~N

miRNA Array *Signosis miRNA Array

Signosis /A AJ#EAt membrane based [ plate BT - :# _
R— W EEIRZE S 132 78 miRNA - SBI AF24t miRNA | ©SBI Cancer miRNA gPCR Panel
gPCR Panel * ZEE— XA HTE2 Cancer = Stem cell /3 | «SBI Stem Cell Panel

{EFEEERI mIRNA =3 - *SBI miRNome

Mapping miRNA Network *SBI microRNA Profilers

KA Clontech 4 ZEf#J PCR-Select Subtraction Kit 5% | ®*Clontech PCR-Select Subtraction Kit
BAMmEBEEmEEERNERKE  BEE/NNEED eClontech PCR-Select Differential
BEEBRBINUR 2/ Map miRNA function B9F|25 °
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miRNA profiling

Screening Kit

\. J

microRNA

o == miRNA isolation

ZR Small RNA Isolation s
"B - 10 minote BT RGEARAR ER e e S

RNA (Total RNA) o

o / /
RMARRE * MBS ARSE T o / 4 / 4
« 2% I RE(FA Phenol EEHOAT = -

*JE#7 * Fast-Spin column technology :Z/& 833 RNATE Lysate I — l
1@/ Elution buffer /1 o ( MicroPrep 26 ul I L; ) J
MiniPrep 225 ul ) °

. T™ . T™
*RNAKEER (A, /AL>1.8, A, /A, >1.8) » FIZENE ZymoSpin "~ IIIC ZymoSmeMIIC/
TREEE - f&% DNA F1& ZymoSpin  IC
*RNAlater™ compatible #{t RNA

€0 YIANT LIS - KIN[600T MIwodpauuunmmmy; :dpy

RNA ZRRNA ) DNA 4 @ 8
ladder MicroPrep™  Supplier @ ladder kb
9.0 10.0
6.0 30
3.0
1.0
2.0
bp
1.0 0.5  Gand .29
-25
0.5
05- e
kb kb
— * — =17
(] (]
8 &
=z =z
(=] [m]
Total amount of pellet ed E. coli cells containing plasmid Total RNA isolated using the ZR RNA MicroPrep™ wer?
DNA (pGEM).The sample were resolved in 2% (w /v ) resolved in an agarose gel (2-4) and small RNAs from the sam=
Agarose gel. sample were also resolved in a native polyacrylamide gel (6-7).
Input = 10° yeast cells spiked with 1 £ g ZR small-RNA ladder
(Cat. # R1090).
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ZR small-RNA™ PAGE Recovery Kit

IR : 45 minute BIAJ# Polyacrylamide gel FR#E{k/)\
self-ligated ssRNA fragments

FERNA - 29-mer 25-mer 21-mer 17-mer

*J&=#E * Fast-Spin column technology :Z/&[2]/A RNA 7£
14> Elution buffer # o (26 pl BLE) °

*RNA 4TS ¢ (A260/A280>1.8, A260/A230>1.8) * AJ
T EVETEREER

*Recovery &: /NFE& (17 to 28 nucleotides) B
Recovery rate X2 50 % ° Zymo-Spin IC™ Columns
#9 Binding capacity X2 5 ug °

Ordering information Recovery and ligation of single-stranded RNA oligonucleotides.

In the image above, the RNA fragments were recovered from
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+ =7 miRNA Processing factors {152 : DGCR8 1

Pre-microRNA » DICER 4 hairpin miRNA » AGO2 Ordering information
#M mature miRNA % target mRNA o niE LR B3

E5% EES - 253 a 17.5% (w/v) native polyacrylamide gel using the ZR small-
R1060 R MICFOijeF) S0 preps RNA™ PAGE Recovery Kit. All fragments shown were resolved
R1064 ZR RNA MiniPrep S0 preps in a native PAGE gel following ligation. Ligated RNAs are circled
R1065 ZR RNA MiniPrep 200 preps ) . ) . . .
- in yellow. RNA in the gel was visualized with GelStar® Stain
R1070 ZR Small RNA PAGE Recovery Kit 20 preps
(Lonza).
R1090 ZR Small RNA Ladder 10 ug
miesRVA | %S | ipitat iRNA
2 SBI Immunoprecipitate your mi
miR-SNaREs™ vectors & 8EMap =
miR-SNaREs #8275 HA Tag fJ miRNA Processing M ©
factor (DGCRS8, DICER, AGO2) KinZEE R4l &% . é\
~ —_ — . Am|
#EE o Ll Lentivirus B - BHUEEHEF miR- y HAtagged :
N N . miR-Snare
SNaREs &H ° A/ anti-HA EE(ERELIBMTT I I~ miR-Snare il =
. expression
& miRNA 75 2R e pUC ORI Ienﬂivector ;&
+ Lentivirus based : &BEXRIR © E)5 hard-to- S
transfect cells ° S0 D1 Rag g
. N » e X SV40 poly-A ‘ i
- fATE selection marker {F/&42 1 & AIERESA] sorting ° AR iR < &
S
Puromycin resistant gene AJ{LE7ZE o >
=
0
ca
o
_|
m
=<
o
m
o)
O
(OF)

mouse pHA-mAGO1-Puro RA801A-1
mouse pHA-mAGO1-RFP RA801B-1
=%& Processing factors mouse pHA-mAGO2-Puro RA802A-1
mouse pHA-mAGO2-RFP RA802B-1
mouse pHA-mAGO3-Puro RA803A-1
Pri-microRNA mouse pHA-mAGO3-RFP RA803B-1
HA-"
l mouse pHA-MAGO4-Puro RAB04A-1
DROSHA/DGCR8 mouse pHA-mAGO4-RFP RA804B-1
Precursor processing
microRNA A J human pHA-hDGCRS8-Puro RA701A-1
* human pHA-hDGCR8-RFP RA701B-1
l DICER human pHA-hDICER-Puro RA702A-1
processing
Mature
CORNA HA~. aco2 J human pHA-hDICER-RFP RA702B-1
l - human pHA-hAGO2-Puro RA703A-1
A human pHA-hAGO2-RFP RA703B-1
RISC
loading A~ acos human pHA-hAGO1-Puro RA704A-1
5 m7GpppG AAAA 3 human pHA-hAGO1-RFP RA704B-1
i human pHA-hAGO4-Puro RA705A-1
human pHA-hAGO4-RFP RA705B-1
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mEE " € contech SMARTer™ RACE cDNA Amplification Kit

RACE (Rapid Amplification of cDNA End) 2FRMHER 5 HEENHEY BRmEB=EHEAET 5 -RACE DBl=
i 3 U ORF MIF%IZ,EMA2K Clone 2RERAITTE.  SMART technology (SMART RACE)RNA Ligation method
B RYZRER BERBHHAIE cDNA BIMImENEZ L Adaptor;  (RLM-RACE) A Anchored PCR®

mRNA # 3 I8 poly (A) tail* Ktk I adaptor RE

8 ([BEEAAHE 5 # mRNA 3 E Adaptor BEE2—1E

<
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o

Py
pa
>
A
S
4t
i3

e )

Startir]g ssz B \VANAANNAANANANS poly A SMART TeChnOIOgy
material Eeee— L AT SMARTTM 7& Switching Mechanism At 5 end of
adaptor  da RNA Template BVAEE A MMLV HREESRESTS

B poly A

CDNf\irss;;lst:z:ig — e — LR RS RIS —E R C BRI EEET TR
L 1#E—& G i SMART Oligo’ 7E cDNA SE# T i »
e naiod SMART Oligo SIS L cDNA My K
sequence L SMART Oligo {E#& Template &% Adaptor (Switch
Mechanism) ©

Ii

Second-strand

CDNA synthesis PCR gmplificatiop
o oo ek i (F RNA BUESEITE) BOTE (B
¢DNA FEE) DAL ER (B> RNA loss)

II

dc dT

N J

4 Total RNA N\
| o RLM-RACE

5 mG-pp-p AAA.3' Full-Length mRNA RLM FEHYZ RNA Ligation Method tHHLZE B4

5' p 3 Degraded mRNA, rRNA, tRNA and DNA Adaptor ?%E RNA J:B/‘J_Ejj_7£ O%Tijjl]?}—’@&’

o
=
O
g\
c
3.
S
8
5 i HABLAMUBEE (CIAP) EAENKEEER
2 2 LS _ MRS FulienghimnA iR FE R A BRI AEREERES (TAP) £ mRNA HY
Q) 5' RACE Adaptor v e Cap ,%Eﬂ‘%ﬂi% ’ %—F@E@ﬁéﬁﬁj;ﬁi Adaptor ?ﬁ/ﬁ\ °
o 5k OH-p AAA..3" Decapped mRNA
_\OO . with 5' RACE Adaptor
c . B A DIE—1MA9K mRNA
~ I P o9 mers TR FTERERD R RNA 2K RR AR
o IR - % EAIRIZEMLIR Ligation RCRRIE (518
;Iil 5 RACE\IJrlrEr Primer N Ijjﬁ?;?ﬁ{& o
Z —
4',—
% k GSP2 ;;:1 /
QO
W
4 5‘ — “ wamm  Anchored PCR Method )
} BAMA—EEREZE—M Primer {7 REEHREFHY
2‘4 _____________________ re— Bn Copy mRNA into cDNA Primer /El\&%_ﬂﬁ ’ EH% RNADNA Hybr|d E"\]RNA B&
] iR HERFARIHEBEEIE cDNA #9 3 ImhlA Poly
-~ ‘ oot C Tail T abridged anchored primer AJIX Poly C Tail
1 oty BRI AR Template 2 cDNA B9 5 ImE R H
sooco ) Tt <on adaptor * FEEF L SIM—GRERFZ—EM primer
! -
Rt g e Aividgeat chor Pimar
= o BEs
—_ ¢ SRR —/ RACE 5H) cDNA (BALSHYE— HRR
22 — reamiymaromons TE AABREBSEE -FRER TEENRRETD
g _JCC---CcC _-5‘ :\:‘gdAUGASPg’GVUAP,and =
K asp /
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mes & conten SMARTer™ RACE cDNA Amplification Kit

7 {E3E:55%12 Clontech SMART RACE
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SMART™ RACE Other RACE Technologies
D SMART #8758 mANA mANA
B SMART kit 4TS BT 5 \ANNNANNNNNNN poly A 5 \ANNNNANNNNNN poly A
2 REEE—ES WA - L resrmants, phanok

chloroform extraction,

ti needed .
@ HZE 50 ng HY Total RNA Ela] . amion (aa ey P!
7/% SMART ZEE'T;E}EE PCR 75:_&'3‘ EE\ NANANNNNNNNNAN Poly A
B Adaptor R mFTLUESS
50 ng Y RNA B @ENA
First-strand 5 s GGG \AAAAAAAAAAA pOly A EERANNANANANNNNANAN poly A
@ W15 5 wmFRYERS syn:g:i’: ooV Y SIS PO
HAIM SMART Oligo i l l
HNEESZRE 5 I &k 5 Wl
Adaptor® A& 5 iRFF cce
g
@ ASEZE Adaptor Ligation 5'-RAcg ormespectie ormespectie
PCR F AR Adaptor FRRRE RACE PeRprimer
}i}z{; ’ Kﬁﬁ %ﬁ%#ﬁtﬁ'ﬂ: ° product —
Single tube reaction

® AEERIEIE RNA
® AEmEA 5 -RACE E4)

SMART RACE Ed{E#% RACE HYIR{ERIZLEES
@ BERZHNEXEF

B FH SMART 5%ttt GeneBank 2 Z2%ZHI 5 imF5l

o~ S >
Table I: Additional 5'-RACE sequence obtained using SMART™ technology § & 2 £ §
O8N Iy o oA
Size of Additional Matches Includes £5 S F g8 ¢£5 £3%
mRNA sequence genomic transcription £ E,&’ & & w8 £ 5}’ £ .;g‘b
Human gene (kb) (bp)’ sequence site -
Transferrin receptor 5.0 +25 yes yes
Smooth muscle 1.3 +31 yes yes
y-actin
Vascular smooth 1.3 +17 yes yes
muscle o-actin
p53 2.6 +4 yes yes
Interferon-y receptor 2.1 +14 yes yes
Inerferon-o receptor 2.8 +17 yes yes

* Compared to the longest cDNA sequence available in GenBank at the time of the experiment.

€O YIANTLdIS - KIN[600T MIWodpauuunmmmy/ :dpy

B FJA SMART BZtt GeneBank iBEZHY 5 WwFEF

SEWREE mRNA BEBERRNA WETRE S50
Bl o s Hontify mi 1. Cai, X, et al. (2004) RNA 10(12):1957-1966.
EE%—%HE@ U:t ZZI:MEJ PRI RS ?@J& Clone 2 2. Floyd, S.K., et New Applications - X\ SMART
RHY miRNA FHIE BRI miRNA MR ERMEEE RACE clone miRNA al. (2006) Genetics 173(1):

R P mRNA RE target MFSIRETEF 2R Ire- 88,

3. Melquist, S. and Bender. J. (2003) Genes &
It RARRREZIZE cDNA FERIELTTE RACE Hi1iT Dev. 17(16):2036 - 2047.
T ) [F] A R s =t s b RNA Zopk 4. Taganov, K.D., et al. (2006) Proc. Natl. Acad.
.%TJ’/{IEJ TﬁﬁiLﬂﬁ*ﬁﬁT }iﬁ’ﬁ&ﬁj@? RN Eﬂ:j'L,E/J Sci. USA 103(33):12481-12486.
%ﬁﬂ%ﬁ ° 5. Yan, M-D., et al. (2005) Human Mol. Genet.
14(11):1465 - 1474.

Catalog No Product Name Package
634923 SMARTer RACE cDNA Amplication Kit 10 rxns
634924 SMARTer RACE cDNA Amplication Kit 20 rxns
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ZR small-RNA™ PAGE Recovery Kit

IR : 45 minute BIAJ# Polyacrylamide gel FR#E{k/)\
self-ligated ssRNA fragments

FERNA - 29-mer 25-mer 21-mer 17-mer

*J&=#E * Fast-Spin column technology :Z/&[2]/A RNA 7£
14> Elution buffer # o (26 pl BLE) °

*RNA 4TS ¢ (A260/A280>1.8, A260/A230>1.8) * AJ
T EVETEREER

*Recovery &: /NFE& (17 to 28 nucleotides) B
Recovery rate X2 50 % ° Zymo-Spin IC™ Columns
#9 Binding capacity X2 5 ug °

Ordering information Recovery and ligation of single-stranded RNA oligonucleotides.

In the image above, the RNA fragments were recovered from
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+ =7 miRNA Processing factors {152 : DGCR8 1

Pre-microRNA » DICER 4 hairpin miRNA » AGO2 Ordering information
#M mature miRNA % target mRNA o niE LR B3

E5% EES - 253 a 17.5% (w/v) native polyacrylamide gel using the ZR small-
R1060 R MICFOijeF) S0 preps RNA™ PAGE Recovery Kit. All fragments shown were resolved
R1064 ZR RNA MiniPrep S0 preps in a native PAGE gel following ligation. Ligated RNAs are circled
R1065 ZR RNA MiniPrep 200 preps ) . ) . . .
- in yellow. RNA in the gel was visualized with GelStar® Stain
R1070 ZR Small RNA PAGE Recovery Kit 20 preps
(Lonza).
R1090 ZR Small RNA Ladder 10 ug
miesRVA | %S | ipitat iRNA
2 SBI Immunoprecipitate your mi
miR-SNaREs™ vectors & 8EMap =
miR-SNaREs #8275 HA Tag fJ miRNA Processing M ©
factor (DGCRS8, DICER, AGO2) KinZEE R4l &% . é\
~ —_ — . Am|
#EE o Ll Lentivirus B - BHUEEHEF miR- y HAtagged :
N N . miR-Snare
SNaREs &H ° A/ anti-HA EE(ERELIBMTT I I~ miR-Snare il =
. expression
& miRNA 75 2R e pUC ORI Ienﬂivector ;&
+ Lentivirus based : &BEXRIR © E)5 hard-to- S
transfect cells ° S0 D1 Rag g
. N » e X SV40 poly-A ‘ i
- fATE selection marker {F/&42 1 & AIERESA] sorting ° AR iR < &
S
Puromycin resistant gene AJ{LE7ZE o >
=
0
ca
o
_|
m
=<
o
m
o)
O
(OF)

mouse pHA-mAGO1-Puro RA801A-1
mouse pHA-mAGO1-RFP RA801B-1
=%& Processing factors mouse pHA-mAGO2-Puro RA802A-1
mouse pHA-mAGO2-RFP RA802B-1
mouse pHA-mAGO3-Puro RA803A-1
Pri-microRNA mouse pHA-mAGO3-RFP RA803B-1
HA-"
l mouse pHA-MAGO4-Puro RAB04A-1
DROSHA/DGCR8 mouse pHA-mAGO4-RFP RA804B-1
Precursor processing
microRNA A J human pHA-hDGCRS8-Puro RA701A-1
* human pHA-hDGCR8-RFP RA701B-1
l DICER human pHA-hDICER-Puro RA702A-1
processing
Mature
CORNA HA~. aco2 J human pHA-hDICER-RFP RA702B-1
l - human pHA-hAGO2-Puro RA703A-1
A human pHA-hAGO2-RFP RA703B-1
RISC
loading A~ acos human pHA-hAGO1-Puro RA704A-1
5 m7GpppG AAAA 3 human pHA-hAGO1-RFP RA704B-1
i human pHA-hAGO4-Puro RA705A-1
human pHA-hAGO4-RFP RA705B-1
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