 e
- g
g g
F I
i g
= &
= i
g =
i =
|5 g
=4 &
7 s
Log 10 (FPKM)- Replcata 1 Leg 10 (FPKM)- Repiicata 1
C Pearson=0.932 v D )
- Pearson=0.968 . be
‘Spearman=0.850 A -
Spearman=0.811 B
i
o
e
~ 5
£
g 5
2 T
g
Fo E
P 1 -
=4 £ .
g =
= 2 .
2 g
Log 10 (FPKM)- Replicate 1 Log 10 (FPKM)- Repicata 1

4. BEERZEEMS T

L1 ~1000 4~ 293T Cell AtEtR, AAF@mi#EITRIERR PCR 14, AFM PCR ™~
M EE DNA 3L, {#H lllumina NovaSeq 6000 &4, MFEEHHNFEHBRER
E Lo, SERETARSRYTBHAERL S W3 mpwiFtE, 2m8— (E
5: A 1000 cells. B4 100 cells, C 4 10cells, DA 1cell) o

o S B et ; )
/ “\ e
2 4 N, - / N
/ \ 7
- ," \
e I \
& / -] \
£ / \ £ \
3 o / \ 8
3 / \ /
/
g4 / |
[
o] !
° 20
Gane body parcantile (3->3% Gane body parcentils (5.>3)
™ =
\\
X
\
§
8 i .

Gane body percantile (5:>3) Gane body percantile (3253

5. MEFHEERERE S

12
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> FmiERE
1. BhSedaiE:
% ZAf=H RNA /% cDNA,

HTREEFR R MR EEEEMIE RNase i5%, FEE
ATELEIREE, REIEPERERE, BF

E%, Pilk RNA #is£SERE
HFAFmENREES,

FRHAR, B—XEOENF
RS HMSREHNRXiTHR, BUERTYERERN
KW EHITER, — 1 PCRIEFESRE (PCRFSFEZWRBEERSR ) F—NEi&E
KU E, HEMAT RNase iSRFEM, FHXILWRIFEREITER-

B PCR S X WHTIATRIE: #EmES cDNA SR (FB]A) . PCRE
EIXFIEH (S]B.1-3) , EEBEBLEEHITUTIRE: PCRYIE (FR]B.

4) . PCRyE=Mmail (FE]C) . PCRYBMHREWRN (FED) o
A= PR A M FET R T RIS EMIMED, BRIKFITHR,

ABREMTRTE, BEFEERAHTRSHEL, RIAEERMEEBRIEL,
SEE RN EEMFTAMKAREE S, BERMEm CESBE, M CBEEF
E, BYUEKRTE; ABURERE, MEAVAKS 70%HERFER,
< ABRTHE, BIWER2E& PCRUAITER: —AATE % cDNAGHK, —&
AT PCR ¥ 1,
2. HmEE:
< REEmES
+

PCR R R EH AL IBIEIREL
+

MM EERE B, THH, SRENEER KRS BOAREAPHREXR,
Hit, TRKZEMKRLIRT DNAFESHER; HRF[REN DNAFE, Eill

AR ERASMEREMAXEETAREE, TTHERSKERER
RNA FEEHSE R M KB
*

ARpERESFRP EMES TSN R FES, BURERD N BENH

VN

MR, FEAARE Ca” #1 Mg™ Ky 1X PBS EMikikigHESMA, SLI0FT, A
BN cDNA S8, R, EEERNNRERDAEFERER, BIERTE
FEAmBE

ML EAEN R NETEIEIER: BEFEMNZE Control RNA & lliEFRE
ﬁ 5 M lo

KARARBNE IS

L 1~1000 M ER pEMAHEIR, AR SR MEMFIIER. i

B, FHIMFER, BUAEZRRDHAMRE.
MipRfEE, MABHITRERN, AIE -80°C REF—1A, RREM, BEK
A A E S 3 RNA FEfEo
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<+ RNA#HRES
+ FR4ERSH RNA #1TRE, BIEXRBHEAR. GIAFTMESEHmEEN
i, PRRRBIMERE,
+  XFALE RNA #m, #1TRMARERTRIER Agilent RNA 6000 Pico Kit i}
RNA TE %, BERER RNA fEARIBEIRS 7200 cDNA BB~ KES 4,
A EE SR B 2R o
3. PCR ¥ 4@k
o HHETEIREIEIY
+ AFRENEIRY, BROAETISHERE, & PCR Y EBHANR TE
b Er,
+  FIEEIRENEE, WS EA PCR ¥ ERRIFIESE DNA XERE T,
+ FIEBEREIR, SSHDNAFERE, ZMEEHNFES &,
+ BIEXRIGABEFENEASEM L, Emsisd 2 ~ 3 MERBHTREL (40,
1 Cell 4 %1F 15, 17 #1 19 MME),
4. PCR=#ait:
< FEERE, MZABHMKREZEER, TNSSE DNA ERETME,
s BIERESRERTIEERS RS RS
s FEERER(ER 80% ZEE, MEMA,
ERGERE, NECERFEL, TUNEFM PCR 7 1G= R B ZE,
e DERRSTEE, WREN LiERY, RvVOIREUERGE L, BERRNEER, RXEEE
SRS, s{FHt Agilent Technologies 2100 Bioanalyzer #:ill,
5. CEEHE:
< SEME
+ REBEEENFTEEESENXEMZRAE, XA illumina &, HEFER
AR AccuNext HiE DNA XEHEIXFE (llumina, 5 ng ERE )
( Code No. AG12522, AG12523 ) = AccuNext 1#iE DNA X EFI&FRXFIE
(llumina, 1 ng &= ) ( Code No. AG12524, AG12525) HlI&XFE,
< FEEESHEW
+ MEFEXEHER, MRERABYIESBAEITH EZENGE cDNA B 57 0
Adapters, Reads?2 BiIF &R EE 3 Oligo (dT) Primer 89 dT30 F%1,
&, #LF5<HITE Read 2 BIAT 25 NMERH, Z#EEE dT30 &5, HIAHE
ERTENRR, WTE 6,
+ RATEENEFEIEELF S, AMERARNR M AccuNext tRi&E DNA 3ZEEH)
#FiXFE( llumina, 5ng ##KE )( Code No. AG12522, AG12523 )&, AccuNext

DS

DS

X3

S

X3
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#iE DNA XEFIZIXFIE (lllumina, 1 ng #&E#E ) ( Code No. AG12524.,
AG12525) #HI&EE,

+ HNR Read2 E&E&NFEIELFS, FELEXTRIFERAZ AT, AT Reads HE5T#
kF5,

0.7 A(25.65%)
— T(26.94%)
—— C(23.26%)

0.6 —— 6(24.13%)
—— N(0.000%)
—— GC(47.39%)

base content ratios

20 40 60 80 100 120 140

position

6. Read 2 lBE S fTiEMR

AL 400-767-6022
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