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miScript PCR System — miRNA &= THJEI

SYBR® Green-based realtime PCR 2t 01 XEA|CH miScript PCR System2 2 miRNA 28 & =2 22t S0[d 22 Ffotl T Z2OUTA|
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miScript PCR System:

A= 24

B miRNome2} pathway-focused PCR arrays2 2 mature miRNA 2 Z =z 107t
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L= St miScript PCR SystemOil = RNAS cDNAZE #1&H5H= 1M £ E{ miRNA real-fime PCR 2 &1}
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System T+ 2 OOl AtMI S| HESIASLICE
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cDNA &8 &
miScript HiSpec Buffer
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mature miRNAZH & 2F/ Real-time mature miRNAL} Precursor miRNA,
PCR Z2uje £2A ncRNA 2 mRNAS| Real-time PCR & &f

18 2. miScript Il RT Kit dual-buffer system, miScript HiSpec Buffer2 cDNAE &4 St & miScript miRNA PCR ArraysLt
miScript Primer Assays 2 mature miRNA & 2F. miScript HiFlex Buffer2 cDNAS °M*6._F = S DNA (RIE S primer assays AFHE) 2
mature miRNAL} Precursor miRNA, 71 2| noncoding RNA (ncRNA) 2 mRNA & &,

miScript Il RT Kit

miScript | RT Kit= 1-step 1-tube reverse transcription kit® L| Ct. Dual-buffer system2 real-time PCR 2

mature miRNA 2ol ZZ2OUAS ME5| 2A4stD 2 S/ RNAS sty s 7HE

HAsUT (A8 2).

miScript HiSpec Buffer2 mature miRNA £ cDNAZ MEAE o 2 Hateh 4 /0] AHA 4 background signal
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miScript SYBR Green PCR Kit
miScript SYBR Green PCR Kit= QuantiTect SYBR Green PCR Master Mix 2t miScript Universal Primer
miScript Primer Assay (mature miRNA-specific forward primer)2} reverse PCR primerS
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miScript Primer Assays= mature-miRNA-specific forward primers®|
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TIEEI miRNA 240 D2 24 =

miScript miRNA PCR Arrays==Z miRNA EiP] OZnie] B4

miScript miRNA PCR Arrays= mature-miRNA-specific forward primers (miScript Primer Assays)7t miRNome 2! 4 SsH& o4 2Hyd
ZAME pathway-focused T 20l EFE[0] USLITH (E 1). O] PCR arrays= 384-well plate, 96-well plate, 100-well Rotor-Disc® &
ASH HEZ AEE 4= U =0 AELICHE 22 J8 3). =2 52 2&SHE miScript miRNA PCR Arrays M| Z0| E 71X 58
22 SAEO U2 AEXS] A A0 S5 285 2 4+ USLICE ArrayBICH controlO] U0 ME FH|FH C0|H
TR A A E ELEEE 4 A2MH O 0|E| normalization control, reverse transcription control, PCR control& 2311

A7
- A

U ELICE miScript miRNA PCR Array@| ® 24 12 AE O 2 &F 2015101 real-fime PCR mature miRNA A& =2 50|82
PN

I 1. AIEt F2] miScript miRNA PCR Arrays 1 2 3 4 5 6 7 8 9 10 11 12

AT01 02 03 04 05 06 07 08 09 10 11 12

Array L8 & B (13) (14) (15) (16) (17) (18) (19) (20) (21) (22) (23) (24

A miRNome Human, mouse, rat, dog, 5| Z2t0F & 0|(rhesus macaque) cOAOOAOOAOHOHOOOOE
miFinder Human, mouse, rat, dog, 5| Z2t0f A 50|

D137 38 39 40 41 42 43 44 45 46 47 48

|5 Human, mouse, rat
E (49) (50) (51 ) (52) (53) (54) (55)) (56) (57 ) (58) (59 ) (60
St Human, mouse, rat
. F 161 62 63 64 65 66 67 68 69 70 71 72
2 PathwayFinder Human, mouse, rat
ME S5t} wrct Human. mouse. rat G (73) (74) (75) (76) (77) (78) (79) (80) (81) (82) (83 (84
= '’ ’
HAH 2|5t Human, mouse, rat = . . . ' . . . . A, ' .
HBES & APIHHY Human, mouse, rat
sese B ! ! C. elegans snoRNA/snRNA Reverse  Positive
PP = SE Human, mouse, rat miR-39 miScript miScript transcription  PCR
Primer Assa PCR Controls control  control
A QF Human, mouse, rat Y
@Y IERE Human, mouse, rat 18 3. miScript miRNA PCR Array Hi X]. miScript miRNA
Af%xf E;](Lé% Arroy Humon, mouse, rat, dog, S|22tof %%OL )| % PCR ArraysoilE 84 miRNA% miScrip? Primer ASSGYSE =&

H|OJEf normalization®} reverse transcription 12|11 PCRE
28t controlO] Z&HE|0f RACE. C|O]E{ normalization control0l| =
671 2| miScript PCR Controls (10% &Z) 1t C. elegans
miR-39& primer assay?t BH S0 QUCE. cel-miR-39 assay=
Syn-cel-miR-39 miScript miRNA Mimic2 Z&5t2 2 spike-in
control 2 AHE & 4= ULt Rotor-Gene Q& Rotor-Disc2t
384-well @A C2 T SFECH

H 2. miScript miRNA PCR ArraysQ} T =5l £ 2 Q= real-time cycler

TIZ= At Cycler g4
QIAGEN Rotor-Gene® Q, Rotor-Gene 6000 R
Applied Biosystems ABI™ 5700, 7000, 7300, 7500 Standard, 7900HT Standard (96-well block), 7700, ViiA™ 7 (96-well block) A
ABI 7500 Fast, 7900HT Fast (96-well block), ViiA 7 Fast (96-well block), StepOnePlus™ C
ABI 7900HT, ViiA 7 (384-well block) E
Bio-Rad iCycler®, iQ™ 5, MyiQ™, MyiQ2, Chromo4™ A
CFX96™, DNA Engine Opticon®, DNA Engine Opticon 2 D
CFX384™ E
Agilent (Stratagene) Mx3000P®, Mx30005P® A
Mx4000° D
Agilent (Stratagene) Mx4000® F
LightCycler 480 (384-well block) G
Eppendorf Mastercycler® ep realplex 2, 2S, 4, 4S A
TaKaRa TP-800 A
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1. 1-step 1-tube reverse transcription HI-3- O 2 miRNAS

cDNAZ B
RNA sample 1 RNA sample 2
miRNA
3 Polyadenylatia
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5' T 3
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Single-tube reaction AAAAAA), franseriptia
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' V]
‘ Universal RT primer
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l |

cDNAO|| QuantiTect SYBR Green PCR Mastermix2}
miScript Universal PrimerQt waterS 41
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! |

miScript Primer Assay
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_18! 4. miScript miRNA PCR Array workflow
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miScript mRNA PCR Arrays©] miRNA 23 T 2IQl 241 RS 7HH5IBM &
el CE (O3 4). HA miScript Il RT Kit0ll miScript HiSpec Bufferg

20{ DNAE ZH|FLICEH O & Z&H (cDNA + miScript Universal Primer
+ QuantiTect SYBR Green PCR Master Mix + RNase free water)&
miScript miRNA PCR Array0ll '@ &L{CH M Y 2 real-time PCR cyclerOfl A{

SESAIZILCE BEX|Z2 2 miScript miRNA PCR Array Data Analysis Tool 2
HOIHE =AMl Xt dES = 15t dAE miScript
miRNA PCR Arrayse= 7| Z£9| real-time PCR 7|22 E&3dl= mature

mRNA Z20t &4 =L T

TR/ MEo| A miRNA HIO| 0O &J|
Pathway-focused miScript miRNA PCR Arraysi= miRNAZ}F 4 =S5 1S 0f| A
FAHStE S olsishy| /gt O = HHRAt A E 7SS &L
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array?| FAg d=5H Ak ZYFLICH A miRNA 7101 AM
2t AEees 20F S ot7F 2HOIL 2 Y S miRNAS =45t
TORALCH E8/2Y S0 HluH e SEE MEL miRNAZE
QUCHE AFMS, miRNA S H31E S0 AYol
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P
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@ Serum isolafion 1 o 1E.02
18 1 ® Serum isolation 2 802 1
4 Serum isolation 3
14 T T T T T T 1.E-03
1 In 21 31 41 51 61 ((//6‘9
miRNA N

2" Normal serum

JEl 5. g% MEo|M miRNA Hio| O B, 422 28 MED (n=10) 72
2xtel 23 ME (n=3)0M total RNAS =2/ 5H T miScript Il RT KitOl miScript HiSpec BufferS
AFE5H0] cDNAE ZH| S CE Human Serum & Plasma miScEipt miRNA PCR Array2t
miScript SYBR Green PCR KitE &7 At&5t0] real-ime PCRE mature miRNA & & 2A S
SIACH A3 7He W& EH MEC| G2 E 2 MEM S &olg 4 QUCk [F2°7 Lo
et 204 Je=ZE 2 o 280 722 €8 ZH2 mature miRNA 2 5=t
X5 AO|7t L= AE
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FFPE 2{== miRNA %] HIO|E] 41

Formalin-fixed paraffin-embedded (FFPE) =& M E2 retrospechve( o] MEZLE 24) miRNA &5
ZEmMY ZAM A IR 528 MEQLICH QAGENS FFPEME 24 S 2ot ZE £F M S M3t
AUELICt miRNeasy FFPE Kit= miRNAS Z &5t total RNAS FH|ot= kit2 HlE-2E22X5 FE1

22 oEl miRNA ZA = 2t X 2¢ 381 458 2 EL O} m|Scr|pf miRNA PCR Arrays=
FFPE 8 22| 253t mRNAHIO|HE Zotd + UL CH (A 6).

CE A|AEOZ F|/40] miRNA Eiv] OZ[j2] 249

Pathway-focused arrays 2|0l = human, mouse, rat, dog, 5| Z2t0F |l $0| & E &6t CHFSH F0f
A8 & £ U= 4 miRNome miScript miRNA PCR Arrays K| Z0| EAIE|0] ASLICE 1 pg B2
total RNAZ = human®| 2 & miRNomeO| ZZ2ItA S WEH A & YSLCH (A 7)
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2
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w
o
£ 1.E+01 A
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o
£ 1.EO01 A
.2
5 1.E-024
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14 ® FFPE isolation 2 oa
A FFPE isolation 3 1.E-03
10 T T T r ; ; | Eos
1 13 25 37 49 61 73 3
& S
miRNA R3 ‘c

T1E] 6. FFPE 2{= 0| miRNA E1%] D212 24, miRNeasy FFPE Kit2 82 (5 pm) B4/ lung FFPE 2& ZEHO| A total
RNAE =2[5t Tt cDNAE miScript I RT Kit0ll miScript HiSpec Bufferg €0 FH| Human miFinder miScript miRNA PCR
ArrayE miScript SYBR Green PCR Kit2t Z 85104 real-time PCRZ mature miRNA 2 T2l 2 24519 (13712 5
lung FFPE 8 29| Cr 240l =2 NS 2 4 uct BZ4/E5Y MES 4 M e ZoME F A9
mature miRNA 28 5= A7t 2 2 A =olgh 4 UCH (3-8 LE *tol, E'z'ﬁ% ).

E
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3
& 4
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3 0.1
w 1.E-04 4
1.E-05 1
N

Log, (fold regulation)
Untreated HTC 116 cells

El AJAE|O] miRNA EIP] O21t 24, miRNeasy Mini Kit2 =+ 5-aza-2'-deoxycytidine (5-aza-2'-dC) demefhylofion
1 2|BH HCT 116 EH & M 0| A total RNAS Z2|5HICF. 0] Al2E2 DNAOH 7101 S01 DNA methyltransferase 2 22| 2t
48t 5101 DNA methyltransferase®| BHS S H|7IH A 22 X5l SHCE cDNAE miScript Il RT Kit2F miScript HiSpec Buﬂeri
H| 5t CE. real-time PCRE O &3l Human miRNome miScript miRNA PCR Array2}t miScript SYBR Green PCR Kit2 mature
RNA 28 Z2atols FASIQICE [ 2297 2o 240" Je =2 F M Z9 mature mRNA 28 S X7} Act= AS
ot 4 Qi [ volcano plotof & miRNA =& (+4—Hl, 22 )2 2 4 UL} 5-az0-2-dC X 2| HCT 116 Ml ZOA{E= 104 miRNA

Aot UEER ZALD 30 2 DEHAM == AE = 5 AUAUCH pat 0.055 M EostH (M) 104 miRNA 892 LHEF
0] 30 miRNA 212 AN 7 RETH A2 =2 LIEHGC,

2 3 HMOqu
:10_I

£9 mjo

N
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20 7
O Pre-miRNA
& O Mature miRNA - =
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210
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18] 9. Mature miRNA®Q} precursor miRNA 2=,
miRNeasy Mini KitZ Hela S3 Al Z0i| A total RNAS 2| ST
cDNAE miScript Il RT Kit + miScript HiFlex Buffer2 &H|
S} Ct. Realime PCROIl miScript Primer AssaysS AFE 510
mature miRNAE & 25191 11 miScript Precursor Assays=
precursor miRNA Z ZH0i|, RNU6-2& miScript PCR Control 2
normalizationOfl AFE 3Lt Mature miRNAR} precursor
miRNAS| ATHE &= mRNAE 2 A0|7F U1, CHE |}
S0 LEHE precursors?t S B mature miRNAS
BHS0| 4 4 QlCt

Real-time PCR HIO|E| 242 ZIEIS|

22}210i M miScript miRNA PCR Array i £4A10] Jh55t 22 o O|E
=M & MH|AE St1 ASHCH A 7|8 Excel® 2 O] O O[H &A1 0|

MG Yt JFH2 2 AE o s (A3 8).

miScript miRNA PCR Array H|O|Ef B4 E9| XIF X2l Jls:
m Control well oA
B G HOZ B4 B A M

m Cher AlZp ZBH o2 AL A

miRNA EHY HIZLIE B2

Precursor miRNA2} mature miRNA ZF 2HA] A5 A& M= O] F JHX|
miRNA Etl S S5t DNA M E0M HESH L= RHE0| I 525t
AL T miScript HiFlex Buffer2t miScript Il RT KitZ cDNAE &=H| 5™
ol FHYE U3 & ASLILE. Real-time PCRO|IA &= miScript Primer
AssaysZ mature miRNAS Z &5t miScript Precursor AssaysZ precursor
miRNAE ZE&L Tt (I8 9). GeneGlobe & ZE 22210 A miScript
Primer Assays@t miScript Precursor AssaysE [IHE T & & QUELICE
Mature miRNA2} precursor miRNAS| & & == miRNAO| 2t ZetX|H,
mature miRNAZF 2H2 1L =20] CHE CHE S 72| precursor miRNAOI A

LoV U (2F 9).

miScript PCR Starter Kit= O|2810] & AIZIZ &
USLICE

miRNA S E A& = A TFXEHH miRNA & 4=

B2E RAE ZHE miScript PCR Starter Kit2 A& & A& 4~ JUGLICEH
0| 7| E0| = reverse transcription PCRZ} real-time PCRE Al 20l human
miR-15a& miScript Primer Assay2t RNU6-2& miScript PCR Control 7+
2 SoASHCE 2 7| E ME2Z A MEM 2LE | 7HS 5

022 mRNA ST E @2 o] X2l ST
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1714 =2 1OZ'= miRNA R4

=

0\1

rolI

f=oF =10 A5 HRATE S0{0F gt
= SAI0l miRNA
Ch 8 22 g1 Mol AN OE
miRNA HE*i T Z Ot 2EA0|L} 2y
19Q miScript HiSpec Buffer Lt
H|3H &= 10 miRNA copies
= . 100%01l 77742 primer
EE M OOIHE 2= &+
&L CH miScript PCR System=

aUYo= PEE & Yo

FmiRNA A E A|AEO|2HH
80l primer= 100%O0fl 7t77t
isoforms F=& & UA0{0F &L
BL|Ct. miScript PCR System
Ao 2AGIol ol 2 §F
miScript HiFlex Buffer & O{@ 22
HEo AZs dEd & = JELCH (A
SE 282 10 pg T2 total RNAZF Q!

Q&L|CH ZEot ofL|2t Eo|ME &=
MEZ HAZHY0| =2 miRNAT isoformS
=P éf'—f RIO| MR = FHOPHLICE (H# 3). miScript PCR System & A3

= 422t M9 SY$t technical/biological replicatesE HE 4
OIA|_||:|. (j_EI '|'|)

I

o
—
o
=

H1J
0
)
z
> I
mlru
H>| 1

I 3. miScript Primer Assays9| 52 S0|4

% Activity relative to perfect match primer assay as 100%

cDNA miScript Primer Assay used

Used | | oi7b  Let7c miR98 Let7d Let7e Llet7a  Let7f Let7g  Let7i
Let-7b 100.0 1.8 0.0 0.0 0.0 0.0 0.0 0.0 0.0
Let-7¢c 0.5 100.0 0.0 0.0 2.4 0.1 0.0 0.0 0.0
miR-98 0.0 0.2 100.0 0.1 0.0 0.1 0.0 0.0 0.1
Let-7d 0.1 0.0 0.0 100.0 0.0 0.4 0.0 0.0 0.0
Let-7e 0.1 0.0 0.0 0.0 100.0 0.2 0.0 0.0 0.0
Let-7a 0.1 0.6 0.0 0.5 3.1 100.0 0.1 0.0 0.0
Let-7f 0.6 0.1 0.0 0.1 0.0 1 100.0 0.1 0.1
Let-7g 0.6 0.2 0.0 0.1 0.0 0.0 0.0 100.0 0.2
Let-7i 0.1 0.0 0.0 0.0 0.0 0.0 0.0 0.1 100.0

Let-7720f = 7| Stk A E 7} X}O| L= isoformO| RLEE. miScript Il RT Kit2F miScript HiFlex

Buffer= 2 Let-7 isoform2| &4 miRNA (Let-7a-Let-7i, miR-98)=
miScript HiSpec Buffer2 22 A& S sl = {AISHZ

2t2+2 2} isoformE miScript Primer AssayOll A real-time PCR B39 22 ALE oIt
=Y X| miScript Primer Assays@} 2HH K| miScript Primer Assays@| Cr 4t AtO| 2 % &TH HESS
HMSIHRCE (% AT HEE = 227 x 100). miScript PCR System ¢4 0| =2 isoformT 2
E8X0oZ FEE 4 UCt

AHZ 50| DNAS SHSULCH
ap (CflolEf EA| Q+HE) 7 LERECH <DNA

T8 11, 21T SxE0 YE=E SHE0l 210 [P, [ Passage number?t S & 271 2]
HeLa S3 cell pelletzt [ CHE ZA|E stockOI M Z2t7| CHE A|7]|0| & 5t Hela S3 cell pellet
2700l A1 miRNeasy Mini Klti total RNAZ FA| 5t Lt cDNAE miScript Il RT Kit + miScript
HiSpec Buffer2 ZH|SIACH O CHs miFinder miScript miRNA PCR ArrayS miRNA = 2 I}
EM0| AH235I% Tt Replicates®| Cr gt 12 =5 H|wd 2 Z 1} technical replicates@}
biological replicates 2 2t0i| x4 0| UALCE. E AS 2 miScript PCR SystemS X S A5
= A0 2l5to] A= UCE
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18] 10. 10dog ®J=9O| miRNA copy= LS| 2=,

2 miR-212F miScript Il RT Kit + miScript HiFlex Buffer
(FIEO| ZE)E AHESI0 DNAS THSUCE 10 7~ 104 72
cDNAE miScript PCR SystemE O| &350 real-time PCR StRALCE.
miRNA S A 47} S0{LtH 0fof H|2{| 510 Cr Z2tgto] Z45Ho]
FEO| ol A FHREHX FL 52 HEE 20 FUCH
miScript HiSpec Buffer2 = {AISH 23S AACH

(ClolE HA| QHE).

30 T
o~
o
2
g,- 25 A
5
v
‘€
=
%]
o
U 20 -
c
e y = 0.9805x + 0.6841
= =0.9862
]5 T T T
15 20 25 30
MeanC, technical replicate1
B
30 T
o~
o
2
& 25 -
5
2
o
S
o
2
U 20 -
f=
3 y = 1.0075x + 0.2891
= 2= 0.989
]5 T T T
15/ 20 25 30

MeanC, biological replicatel




miRNA =2 normalization controls

Real-fime PCR & 22 miRNA FZF A, =5t T U= 2uE H 2™ Helet endogenous reference RNAZ HZA miRNAS)
22 normalizationall =0}0F &tL|C} Of &S Al

o =
It FZOI2} 5HH, normalization2 2 FE =gt & A2 0| & 4 U= IXIE
HEol0| AFH0ILt MEZ Xtolof 2HA Q0| ZE AF H|WE 4 UESLICEH miScript PCR Controls2 the miScript PCR System=
At

o EI-I— uman, ouse, I"Otl dOg, O_I EFE'l'OF ;lgol reo|-ﬁ ne CR |RNA EI-_I_ EﬂO'E—-I = Nhor G“ZOﬁOI |__|- /-\II=“—| I:l'- —‘—_|A|_I o
2=
==

= www.giagen.com/miScriptControlsOi| =2t2f U &L T}

35 miScript PCR ControlsO| &}Z]:
- ® Human, mouse, rat, dog, 51 Z2t0F A =0[0f| AFEE & U= control
LC’_ 25 A . Iy — & ———A 0, 7 =Z= 59O
5 ?' || ]OOA)O“ 7|'7|'T'__ EE o= 285
=5 ——  u MEG z¥0 Zals UM L 5=
5 T T T T T T 1
; A& O 3¢ o S
& A ST FE & &
A S - n TP
B miScript PCR Controls 5 snoRNA®H 1 snRNA T2 E[0f Q= Hetg
35
primer2dLICE O] RNAE ZZ&2} M2 S/ 2 glo] Y s=7 HHE
Lgf R e S S o2 eHgX0|1 (A8 12), miScript PCR Controls?] $% E&2 100%O|
s 54 T F e = 7HZ4EL T miScript HiSpec Bufferlt miScript HiFlex Buffer2 &=H| St (DNA =
miScript PCR Controlsdt &7 AFEE 4 UELICE miScript miRNA PCR
5 T T T T T T T 1
) N . = miScri o] 2% U (O™
%@ -?fd\ \.S\Q« \9‘9 o\é‘(’y&/\é}\:@@\? ArraysOl = miScript PCR ControlsO| SOUL ( 3) GeneGlobe

2 ZE (www.giogen.com/GeneGlobe) M EE FEE & QELICH

—#— SNORD61  —— SNORD72 —— SNORD96A
—®— SNORD68  —— SNORD95 RNU6-2

JE 12, 2Y F=JF AR BX RNA. Human2| 048] ZZ0f|M | &t total RNA (200 ng)S miScript Il RT Kit + EY miScript HiSpec Buffer &= [ miScript
HiFlex Buffer (7| Eoﬂ i°’) AE 510 DNAZ HHEHSIRACE 1 ng cDNA2} miScript PCR Controls Z+2f2 2 miScript PCR SystemOf| A Real-fime PCRS & A| ot L.

Crals B =4 E RNAS & 57t A2 RARH HE 2 5 UCE Mouse, rat, dog, 5| L2t0F B &S0 =X 0| A = H =Bt 227 LERLCH (HIOIH HA|
okl
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JI% 21319|| F Q2 Tt pinpoint miRNA

miRNA 7|5 A=, miRNAS| BEX1} A5HS mietotl JiEH miRNA =& It 4Estd oz ofd J&g F=X 24st=
SN0 E FEXIEEE miRNAL| X QIX| =olal| & o~ UESLICEH miScript miRNA Mimics, miScript miRNA Inhibitors, miScript
Target Protectors 2 0|2 7|5 ¢171E +& & AFUCH (OE 13). A2l 40| Ciefsh = 7|0 SHA FE, 96-well plates,

384-well plates 5= F=& ¢ USLICH

min

miRNA J|'5Z EtSILID| 12t X2k

B miScript mMiIRNA Mimics2 Z endogenous miRNA =& Xt=
B miScript miRNA InhibitorsZ endogenous miRNA |

B miRNA Target ProtectorsZ2 TF2! miRNA target & Al

A miScript miRNA Mimic I miScript miRNA Inhibitor miScript Target Protector
Target miRNA or mimic Target miRNA Target miRNA
MRNA A MRNA A X inhibitor mRNA A ¥ target protector
\ S t 4
Target Target Target
MRNA B mRNA B ¥ X mRNA B
/ o y
Target Target Target
mRNA C mRNA C X mRNA C
o | y
4 B3 oyl us
‘ B CHEA 95 oF|

12! 13. miScript miRNA Mimics, miScript miRNA Inhibitors, miScript Target ProtectorsO| Zt3 MIFHLIZ. [N miRNA £ miScript miRNA MimicsO| H X
mRNAOI| Z&5t0] ™ B O &al 2 X5t [AmiScript miRNA Inhibitors7F T & miRNAOI Z &5t0{ miRNAS| T & | Xt B 0| && . [dmiScript Target Protectors=
=79 miRNA Z 8 S9/0|0F SO0 2 ZErel0l 1 mRNA BB UHE 1 CIE GIBr BH S WHS Aofsich

miScript miRNA Mimics O 2 endogenous miRNA J|5 SXil

miScript mMiIRNA Mimics2 =4 0| SLHM RNAZ M Z0f| =I5t 20| = At L4 mRNARL 22 d3
LI (33 13). miScript miRNA Mimics= endogenous miRNARF AHEIZHR| 2 FE AL 2EH & Ko &L
(32 14). M=Z W = = 2|10 72A 7KK SEA UEE g™ 22 Kol &L O (HO0|E HEA| QH).

T1&| 14, Endogenous miRNAQ} miScript miRNA Mimic T{8i 2= H|nl.
miR-12 Hela S3 Ml E L R0llA = LS X Z=CF miR-16=
Hela S3 M Z LHROIM 22 s 2 UHEC} Hela S3 M E
(6 x 10* cells/well)0f| HiPerFect Transfection Reagents 0| & 5t04
3 UTROl miR-1 2227t U= |ucuferose reporter construct2}
3’ UTRO| miR-1 Z&t & |7f = luciferase reporter construct +
miR-1 MimicE transfecfionstA Ct. EE‘?J 3'UTRO| miR-16 A& £ 7t
QU= luciferase reporter construct fransfectiont% C. 24A| ZH 20|
: = . == . luciferase 42 EX3IAULE. luciferase =2 20} miR-1 Mimic2
miR-1 reporter/ miR-1 reporter/ miR-16 reporter/ endogenous miR-162} H|%8F £ Z 02 ZtA8H AS o 4 QIQiCt,
no mimic miR-1 Mimic  endogenous miR-16

o N
'_

Normalized RLU

o © o o
[CI NGN-)

o
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[ Reporter with miR-16
binding site

O Reporter without
miRNA binding site

Hﬁﬂ A
é\'\

S R
{1’0(‘ 60(\ /\6(\ ‘\00(‘ (1/0 A

miR-16 Inhibitor

o

Normalized RLU
o o o
N O @

o
N}

o

7

N
S o°
N

&

12! 15. miRNA - Q=4 silencingZ 46l 5H= miScript
miRNA Inhibitor. Hela S3 M Z = miR-16E 152
LEHS D miR-12 L& SHA| =Lt HiPerFect Transfection
Reagent2 AtE St cotransfection 2 & 0| A Hela S3 Al &
(6 x 10* cells/well)Off 3' UTR O] miR-16 Z & 227t ~A=
luciferase reporter construct2t miR-16 InhibitorE &7H F
SHA T miR-16 Inhibitor= 012 SE2 Agloh =otXa E1tE
ZHESE| 2T A Mol =8 ZASIICE & miR-1
Inhibitor2HS M| Z0l| FISt CHEF 22 ALESIICH ¥
CHETZCZ mRNAZE £ (WT) 7t 2L = luciferase construdtS
F 2SIt miR-16 InhibitorE & 5F 20| luciferase Y& 0|
Z7t8t Z{2 2 endogenous miR-167t reporter F& A} L&

Hejg o 22 B 4 Utk

1.2
2 1.0

=

g 0.8

g 06

3

go04

Eo2 I‘I‘I

O T r-.l T T

Unrege Neg. 2pM  1pM 0.5pM 0.1 pM|

lated  control

miScript Target Protector

T2 16. MY A U= miRNA Xisl =g miR-162
MCF-7 M Z Lol M HHAEICH SLet Zet F2lof ot
miScript Target Protector®] S E2|5t04 miR-16 28 £/ 7t
UE luciferase reporter construct@t B7H =R SHALCE. FA 20|
A 210l miRNA 23 0] X5 =™ luciferase & 0] XS]
Stk Ag 2 4 AULE. &X TI=Z: Ludferase construdtS
Negative Control miScript Target Protector?t &7 .
HIZHE: miR-16 28 F27} @l= Luciferase construct.
Cotrasfection2 Attractene Transfection ReagentS AHE ot Tt

miScript miRNA Inhibitors= endogenous miRNA 21|

miScript miRNA Inhibitors= T —71E9| ot o2 HE G &4 RNAZ

Hzo| FUE =0l mRNA 7SS S0 22 XNafetct (11% O3 13).

miScript miRNA Inhibitors= endogenous miRNA 7|58 E2&C =

Mot S dASIRA2H (08 15), AlZH A4S +8s) 2H miScript

miRNA Inhibitors= F2 & Z A% 96A|7F S¢F 5 2t7t
foyi=

LIEHRE LI CH (TIOEf A 2HE).

miScript Target ProtectorO| miRNA H & ME X HY

miScript Target Protectors= ©H — 7t 1 RNAZ miRNASE Y #X 9
HSEAES MENOR ZHYs5tX| 0 Z2 miRNAS| CHE HE X RER2
a2 GASLC (1% 38 13). 2 20| miScript Target Protector=
E3 miRNA-ZE 220 Z&5t0d miRNA F 22 211 57 miRNAS)
RAUX U Ko H8S Us IS FUCH (O 162 17). miScript
Target ProtectorE FRI5tH HAFHOILE RAAL Walof Hepot L O
HE-RUALLHE SOt N e MY S St BEE H5HE miRNAY
HHO| pathwaylLt S &3 AL S YotE 4 ASLICH
Mimic +
Untransfected Mimic target protector

18! 17. miScript Target Protector 2| T O] EP{Y B3l mR-9= M Z g0 528
FHX] UH S Mol shCk. MCF-7 M ZZ0f 10 nM miR-9 miScript miRNA Mimic £ 10 nM
miR-9 miScript mRNA Mimic + M| Z 240l 525t miR-92+ Z&5H= 1 pM miScript Target
ProtectorE F2 ST 72 AlZt 20| ZSHHDZ 22 M X S ZASIACH FA0=
HiPerFect Transfection A|2F& AFESHCH miR-9 miScript miRNA MimicE £ st A= MZTH
A AFESEA X 2F miR-9 miScript miRNA Mimic + miR-9 Z & miScript Target ProtectorS

5SS TS ER0l= FREAL L0 ME MBS S=5IUCE miScript Target Protector?t
miR-9 Lol XMl £ AX S| ME 2 RTXIH L E A
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1125 miRNA &I

RNA =7 HO{AH 24 PHSE Ko SHl AZ2| RNAS M|CHZ FH|SHA| ot fEeiet A1 LEE 4 U222 mRNAZE 2 -ASH0lA
HMcHZ & ZuE YoeiH mRNAZE ZEE T total RNA A= 012 28 2PHILICE miRNA FH|E miRNeasy@t PAXgene
miRNA KitE AtE5sHH A0 ALS & 4 U= ZDEE RNAE 2 = USLICH (' 4). H=2 AEdts FEHOILLENY S
CHE miRNA FH|Hoi| H|sh Efg et miRNA 2|88 2T (A8 18, 19). 2R Al QlAcube® QlAsymphony® 717| & AFE3IH
SO 2 mRNAS HME £ USLICH (KM T H 2= BAO|ESE A5 A2 www.giagen.com/automation).
42 7
0 miRNeasy __
miRNA XX2 miRNeasy?} PAXgene Kit0| Ex: 38 4 | Precipitation
B IIZ=T RNA S 34 - 1
B 25 579 downstream A& 0| &S RNA o 30
>
m i MEE RE EH 2,
H 4. miRNA X IIE 22 7
18
JE ME QY%
miRNeasy Mini Kit = 2/Humon 23} M E M 08 T 1108 T 1x0f | 1x10° | 1x102
miRNeasy 96 Kit &=/Human Z2 1} M| E Cell number
miRNeasy Micro Kit 2O S=/Human &1} M E T8l 18. HlE =2 5 I18H= miRNeasy Kit. miRNeasy
miRNeasy Serum/ 5, &7 19 XM Mini Kite} H = FE-EZAHOZ Jurkat M ZES 22|50
Plasma Kit miRNAZt S0{ U= total RNAS FH| 51Tt HA S RNAE
) ) S ~ _ £E ME S AT mRNAmiR-16& real-time RI-PCR 2412 FHO 2
miRNeasy FFPE Kit TEUE 0Y met (FFPE) 25 42 AFESIZCH M8 Z2lof M miRNeosy Kit2 FH| S 2 Cr Zto|
PAXgene Blood Human®| && (PAXgene Blood RNA 520 A otE 5} Bty Ueiote A2 2ot HsFE -2 Y20 mRNA 20| o
miRNA Kit* x5h) o= A8 2 4= QUCE 1 x 102 cells using the miRNeasy KitS
_ ) ) AFE3HH 1 x 10° HEO| M E2E mRNAZS XA & £ Qlct.
PAXgene Tissue &=/Human =% (PAXgene Tissue 87[0IA 1T L OHY 3} olots SHE| 1 x 12 M EES H *Ih—_ii_;'d?EH:H o=z x-_q';(ﬂa.—;
miRNA Kit 40 PCR cycleS EXIE Mol = mRNAE AEE X 4UCH

* QlAsymphonyOf A human2| &
KitS AFESHAIL.

22 Ats A & ol = QlAsymphony PAXgene Blood RNA

RNA = miRNA F=8 HH

miRNeasy2} PAXgene miRNA Kit2 %A Z10] 18 Ak (nt) HE2| RNAZH
2=l total RNAE FH & OI/\l——| Ct. miRNeasy KitE At&5tH A5t

= =) O RNAVE A2 SO{U= ME(EH/
AT YE)S 7(1|9| ot EE SF EOHH miRNA—& = fraction (<~200 nt) 2t
total RNA fraction (>~200 nt)2 T2 ZX e £+ ASLICEH miRNeasy2t
PAXgene miRNA KitZ X et RNAE northern blot 41, microarray £41,
Y& real-time RT-PCRI 22 0| & Z40] ALE5H7[0l Hetet &= QLT
Small RNASl 55 282 L5 A& 0M backgroundE ZHE 4 UX[TH
(0l : microarray systems) miScript miRNA PCR Arrays@t miScript Primer
Assays =0 B =2 Ot LT
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— miRNeasy
0.8 A — Precipitation
0.6
[=]
o 0.4

0.2

'0.2 T T T T T T T T
220 230 240 250 260 270 280 290 300 310 320

181 19. Hi=0| 8= TI#== RNA. miRNeasy Mini Kitet
Hs FE-EZH2Z 1 x 108 Jurkat M Z0l A miRNAZF

Z0{ Q= foial RNAZ R|SIQCH SLABER DS B0

miRNeasy Kit2| RNA Z&| OD Z|CHZt2 260 nmSALt. BHHZ

HZHoz YHUS I OD ZCHgf2 260 mECtH 2 A2 2

H=0| HOolUE AE & 4 AAC. ETF OD2300 A,

H= Y22 AT RNAVLY =2 +XIE 20 T2 salt/}

HOIAE AE & 4+ AU




28

O miR-16 _I_
264 |@PGKI I =
24 A
S 221
g
U_QO_
18
o r
]4 T T T T T T T g T o
& & T NS LS b &
AT (& oS Lot N @
R @b AN & Q &

&l 20. CI°42H Z=E| 9] FJXIZ 1t miRNeasy 96 KitS
0| 23510 RNAlatet® =2 QHISHE! rat =& 25 mgOfl A miRNAZ}
S U= total RNAS FH|5HACE FH S RNAZ miRNA
miR-162} PGK1 =778 Xt2| mRNA real-time RT-PCRE </ St
FEoE ALZSILCH €2 X ME0M PGK1 mRNARL
miR-165 A& 4 AULCH

307 rEmrTe
28 - O miR-2%
I PGK1
26 -
o
2
3_24
22 -
20 A
18 T
24 h 60 h

—12] 21. Real-time RT-PCRE 0|-28}0] FFPE EX|oj A
T 1IE O Z miRNA &=, Ratl| 7F TES 24A17F, 60A|ZH
St xzEaeloz 117t T miRNeasy FFPE Kit2 miRNAZt
EEE total RNAS EHISHICH EH B RNAE miScript PCR
SystemE AFESHO] real-time RT-PCR & Z 1}, PGK1 F& X2
miRNA miR-162t miR-29aE A E5tULCt. LT 22 17y otH
235]3 RNAQ| &=E0l| 2FeFs FM 53| 20|7t ZI PCR
SEO| IS TOt A 2UE 2H ST EEHM
miRNAE %E mRNAZFR| HEsl = AE & 4 UCH

MIEQ} ZEX[0 MOl Z1I=P]| RNA

miRNeasy Mini/Micro/96 Kit= Al & %0| 2=l F
7

POl = A2} M 20 M
RNAE 2o 2 A + U2 i HE XS Eedl ohefet
LM ZO M RNAE 222 4+ USHTE mRNAZF ZEBHE total RNAOH A
miRNA & ST E EZA mRNA, housekeeping reference gene, 12|11
CHE et mRNASl EE sZef Hlus 2 4 AsU o (28 20).

_,_
_u_

HHYOIL} ol M LT miRNA X

S mRNAS O3 20|Lt S ot &2 H2o| Hio| 0t dgds o

SLCH SYOoILE SHOIAM ZH T RNAS 0|86tHH 4B HE 11

miRNA 28 AMS = 4 QU ELICEH miRNeasy Serum/Plasma Kit7F Q!

A2 X0 EHO|M total RNAZL 7S EHLICH E&O0|Lt S M
2

FH AHE 3FE S miRNeasy Serum/Plasma Spike-In Control0l| = normalization S

ol

30 i

e
oo & 2o 4

it

& spike-in controlO| &7 S UAELICE miScript PCR Systemdt &7
YHISH RNAS Hio| 20t 710 AFS L CE.

FFPE ZTojlA] T12== RNA FYxil

Crosslinking 2} fragmentation FFPE ZHO|M A A E B A RtEE=
FE2LICH miRNeasy FFPE Kit= RNAQ} ZEXEIO] WXIAS AU S
Uo7 RNAE EHE 2 2 FH|ot= SAO| A & RNAS| 23§ UotF=
S lysis-incubation 2H8 S LT RT-PCR 59| Tt HHA Ae A0
oAFE F= 0|2 &2 DNA HEHE HAHSt7| ?/cH RNAE DNase2t

DNase Booster Buffer2 X 2|5t0{ DNase Bts =712 £A 3| &L CH O3 &
miRNeasy FFPE KitE AHE35t0{ F=H|Tt total RNAE miScript PCR System S

0|5t LUHHOIHE EEUCH (O" 212 75 1 6).

miRNA Brochure 03/2012

www.giagen.com




=

o o — |
=i

Product Contents Cat. no.
miRNeasy Mini Kit (50) Columns, plasticware, and reagents for 50 preps 217004
miRNeasy Micro Kit (50) Columns, plasticware, and reagents for 50 preps 217084
miRNeasy Serum/Plasma Kit (50) Columns, plasticware, and reagents for 50 preps 217184
miRNeasy Serum/Plasma Spike-In 10 pmol C. elegans miR-39 miRNA mimic spike-in 219610
Control control for serum/plasma samples
miRNeasy 96 Kit (4) Columns, plasticware, and reagents for 4 x 96 preps 217061
miRNeasy FFPE Kit (50) Columns, plasticware, and reagents for 50 preps 217504
PAXgene Blood miRNA Kit (50) Columns, plasticware, and reagents for 50 preps 763134
QlAsymphony PAXgene Blood Reagent cartridges, accessories, and buffers for 96 preps 762635
RNA Kit (96)
miScript Il RT Kit (12) Reagents for 12 x 20 pl cDNA synthesis reactions 218160
miScript 1| RT Kit (50) Reagents for 50 x 20 pl cDNA synthesis reactions 218161
miScript SYBR Green PCR Kit (200) Reagents for 200 x 50 pl PCRs 218073
miScript SYBR Green PCR Kit (1000) Reagents for 1000 x 50 pl PCRs 218075
miScript PCR Starter Kit (80) Reagents for 12 x 20 pl cDNA synthesis reactions and 218193

80 x 25 pl PCRs
miScript Primer Assay (100) miRNA-specific primer for 100 x 50 pl PCRs Varies*
miScript Precursor Assay (100) Precursor-specific primer pair for 100 x 50 pl PCRs Varies*
miRNome miScript miRNA PCR Array miRNome panels of miRNA assays 331222
miScript miRNA PCR Array Pathway or disease panels of miRNA assays 331221
Custom miScript miRNA PCR Array Custom panels of miRNA assays 331231
miScript miRNA Mimic 1 nmol, 5 nmol, or 20 nmol mimic Varies*
miScript miRNA Inhibitor 1 nmol, 5 nmol, or 20 nmol inhibitor (option of Varies*
phosphorothioate modification)
miScript Target Protector 5 nmol target protector Varies*

27| HES FEotHL 5t22{M GeneGlobeg Eall FA AL (www.giagen.com/GeneGlobe).

L 2O A o HFE HA M
[m

QIAGEN kit  E£ 0} AF2XF AHA =

e 4 UL

www.giagen.com/miRNAO| A A IZ{2| MET]} B4 J|=2 OH RAIAIQ!

Trademarks: QIAGEN®, QlAcube®, QlAsymphony®, GeneGlobe®, miScript®, QuantiTect®, Rotor-Gene®, Rotor-Disc® (QIAGEN Group); PAXgene® (PreAnalytiX GmbH);
Roche®, LightCycler® (Roche Group); Eppendorf®, Mastercycler® (Eppendorf AG); Agilent®, Stratagene®, Mx3005P®, Mx3000P®, Mx4000® (Agilent Technologies); Bio-
Rad®, iCycler®, Chromo4™, CFX96™, DNA Engine Opticon®, CFX384™, iQ™, MyiQ™ (Bio-Rad Laboratories, Inc.); ABI™, Applied Biosystems®, StepOnePlus™, VIiA™,

SYBR® (Life Technologies Corporation); Excel® (Microsoft, Inc.).

"RNAlater® = AMBION, Inc. (Austin, Texas)2| A HO|H 0|21} 1 2| 2

= SAM0IM ALt S50 7 S2 SEs| Al

= o= o
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