-E,E"tglv\—?‘ gp;;:\:‘o"

Chang Gung Molecular Medicine Research Center

2017.09.13
S F g HERR(G)

1
http://cgmmrc.cgu.edu.tw/bin/home.php?Lang=zh-tw



Chang Gung Molecular Medicine Research Center
Integrated technology platforms (>USS 10 million)

Genomics Proteomics

Bioplex (for multiplex

protein quantification)

Technology

Platforms Metabolomics

Biostatistics

Q-TOF MS (for
metabolite
identification
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v’ High quality data v' Multiple targets
v' High throughput v Quantitation
Pyrosequencing Digital PCR v' High sensitivity v Big data

FT-MS (for metabolite

accurate mass detection)
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* A4 700
Coomassie blue 1700
1
7em (%) Silver stain 2000
Ruby stain 4000
R4 1400
Coomassie blue 2000
L1
13cm (+) Silver stain 2500
Ruby stain 7500
P -1 2520
Coomassie blue 3600
1
24cm (7) Silver stain 4500
Ruby stain 13500
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20170425

Sample 17(300uQ)
Conc. 9.371ug/ul
Loading 10.671ul
10% SDS-PAGE
Coomassie blue stain
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Sample 17(100ug)
Conc. 9.371ug/ul
Loading 10.671ul
10% SDS-PAGE
Silver stain




Il: MALDI-TOF 7 3 £ 47
PRARIE P 22T B

¥-v ’?"ﬁ#% ’}cﬁi/’?g#& +# (MALDI-TOF)
JR 3% 78 P (1-4% 32 JR3%) H 1§ (NT)
1R v Fpsh Kz 1000/ i
292758 Fv FR E B(MS) 2 B 1F 300/ i*
3. IR R R 4T T BI(MS/MS) 2. B~ {7 500/ i
A F AL E v ¥4 47 (MS peptide mass 300/ i
fingerprinting £* MS/MS sequencing)
5. & fgﬁr%?;ﬁgﬁxiﬁ & B ik
L N 1/300
(878 Fini) *
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MALDI-TOF 2 4~ 45 PR.5%
=3 d %ﬁ’ ]

1.Peptide ¥ 3 2.5 3 W3 (m/z vs. intensity) 3.4 5% % (ID, score,
peptide....)

mi/z z Intensity
870.5413] 1+ 196410  mens, - TN IR _
973.5282[ 1+ 224895 e 125668373 MRS Mascot Search Results
1051.528 1+ 515475 1852362 o b
1086.489] 1+ 689140 il i, cont
1094511 1+ 350405 54 Database : SwissProt 2017 08 (S55426 sequences; 198919479 residues)
Timestamp 1 7 Sep 2017 at ©2:25:28 GNT
1094532 1+ 818033 Top Score : 137 for AMXA2_BOVIN, Annexin A2 05=Bos taurus GM-ARNXA2 PE=1 S¥=2
1111.556] 1+ 1948167 Mascot Sceore Histogram
1181.664 1+ 549086 44 Protein score is -10¥Log(P), where P is the probability that the observed match is a random event
1244.63] 1+ 501612 e Protem scores greater than 70 are significant (p=0.05)
1296.684] 1+ 5561209 154284764
1421.699] 1+ 1224676 £
1461.639] 1+ 133013 N
1477.628] 1+ 1019241 :
1542.848] 1+ 3449901
1605.723] 1+ 877985 fal
1643.904] 1+ 880386 24 1111.15+5612 1054-1;5991 . ¢ = T roein soore
1650.981] 1+ 1884109 2465.15929 . .
1758.924] 1+ 5345647 . Concise Protein Summary Report
1771.993 1+ 181948] 142169932 Format As | | Concise Protein Summary ¥ Help
1777.865 1+ 884614 14 2211_1(;3544 Significance threshold p< 0.05 Max. mumber of huts | AUTO
1794.831] 1+ 189701 Preferred taxonomy | Al entries v
1811.872] 1+ 378925
Re-Search All Search Unmatched
1844.9] 1+ 240061 L n || N

o AN RERIAD T 1. BNXAZ BOVIN  Mass: 38873  Score: 137  Expect: 1.1e-08 MHatches: 10
1908.882 1+ 876992 ° 750 1000 1250 1500 1750 2000 2250 2500 2750 iz fnnerdn A2 05=Bos taurus GU-AIXA2 PE=L a2
1918.847] 1+ 468057 ANXAZ_CANLE  Mass: 38915  Score: 137  Expect: 1.1e-0%5 MHatches: 10

Annexin A2 OS=Canis lupus familiaris GN=ANXAZ PE=1 Sy=1
1929.851] 1+ 251886 ANMAZ HUMAN — Mass: 32@@5 Score: 137 Expect: 1.1e-08 MHatches: 10
1939.959] 1+ 380183 Annexin A2 OS=Homo sapiens GH=ANMA2 PE=1 Sv=2
BNXAZ PONAE  Mass: 38808  Score: 137  Expect: 1.1e-88 Matches: 1@

2064.97) 1+ 1980774 Annexin A2 OS=Fongo abelii GH=ANMAZ PE=2 Sv=1
2155081 1+ | 188802 St e e e e
2211.085] 1+ 894386
2239.115| 1+ 134994
2448.155 1+ 175823
2465.159] 1+ 1751602
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~ In-gel In-solution Dried
Q% digestion digestion peptides
A 9
i
> Desalt Desalt
~ . 0
= On line 2D LC-
:I 1D LC-MS/MS MS/MS
= ]

Data analysis

v

(2-3 Days)

Report
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PRFEIE P (£ A # Iy &E ()

WARN 35 K 13 (in-gel

g P 1,000 = / 2,500~/
digestion)

A 7% AL B—v F K % (in-solution

/F: N ; }W F— J‘ﬁ*( 1’500,2,/{;" 3,750;'*'/1:£
digestion)

% T (L EST (Hk AR G _

1 .r-r'/ %;87 (#h S 047 800~/ & 2000~/
dried peptides)

AR AL (Y 93P 7 B (off-line

B 20 ik Sm o ( 1,000~/ i% 2,500~/

TiO, enrichment)

- iR kAT BT A _ _ ,

1,000/ ¢ 2,500/ F N -
(1D LC-MS/MS) /] P /] P ik P
M omkAp TR B A

1,500;’9 sy FE 3,750;‘_, s EE ‘%E} : e
4 +7 (on-line 2D LC-MS/MS) /P /] P P e |

T3 g TR B 444 49 (data analysis) 200~ /- Prdcdh 500~/ gy WPk LR
G i P _f’i 2 ) o _f’i 2 ) o
o A lp; a ;A g

o R A TR 2 e
1D LC-MS/MS : i-fa 1~15~ % 2/]‘%357@_0
2D LC-MS/MS : i—*y 122448~ 272 | FFEn 4 o
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Protein identification: Protein accession, descrlptlon, unique peptides, PSM, MW, pl...

L5

]

o

A B C D E F H | J K L |
Accession Description Score  Coverage # Unique Peptides  # Peptides # PSMs  Area # AAs MW [kDa] calc. pI
P04264  Keratin, type I cytoskeletal 1 OS=Homo sapiens GN=KRT1 PE=1 SV=6-  3147.88 57.14 33 36 80 1.237EB 644 66.0 8.12
P18124  50S ribosomal protein L7 OS=Homo sapiens GN=RPL7 PE=1 SV=1 - [RL 888.96 47.18 16 16 32 1.071E8 248 29.2 10.65
P13645  Keratin, type I cytoskeletal 10 0S=Homo sapiens GN=KRT10 PE=1 SV=¢ 2030.86 42.98 19 21 47  6.565E7 584 58.8 5.21
P35908  Keratin, type I cytoskeletal 2 epidermal OS=Homo sapiens GN=KRT2 PE:  1965.80 45.23 18 24 47 6.551E7 639 65.4 8.00
P0O5141  ADP/ATP translocase 2 OS=Homo sapiens GN=5SLC25A5 PE=1 SV=7 - [2 1931.31 50.67 9 19 49  6.551E7 298 32.8 9.69 =
P62701  40S ribosomal protein 54, X isoform OS=Homo sapiens GN=RPS4X PE=1 1065.19 44.11 12 12 32 6.497E7 263 29.6 10.15
P12236  ADP/ATP translocase 3 OS=Homo sapiens GN=SLC25A6 PE=1 SV=4 - 2 980.46  30.87 4 12 26 5.767E7 298 32.8 9.74
P35527  Keratin, type I cytoskeletal 9 0S=Homo sapiens GN=KRT9 PE=1 SV=3 - 1824.96 38.68 18 18 49 4.042E7 623 62.0 5.24
* Protein quantification: identification information and quantitative ratio.
= B C D E E G H | J K L M e
1 | Accession | Description | ECoverage | Z# Proteins '# Unigque Peptide| I# Peptides | I# PSMs | Al 115/114 |A1: 115/114 Count| Al: 115/114 Variability [%] | # AAs | MW [kDa] calc. pl =
2 Pe0709  Actin, cytoplasmic 1 0S5=Ho 67.20 7 3 19 303 1.621 88 41.9 375 41.7 5.48
3 P14618 Pyruvate kinase PKM OS=Hi 29.57 2 16 16 233 1.085 204 35.2 531 57.9 7.84
4 P11142  Heat shock cognate 71 kDa 51.70 5 17 26 228 1.442 128 35.3 646 70.9 5.52
5 |P35579 Myosin-9 05=Homo sapiens 29.80 2 39 50 207 1.664 134 32.1 1960 226.4 5.60
6 P07900 Heat shock protein HSP 90-; 39.75 5 13 25 206 1.610 57 29.5 732 84.6 5.02
7 Qo490  Talin-1 OS=Homo sapiens ( 25.58 2 48 48 201 1.744 171 37.4 2541 269.6 6.07
8 P68104 Elongation factor 1-alpha 1 30.95 3 11 11 188 1.087 168 23.0 462 50.1 9.01
9 Pes032 Actin, alpha cardiac muscle 34.48 4 1 12 185 4.793 1 377 42.0 5.39
10 P08238 Heat shock protein HSP 90-| 42.68 4 15 28 183 1.288 60 34.9 724 83.2 5.03
11 Pi1021 78 kDa glucose-regulated pi 40.52 1 24 26 166 1.772 117 34.7 654 72.3 5.16
12 P10809 60 kDa heat shock protein, | 39.79 1 20 20 155 1.052 142 38.8 573 61.0 5.87
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IV:5 B ko FLEERH TE L7
PRA%TE P 2 fc§

e f 3%

Bio-Plex/LuminexfK 7% 38 P

o5 Ry L B NT 500~ /#k NT 700 /# %
LR F TRART (FEERRBHET ) (FREEREHET )
NT 500 /# % NT 700 /4 %

9 R = 2 B
2R B MAMEHERT rsapner ) (RESERANET )
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3. & B X E A IRF5A B (Service item)
(1). %& &k A% (BioPlex/Luminex-based detection of proteins)
|| ¥ 3 A 8 47§ BioPlex/Luminex kit » & Shf#4a:
|| BioPlex kit % #%:
| Luminex kit 4 #%:
D iﬁ’ﬁo{}i uﬂu}%—iﬂﬁ—ﬁ%g f%-
[ ] #3% AF3 E BioPlex/Luminex kit
|| BioPlex kit & #%:
|| Luminex kit % #%:
(] #aA0 & S R h 91 85 76
(2). B #EbiaEia H &R E (BioPlex/Luminex-based detection of auto-antibody)
[ ¥ H ABITREM B B HUR (auto-antigen)

AR ILR L E: PE S

| | ¥ AR E 8 88 5UF (auto-antigen)

ARILREE: A H

15
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0 FARE RS ZEATT G
FRI%3R 2,
1RR Y v FERRPB E

-~ EAHERRIAITIEREL = ~ X # 2P 4 1548 2 (Protein vs. Concentration)

Case ID p53 BSA ANXA2 KNG1 MMP1  CA2 1SG1

Sample type
Kit producer | Kit (Cat. No.) | Analytes . A 579.5 501 1647.5 1370 920 943.5 2676
(dilution factor) 759 478 1335 8323 11595 1719 2502

B
) C 15545 327 843 18225 14935 1384 3403
Bio-Rad
D 659 493 1435 1180 808 1971 2172
R&D E 7765 534 1393 3546  1890.5 1756 3029
F 1177 197 1071 904 7305 10725 2231
Millipore G 1867 2585 1737.5 2816 2319 1705 3063
H 1628 190 2925 3330 1076 1760 3076
Home-made I 1660 681 15475 1623 14905 1352 2646
J 703 188 735 1147 1654 11945 34705
_ . K 3045 164 4885 1988 812 870 27115
AR EES
L 433 285 811 1485 2036 103855 3760.5

AT E R A BB ST A RIS AR A e R

16



2.8 p WA EE R 2

-~ EAABBRA TS =~ 4 R A%PA 542 (Anti-protein vs. Median
Fluorescence Intensity)

dilution Case ID Anti-p53 Anti-BSA Anti-ANXA2  Anti-KNG1
IgA/IgM Antigen Sample type A 579.5 501 1647.5 -
ol 759 478 1335 8323

B

C 1554.5 327 843 1822.5

D 659 493 1435 1180

E 776.5 534 1393 3546

F 1177 197 1071 904

G 1867 258.5 1737.5 2816

H 1628 190 2925 3330

I 1660 681 1547.5 1623

J 703 188 735 1147
- . K 304.5 164 488.5 1988
RN ‘*‘? I 735 4;:%

L 433 285 811 1485

A SRR R

%‘4

R T Y
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NextSeq 500 Miseq
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e f 3%

A H
[ REEG & [ PEREEAG &

A BT . -
(DNA/RNA) 5007T/fk AR 650 T/ AN

B. #%IEQCE 7507T/TR A 9007 T/ T AN

C. Library QCZ 750 T/ 9007 /fEA

®


http://163.25.92.61/core/Proteomics/services.htm#b

NGS

RAHF L 3 o

QC report

-1 ZAQC report
-Library RE&E
-Library = EEIXE
- LD

NGS RAF#RE &
eSS T

KRABTTRPFCANRTI RMT MY

e

124 Qubi b w4

\\\\\

e e p——y—r——
e Cimp akh Nt £
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PRAFTE B <>
= "T‘J- T ’T‘
G

R E{E (Ju)

(&R A [ BERBERE A
DNA (whole genome, ChIP seq) 9,000 T/ 11,700 /8 A
Exome 10,000 T/ A 13,0007T/BE A
polyA RNA 8,000 /A 10,4007 /BEA
Ribominus RNA 12,000 T/ 4 15,600 T/ 4
Coding RNA 15,0007/ A 19,5007/ A

Small RNA(microRNA) 13,000 C/fEA 16,900 T /A

23
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<>
Types of RNA sequencing o

Sequencing
throughput
requirement

% of total RNA quality

Types of RNA

RNA requirement detected

0 . . MRNA
PolyA RNA 1% RIN>8 (high quality) 25M IncRNA
MRNA,
Ribominus RNA 1 degrade RNA >50 M IncRNA
nocoding RNA
circular RNA
Targeted RNA
s : o degraded RNA MRNA
sequencing ~1% 25M IncRNA
: (DV200>30%) _
(coding) circular RNA
24
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REPRE e R,

Exome sequencing:

13,0007C/BA
26,0007T/f A
52,0007C/fA

Exome sequencing:

20,0007T/fRA
40,0007T/fE A
80,000 T/fFEAS

25
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®

Microbiome-16S Library construction and
Sequencing

3,5007C/B A

275 target gene panel library construction and
sequencing

31,000/ 4

Z #1{kgene panel

26
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(Bt

o 24N NEET-2H A7 (Whole exome sequencing): 100x 36,000
2751 EL R M (targeted re-sequencing) 31,000
o SRS NP7 (Transcriptome sequencing) 24,250-30,000
o Ju B Gy B (ChIP sequencing) 15,000-18,000
«fi/IN\RNA A7 (Small RNA sequencing) 16,500-2,0000
AT 16S HIFF(Bacterial 16S sequencing) 3500
oI NH/INEE TS/ NRNAHI Y (exosome small RNA sequencing) 16,500-20,000
ANRESNFEEDNAMI (cfDNA target sequencing), 275gene LA
pannel ’
o T IFEHIFE (Immune repertoire sequencing) Coming soon.....

o DNAF A/ EJHIFE (Methylation sequencing) Coming soon.....

BRI P SEAS R (Single cell RNA sequencing) test

27
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PRF%-3E P

#No. |5 H WERE-RERA | EEEIERER A

1 |RNA sequencing data analysis (25M reads/EEAir) NT 2,5007C/88fiz  [NT 3,3007C/E41r
2 |Small RNA sequencing data analysis (20M reads/EAr) NT 1,5007C/88fz  [NT 2,0007C/E 1z
3 |Human exome sequencing data analysis (40M reads/Efiz)  |NT 4,000T/E Az |NT 5,2007C/5 Az
4 |Panel Y& NT 1,0007t/8fz  |NT 1,3007T/EAr
5 |Bacteria 16S metagenome sequencing analysis (604454 ) |NT 1,0007/847  |NT 1,5007T/8 17
6 |Bacteria 16S metagenome sequencing analysis (61~1004£4%) |NT 2,0007C/847  [NT 4,0007T/847
7 |B RS HEZR I LI (EE)

F 17 7 R A ST RRL TR
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3 TR L

.+ RIS T4 (FastQC)

Mean Quality Scores
Per Sequence GC Content

40
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 Human exome sequencing data/Panel -

Annotated variants (maf)

LELLELEFLL]

Variant counts for each sample
Tumer_Sample_Barcode  Frame _Shift_Del Frame _Shift_Ins 1GR In_Frame_Del

P19 0 10 0 0
P16 1 o 4 0 0 452
P55 1 11 0 0 18
FOL 1 1 0 1 0 1™
P43 2 0 1 1 0 111
P40 0 0 1 2 0 106
P9 0 1 0 0 0 100
FX 3 11 1 0 13
1) 3 4 0 0 0 %
Variant Type Variant Classification SNV Class.
s s [ e
- ere s
o |
5]
e 5o | il
"
.| -
P
oEL i Fame s
Nonstop_Mutation GoA
a 2000 4000 MOANGOOBH00
.
Variants per sample. Variant Classification Summary
-
o
-
£
H
H

0 [

Sampies

Variant_Classification

311
1z
109

2

U

In_Frame_Ins Iniron Missense_Mutalion Nensense_Mutation
55

B
10
15

7

4
6
5
3

Vi

-

e

i3
128
16
i
.
8l
w®

T PRFZ4F 4

Non-synonymous variations
from patient and other

L\

|4

Potential disease-
associated variations

+ Common SNPs

controls
: . [l
. S
2
§ - —
H q
' 7 P 't
ENA Silent Splice Site tctal
| 156 43 13
115 M 17m
41 EEEUIEE T © & 1 " D N (R D AS— N
49 14 485
7 B 35
3 11 8 § £ - & e e et
3l 9 7
7 B X i Frame_ims
7 o =4 0 M Mutton Healthl Health2

@

W Missense_Mutation

B Nonsense_Mutation W Mul_Hit

W Frame_Shift_ Del M Splice_Site

B In_Frame_Del M In_Frame_ins

% Mutations
g 3

[
o

=

% Mutations
p oo
5 2 4

100 ®
"
12
13
"
o-im | Lo M . I n = Samalla_o

01 0w 04
100 = .
. 1
75 *
——apzz2
= |-
50
= |
3
. 1 25 . 4
+ o N = ——tp21.33
T>C [=a T>A T>G C>A C>G Ti Tv

I .

W Frame_Shift_ins

Samples
1w
18
HeTHc6 ToA " ==
Lcalic lTe o @
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2 FIRIFFE L

* RNA sequencing/Small RNA sequencing

Table 1. Mapping summary '

.
Sample 1D 15hd SR 1S3 30 02 30h3  MRIA MRID  MRJ3
Number of inpu reads 27022370 26208254 2734B63 24444804 2473014 24549199 24444119 24994300 22661871 .
Mapping speed, Millon of reads per hour 713 40241 37703 26948 1368 15587 %52 17106 13265
IOUE READS
.

Uniquely mappad reace rumber 25132562 24720035 25743942 22420071 18260437 20437261 22050609 22101322 20537130
Uniquely mapped reads % 93017 94.12%  0420% 0172% T3ENG 6325% 022K 08I 062k
Avomgomappedlangh 1601 15012 15008 1501 14045 15018 18022 15025 15023
iumber of splicos: Total 11044947 10736855 11147085 10785211 8210607 9928578 11302049 11725484 10536657

o
Number of spices: Anolated (sidb) 11020430 10721549 11131979 10771472 8201229 9912026 11379119 11706381 10526383
Number o spiices: GTAG 10960265 10637120 11061646 10706981 8134779 9657159 M3INT74 16dTsds 10462524 .
Numbor o splices: GUAG 80310 757H  BO1S  TIBS 7285 G2 GIRM 75T 70839
rofspices: ATIAC 432 6024 432 4a2 s WeT 2444 44 2624 ]
Number of spices: Nor-canonical o o o o o o o o o ® won
Mismalch raloperbase, % 041%  040% 04T  046% O76%  049%  O53%  049%  O51% .o
Delctionrats per bass 0O 0036 006 003 0O¥ 0%  002%  002%  002%
Deletionaverage lngh 221 218 217 204 2z 28 21 208
Insertionrate perbase  002%  002% 006 00X Q0¥ 002%  002% 0%  0O%
Insoionaveragalength 178 178 177 178 208 193 204  1s2 186
MULTLMAPPING READS.
umber o reads mapped fomutiplalocl  T9IGYT 748132 TS24 S04z BI616 1321325 1115135 1IGo624 1032605 .
% of reads mapped to muliploloci 234 85 o5 ase AGTh AsW
s
.

o @ s o a s 4 2
% of reads magped fo loomanyloci 000%  000%  000%  0O0%  000%  000% 000  000% 000K
s

% of reads unmapped: oo many mismalches. 000  O00%  000%  0OO%  0OO%  0O00%  0O00%  000%  000%
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AGS-hypoxi-20170705 52 - Percentage of Aligned Tags At Each Tag Length With Annotation
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No. [ W it R B AE 2 WA R PR &

- S5 R B LB L .
N awpd 1 2,750 /Tyizlg 4,125 /*;EZIK
EFT ljj RNA to QPCR_48 set-normal JHE THIE

e 384-well gPCR S B B LR MO

e 48 mu Itiplex RT-q PCR 2 |RNA to QPCR_48 set- 3,0007T/FEA 4,5007C/EAR
Heparinase I
e Sample types 2 B R U LR PR
. 3 |RNA to QPCR_48 set-FastStart |3,2507c/#4 4 875TCIEAR
-tIssue
S P Tag DNA Polymerase
-Serum/Plasma AL B L R

4 8507T /% 1,2757C/%%
-Stool RNA to QPCR-normal TR TURA

-Urine s[RI ER AR . R
-Saliva RNA to QPCR-Heparinase I ’ ’ : *

BRI B B ERE R A
e RNA-RT-gPCR 6 |RNA to QPCR-FastStart Taq ~ |8757e/EA L315TE/EA
DNA Polymerase

B R INE B BRG] . .
7 2507T/% 3757C/t%
RT to QPCR-normal TR TUER

B B LB R . -
8 RT to QPCR-Heparinase | 5007T/EA T50TT/EA
B RC R s SU L PR A
9 |RT to QPCR-FastStart Tag DNA |275T0/A AISTUIEAR
Polymerase

TagMan Array card (754 human e R
10 microRNAs)-Pre_Amp 32,0007T/EA 48,0007T/BE A
TagMan Array card (754 human

microRNAs-Non-Pre_ Amp

11 30,0007C/E A 45,0007/
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e multiplex stem-loop RT-PCR system (p

AR5 R S
1. miRNA list

A i B S
Specificity Sensitivity et TS miR-1352.5p
. = let-7g-5p miR-140-3p
iR 1850 " L mRthsy . mR-1455p
miR-10a-3p 40 —e—miR-16-5; miR-165-5p
iR-204-5p — miR-18a-5p miR-192-5p
ko e miR-19b- Sp miR-200c-3p
IR AZE g miR-21-5 miR-204-5p
miR-21-5p 30 miR-23a- gp ~s-miR-205-5p
mIR-135a 5p miR-24-3p. miR-210-3p
Q!E‘?gsgp I = —s-miR-20a-3p —+ miR-214-3p
iR 4853 &) 20 mMIR290-2-5p « miR-320a
mRiiaan H & miR-30c5p - MIR-324-3p
e 1 & —e mRAdEp -~ mMRASTa
let7a50 | —+ miR-G2b-3p + MIR-489-3p
iR 107 ™ miR-8a-3p + MIR-494-3p
IR-16-5, W 10 mR-107  ——miR-532-5p
iR 157 50 miR-125a-5p = miR-674-6p
mig-18a% - —a-MiR-126-3p —e—cel-miR-38
migi 1 35:3 o miR-127-3p - cel-miR-238
iR 200c-5p |
IR-205-!
il g ..'-_ 012345678
miR 210 "
TIR-298-30, | Log1( (copies)
miR-29b-2-5p, 1 x
miR-30c-Sp [
miR-324:3p
miR-451 " C i
mi-92b-3p Controls of multiplex PCR
miR-89a-5p I l.
iR-404- 40
cel-miR-3¢ - v v
CelmiR 238 V
30
P
Q
3 20
" 5 ®
copies 5x10°

——no template
10 ——no RT
— postive control

miRNA

=4 4

F IN"

i

251 TagMan probes )

A

file name 130505

PL_01587|PL_01617|PL_01622|PL_01581|PL_01602|PL_01618|PL_01621|PL_01705
hsa-let-7-5p 30.43 35.08 32.74 30.38 34.13 33.92 34.52 30.34
hsa-miR-192-5p 33.47 40.15 38.10 31.11 41.35 35.26 38.31 35.90
hsa-let-7g-5p 30.50 35.50 32.53 30.30 34.04 34.92 34.67 30.97
hsa-miR-19b-3p 24.74 29.77 29.44 24.19 30.93 30.27 31.07 25.21
hsa-miR-107 28.17 31.06 30.74 27.10 31.41 32.07 31.02 27.43
hsa-miR-204-5p 35.82 45.00 36.63 34.26 37.69 36.92 36.40 36.22
hsa-miR-10a-5p 36.18 35.88 34.57 35.21 37.04 36.09 36.19 34.05
hsa-miR-210-3p 45.00 45.00 45.00 45.00 45.00 45.00 45.00 45.00
hsa-miR-125a-5p 34.17 35.17 33.44 32.43 34.98 35.05 35.69 33.22
hsa-miR-23a-3p 27.05 29.97 28.77 25.26 29.39 29.42 30.41 25.12
hsa-miR-130b-5p 32.32 35.78 34.26 31.15 35.08 35.72 36.68 32.03
hsa-miR-292-3p 29.86 33.19 33.22 28.41 33.70 33.48 35.92 30.67
hsa-miR-135a-5p 40.67 38.12 38.42 36.74 45.00 42.12 45.00 45.00
hsa-miR-29b-2-5p 32.87 40.90 36.17 32.36 45.00 38.95 38.55 35.63
hsa-miR-140-3p 27.30 31.93 31.69 26.34 33.73 32.47 32.57 28.77
hsa-miR-30d-5p 27.84 29.85 29.45 26.10 30.22 29.99 30.76 26.76
hsa-miR-324-5p 31.64 37.02 34.63 29.66 35.02 36.18 35.77 30.97
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TaqMan® Array Human MicroRNA A+B Cards Set v3.0 including 754 miRNAs

=R

M ) W

® Data comparison between qPCR and array

RT NO. GPCR  GPCR  Amay  Amay QgPCR  Amay QgPCR  QqPCR  Amay  Amay  gPCR  Preamp
RT NO. 1480N  1480-T 1480N  1480-T  Fold Fold  1470N  1470-T 1470N  1470-T  Fold Fold

® The linearity of pre-ampilification Tremeld | ol | s | as | s | s | a5 | a6 | s | ms |

hsa-miR-10b-5p
hsa-miR-135b-5p
hsa-miR-100-5p
1480-N hsa-miR-141-3p
hsa-miR-106a-5p
40 S s S—— ": 40 hsa-miR-106b-5p . .
. - : i 5 hsa-miR-143-3p 1884 1934
i hsamiR-10a5p | 24.05 2205 2067 1815
= '} » hsa-miR-145-5p 1617 17.50
% (] 25 hsa-miR-130b-3p . 25.68 24.53 22.32
hsa-miR-148a-3p I ) 2037 | 18.06
E‘ B H g- @ hsa-miR-103a-3p X J 2192 2048
15 15 hsa-miR-149-5p 4 ? 2331 2424
10 10 hsa-miR-135a-5p . A 27.74 23.91
hsa-miR-155-5p . . 19.99  19.07
5 s hsa-miR-15a-5p
0 a hsa-miR-19a-3p
o 5 10 15 20 5 ) ] 40 o 5 10 15 20 25 £ 35 a0 hsa-miR-17-5p
f— Ct preamp hsa-miR-19-3p
hsa-miR-200c-3p
hsa-miR-126-3p . 2189 | 16.33
hsa-miR-142-3p
hsa-miR-183-5p . 26.60
“ N hsa-miR-20a-5p ! 2185 7
hsa-miR-18a-5p . 2394 2427  22.49
35 ] hsa-miR-21-5p 16.30
30 hd hsa-miR-128-3p X 25.47 26.07 24.30
hsa-miR-210-3p y 2166 1817  17.46
25 1 hsa-miR-195-5p i 24.85 19.81 21.13
- i hsa-miR-191-5p K 2318 17.31
8 . hsa-miR-221-3p 4 2121 2226 2035
hsa-miR-9-5p 7 2930 2306  24.02
10 10 hsa-miR-222-3p
s 5 hsa-miR-92a-3p
hsa-miR-223-3p 4 21.50 .
o o hsa-miR-93-5p d 2102 2050 1891
[} 5 10 15 20 25 30 a5 40 o 5 10 15 20 25 a0 35 40 hsa-miR-24-3p 16.11
Ct_preamp Ct preamp hsa-miR-25-3p . 21.93 22.25 21.13 .
hsa-miR-497-5p .. .. X . 22.45 23.58
hsa-miR-29a-3p
hsa-miR-16-5p ; . !
hsa-miR-30a-3p . . d . . 2623 2655
RNU44_A 22142 [NESI5260 0. . . 2259 | 2141
RNU44_B

RNU48_A 21032 | 19.745 | 2032

RNU48_B - 21.15
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