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MicroRNA Profiling with
TagMan OpenArray
Plates
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Profiling with TagMan® MicroRNA Assays
Highly Parallel Assays For miRNA Expression Analysis

TagMan® OpenArr
miRNA Panel

Megaplex™
Primer Pools

BB L

OpenArray®
Instrumentation
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AB Assay Objective

Precursor miRNA

UA
UGy
U A
¢ A Mature
Cuy.ac miRNA
A-U U
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= Develop a Real-Time PCR TagMan® Assay to quantify Ty G
mature* microRNAs ég —  C
U-G U
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C-G )
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G-C A
U-A A
U-A U
*Mature miRNAs are the biologically active form ﬁ:H G
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TaqMan® MicroRNA Assays Design

Mature microRNA
Looped RT primer

: Step 1: Stem-loop RT
\ 4

Convert to cDNA

. Step 2: Real-time PCR
\4

Forward primer m
Quantitate

microRNA

Expression 'I111TI1TI':I]I|]]]]I
du'u'u'% Reverse primer

TagMan® probe

’
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MicroRNA QuantStudio™ 12K Flex Panels

A new standard in high-throughput profiling

What are they? el

= Research use, fixed-content OpenArray” MicroRNA Panels %gm@%
containing validated TagMan® MicroRNA Assays* for Human and & g ==
Rodent (Mouse and Rat) Setee—

Where did they come from? e

= Sanger miRBase release v.14.0 (Human) and release v.15.0 (Rodent)
What will they do?

= Profile well-characterized and well-studied miRNAs for Cancer
biomarker discovery research, MicroRNA regulation of mRNA gene
expression, and MicroRNA functional analysis

Performance

= >95% of test assays demonstrating StDev <0.5 among replicates

L4
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OpenArray® plate Anatomy

*OpenArray® plate = a microscope slide—sized plate containing 3072 through-holes

¢3,072 THROUGH-HOLES divided into smaller groups of 8x8 = SUBARRAYS

*48 SUBARRAYS

33'nL volume




What is an OpenArray® plate?

= Steel plate containing 4 x 12 subarrays comprised of 8 x 8
through-holes for a total of 3072 through-holes.

= Each through-hole hosts a single RT-PCR reaction

= Each through-hole can be compared to a well in a
conventional plate

1 2 3 45 6 7 8 9 10 11 12

T _g ‘s/ubarray
gg sss

T
i1t i HH
u:

H B
R

ABC12

)/

] et Rt R

B

i

e
:ﬁ :g:::::“ :
---ﬂ #::--- 2000

ig::

i

it

O0Om®>

3t u: ¥

2 «— Through-hole
B7e8

12345678
tech nOngiQS IIIIIII gen” Applied Biosystems' Gibco Molecular Probes Movex TagMan Ambion lon Torrent™

OpenArray® plate

il

L




MicroRNA QuantStudio™ 12K Flex Panels

" Broad coverage

— Run three samples per OpenArray® plate
— 818 assays per sample (758 unique assays)
> 3 positive and 1 negative/process control per subarray
" High-throughput
— 12 samples per ~2.5 hr instrument run

— 48 samples per 8hr working day

= Cost effective

— Rapid sample screening with minimal hands-on time

= Minimal sample requirement

— 100ng of total RNA recommended for a full profile

4
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OpenArray’ miRNA Profiling Panels

OpenArray® Human MicroRNA Panel QuantStudio™12K Flex

— Minimum order size 1 panel

_ 1 S | S | S |
Inventoried AT ample ample I

- 2-3 days shipping
- P/N 4470187

OpenArray® Rodent MicroRNA Panel QuantStudio™ 12K Flex

— Minimum order size 1 panel =

Sample Sample Sample

- Inventoried 1

- 2-3 days shipping
- P/N 4470188

L4
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OpenArray’ miRNA Profiling Workflow

A4

Megaplex™ RT
Primer Pool A

A\

Reverse Transcription
eTagMan® MicroRNA RT Kit

4

Sample 1 Total
RNA Sample

1)

Y

4

Megaplex™ Preamp
Primer Pool A

Preamplification

® TagMan® PreAmp MMx
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384-well Sample

TagMan®
OpenArray® miRNA
Panel

qPCR

eTagMan® OpenArray®
Real-Time MMx

Plate
Il A
4 \V4
Megaplex™ RT Megaplex™ Preamp
Primer Pool B Primer Pool B
N A A A J
150 min. 90 min. 30 min.

Total time < 8 hours

150 min.*
(*up to 4 arrays/12 samples
run simultaneously)
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OpenArray® Block User Workflow Overview

At Life Technologies

TagMan® assays ordered on-line The assays are spotted on the OpenArray® plates staked in
OpenArray® plate case

At the Researcher’s Lab

(
—e— Results!

Load your samples with Master Place lid on to array case, load on Cycle and image up to 4 OpenArray® plates
Mix onto the OpenArray® plate to carrier
4
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Gene Expression/miRNA on QuantStudio™ 12K Flex
OpenArray® Block

EE———

9:00AM 11:00AM 1:00PM 3:00PM 5:00PM

0:20 2:00

Load Run (4 x 2,688)

Run up to 4 arrays at once!

16 arrays/ day
>43,000 reactions, 1 operator

L4
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Sample Prep

The starting material is total RNA or cell lysate. 50 to 200 ng of input total RNA.
For most tissues, 100 ng of total RNA produces a comprehensive microRNA
profile with preamplification.

In the 96-well sample plate,
2 wells/sample (Pool A and RT and pre-amp

Pool B)

OpenArray® sample+PCR
Master mix

:; pmalH  -panlB
i."s:mu-a-z zampk 2
.5 p:uIEl wnIEI

poata, i A i palB p-unIEl
zmmjde [ .'r!r.l,' h} mample ! warped
poscel A poaldh | poalE ponlB
su:n.bﬂﬂ TZEmpe B samped saTRRD

B ettt

L1 O e e L1 L 0 ® |0adi
penArray® loading,
L] 0 O B O] E O L1 L Pool A and pool B
] L1 O B0 O [0 O (= L1 O
] EESERENEEEN ERE
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Step 1.RT

Prepare the RT Reaction Mix
1. Thaw the following on ice:
e Megaplex™ RT Primers
e TagMan® MicroRNA Reverse Transcription Kit components
e MgCl2 (supplied with the Megaplex™ RT Primers)
2. Combine the following in each of two 1.5-mL microcentrifuge tubes (one for
Pool A, the other for Pool B) + 3 uL of total RNA (100 ng)

RT Reaction Mix Components “rl:;::hf,." ‘r:";;"::;:,z Stage Temp Time
Megaplex™ RT Primers [10:), Poal & 075 plL 25 pL Cycle |40 cycles) 18°C 2 rmin
dNTPs with dTTP (100 miM] 0.15 pL 0.5 pL 42°C 1 min
MultiScribe™ Reverse Transcriptase (50 UL 1.50 pL 5.1 L 50°C 1 sec
10 RT Buffer 075 L 25 uL Hald E5°C S min
MgClz (25 mM| 0.90 pL 3.0 L Hald 4% =
RMasze Inhibitor (20 ULl 009 gL 0.3l
Muclease-free water 035 L 1.2 uL 2. Load, then run the plate.

Total 4,50 plL 15.1 L

STOPPING POINT If needed, you can store the BT product (cDNA) at 15 to 25°C forup to
1 month

[ 4
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Step 1 : Megaplex™ RT reaction: 96 well plate

Sample 1 Sample 2 Sample 3
33ngs/ul and =6uls 33ngs/ul and =6uls 33ngs/ul and =6uls

BUy\?uls 3UV\?U|S 3UI1%\?UIS

+ + + + + +
4 5uls RT 4.5ulsRT 4.5uls RT 4.5uls RT 4 5uls RT 4.59Is RT
mix A mix B mix A mix B mix A mix B

96 well plate

TagMar Ambion lon Torrent™
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2. Pre-amplification with Megaplex™ pools A and B

The preamplification reaction has a final volume of 25 pL and contains:
e 2.5 uL RT product
e 22.5 uL PreAmp reaction mix, pool A in one tube and pool B in another

A Volume for | Volume for Stage Temp Time
PreAmp Reaction Mix components 1reaction | 3 reactions?
- Hold 95°C 10 min
2 TagMan® Predmp Master Mix 125 L 424 pL
- .
Magaplex™ PraAmp Primers [10x], Paol A or Pool B! 25 L 8.4yl Hald 95°C Z min
Muclease-free water 75 L %3 L Hold 7270 2 min
Total 225 L T&1 L Cycle N2 cycles) 95°C 15 sec
1 Use Paol &in one tube, and Poal B in the other. L0200 & miin
2 Includes 12.5% excess forvolurme Loss from pipstting. -
Hold! 99.9°C 10 iy
Hold A0 .

[
I Cees—————
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Step 2 : Pre-amplification

For sample 1 For sample 2 For sample 3
prepare pre-amp prepare pre-amp prepare pre-amp
mmix A and B mmix A and B mmix A and B

/N / N / \

22.5 uls 22.5 uls 22.5 uls 22.5 uls 22.5uls 22.5uls
add add add
2.5uls RT 2 5uls RT 2.5uls RT 2 5uls RT 2.5uls RT 2.5uls RT
reaction A reaction B reaction A reaction B reaction A reaction B
from Step 1 from Step 1 from Step 1 from Step 1 from Step 1 from Step 1

96 well plate (2nd)

Pre-amp reaction ~1.5h

[ 4
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Step 3 :Dilute the Pre-amplification Product

96 well plate from
previous step

4uL + 156puL

Preamplified cDNA  0.1x TE pH 8.0

96 well plate (3n9)

o
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4. Prepare OpenArray® sample plate

To prepare OpenArray® sample plate you need:
e PCR master mix in 1.5 mL tube
e aliquots of diluted pre-amp pool A and pool B products

= Inthe 96-wel sample plata,
2 wells/sample (Pool A and

T
Sampie 2 smmple 2 somple2 3
cpmld | peeldiy pmlB
i'-ampf.pz- ‘Fample 2 :' samped =
paoid  poaih o poolB
SAmpla ANl sampe s o

or | sample B sempeR ] samped 5

iR e, b e

1. Aliguot 22.5 pL of TagMan OpenArray®
reaction mix into each of the 2 wells per sample
of a clean 96-well plate.

2. For each sample, add 22.5 L of diluted Pool A
PreAmp and 22.5 L of diluted Pool B PreAmp
into the other well.

3. Transfer 5 pl of PCR mix in sample

L4
I ——
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Step 4: prepare PCR reaction

Prepare 22.5uls of Prepare 22.5uls of Prepare 22.5uls of
PCR Mmix for PCR Mmix for PCR Mmix for
Sample 1A and 1B Sample 2A and 2B Sample 3A and 3B

/N /N /N

add add add
22.5 uls of 22.5 uls of 22.5 uls of 22.5 uls of 22.5 uls of 22.5 uls of
diluted pre- diluted pre- diluted pre- diluted pre- diluted pre- diluted pre-
amplified amplified amplified amplified amplified amplified
sample from sample from sample from sample from sample from sample from
step 3 step 3 step 3 step 3 step 3 step 3

96 well plate (4th)

TagMan Ambion

I
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96 well plate from
previous step

XX X XD
<<
X X X

You MUST use a TagMan®
OpenArray® 384-Well

Openfrray Plate 3 OpenArray Plate /4
E-H = - P £ : Sample Plate

I-L OpenArray Flate 5 OpenArray ~lale 6

OpenArray FPlate 7 ‘



45uls in each
well

TagMan® OpenArray® 384-Well
Sample plate

In the OpenArray plate, 8 sub-arrays/sample




1-12 13-24

Qpenfrray Flate 1 OpenArray Plate 2

DpenArray Plate '} ‘ Openirray Plate 4

OpenArray Flate § ‘ CpenArray 7lae 8

Plate area 1 Jpenarray Flale 7 CpenéAriay Plate ‘

Plate area 4 P
Plate area 1

late area 4

Each subarray overlaps
perfectly with a single well in
the 384 well sample plate

D10

L4
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SampleTracker

sibco Molecular Probes® = Novex



Sample Tracker

New utility to map 96-well plates with
DNA onto 384-well sample plates or 00IS

OpenArray® plates

\ 4
0]
n
£ G

= Launch from instrument home screen
= Also a standalone application

= Creates 384-well DNA sample plate

and OpenArray® plate .csv files for all ﬂ S imanent
assay formats of genotyping and gene Console
expression OpenArray® plates
= For fixed spacing 12 tip multichannel
pipettes Q
@' ReadiApp

= Exports plate maps in .pdf or Excel®
format.

[
|
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Sample Tracker — Properties

Sample Tracker,
File  Edit

Yiew  Help

¢

Properties

Setup

Sample Tracker

File Edit Wiew Help

¢

Properties

tech ng[ogigs Invitrogen™ Applied Biosystems

Under Properties menu - select experiment type and ass

Experiment Type:

Genotyping

Assay Layout:

[ — Sample Source:
Properties

F84-well Sample Plate Serial Mumber:
Samples
Translation

Genotyping - 16

Genotyping - 16
Genotyping - 32
Genotyping - 64
Genotyping - 128
Genotyping - 192
Genotyping - 2586

Genotyping - Quadrant

Experiment Type;

Gene Expression

Gene Expression - 18

Gene Expression - 18
Gene Expression - 58
Gene Expression -112
Gene Expression - 168
Gene Expression - 224

Setup Assay Layout:
I — Sample Source:
Properties

I84-wiel Sample Plate Serial Mumber:
Samples
Translation
P

Gibco

Molecular Probes

ay layout

Genotyping

Gene Expression



Sample Tracker - Samples

= Under Samples menu - import 96-well plate .csv files

Properties

Translation

sam In W=y Zoom Out Fit b Size

1 |z |3 | % |5 |6 | 7 | & | 9 [10]11 1z |

(@]~ ]= =

= |nput .csv file format for 96-well plates:

Files are created by user

5101 5102 5103 5104 5105 5106 5107 5108 5109 5110 5111 5112
51125114 51155116 5117 5118 5119 5120 5121 5122 5123 5124
51255126 5127 5128 51295130 5131 5132 5133 5134 5135 5136

5137 5138 5139 5140 5141 5142 5143 5144 5145 5146 5147 5148

Clear

SamplePlate.|Samplelnfo.| Samplelnfo. [Samplelnfo.|Samplelnfo.|SamplePlateSelectedArea.
SerialNumber| Address SamplelD |Description| Dilution SelectedArealndex

1 AO01 S101

1 A02 S102

1 A03 S103

”
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Sample Tracker - Translation

= The Translation menu shows mapping of 96-well plates into the 384-well
sample plate when the “384 Plate” tab is selected.

= The 384-well sample plate .csv file is exported from here for upload to
AccuFill™ System (Sample Integration)

I'f! Demo Software v1.0
File Edit Instrument Analysis Tools  Help

Mew Expetiment - | 5 Open... [m=d Save - =] L_'y( Import... « F==

Sample Tracker
File Edit Wiew Help

| R o |

> Show: ¥ £ Print POF ‘1— Export Excel

Sample/Intermediary Plates

@ Wiew Table

Properties

Samples | | | 4 |5 | 1 | | HE] | 4 | | ® | |
£ S102 5103 5104 5105 Al 5201 5202 | 5203 | 5204 Sz200 |
E | b B 2 S i Tl BT R W B 5213 [ 5214 | 5215 | 5216 S218 |
[ | S126 1 S127 1510571 51200 C | 5225 S2Pn S22y 5208 5230 |
Translation =N Siag ST Pty 1 ST (O] 5237 | S238 | 5230 1 5240 5292 |
_ E | E=f =T =g = = A W] E | 5240 | SO50° 1'SP5] | 5252 S254
= S1g2  S163  S164  S165 FlS261  Sz2e2  S2e3d | S264 SZ2e0
G | 174 S175 [ S176  S177 G| 5273 5274 G275 o276 Sz278
IH] 5185 | 5186 | 5187 | 5188 | 5189 H1S285 | 5286 | S=287 | 5288 5250
E Wiews Table Zoorn Sut Fit ko Size
2z | = ] 4 | 5 ] 0] 11 | i2
5302 5303 5304 5305 5310 5511 5312
S3d4 L5315 F5aln | 5317 S322 5323 5324
5326 S327 5324 5329 5334 5335
5332 5339 5340 5341 5346 5347 |
Sontk 58t Endaa L 5daS 208 5359
5302 S363  S26d S2E5 S270 S271 |
5374 S3FS  S3IFE SIFT 5382 5383
5386 5387 5388 5389 (5394 5393

Zoom Out [ZE) Fit to Size

FERT] view Table : |

'% Zoom In

1 2 | &3 | % | & | & [ 7 | B [ 9 [ 1o [ 11 [ tz | 13 [ 1& ] 15 [ 16 [ 17 [ 18 [ 18 | =20 | =21 | 2z | =23 | 2% |
&) 5101 | 5113 | 5102 | 5114 | 5103 | 5115 | 5104 5116 | 5105 | 5117 | 5106 | 5118 5107 | 5119 | 5108 | 5120 | 5106 | 5121 | 5110 | 5122 | 5111 | 5123 | 5112 | 124
E| 5125 | 5137 S126 5138 | 5127  S139 | S128 5140 5129 | S141 5130 | 5142 5131 5143 | 5132 S144 5133 | 5145 5134 | S146  S135 5147 | 5136 S148
c| 5149 | S161 S150 5162 | 5151 S163 | 5152  S164  S153 | 5165  S154 | 5166 | S155 | 5167 | 5156  S168 | 5157 | S169 5158 | 5170  S159 5171 | 5160 5172
D | 5173 | §165 | 5iv4 | 6186 | 5175 | 6187 | 6i/6 | 186 | 5iy7 | 185 | 5178 | 5190 | 5179 | 5191 | 5160 | 5192 | 5i81 [ 5193 | 5182 | 5194 | 5183 | 5195 | 5164 | 5196
E| 5201 | 5213 S202 5214 | S203  S215 | S204 5216 5205 | S21F | S206 | 5218 | 5207 5219 S208 S220 5200 S221 5210 5222 5211 5223 5212 S224
F| 5225 | 5237 S226 5238 | S227 | S239 | S228 5240 5220 | S241  S230 | 5242 S231 5243 5232 S244 5233 5245 5234 5248 5235 5247 5236 Sz48
G| 5249 | S261 S250 5262 | 5251 | 5263 | 5252 5264  S253 | 5265  S254 | 5266 S255 5267  S256 S268 5257 5252 5258 5270 5259 5271 S260  S272
H| 5273 | S285 S274 5286 | S275 | S287 | S276  S288  S277 | S289  S278 | 5290  S279 5291  S280 S292 5281 5293 5282 5294 S2B3 5295 5284 5296
1] 5301 S313 S302 5314 5303 5315 5304 5316 530S S31F  S306 5318 5307 5319 5308 5320 5309 S321 5310 5322 5311 5323 5312 5324

technologies



Sample Tracker - Translation

= The Translation menu shows mapping of 96-well plates into the 384-well

sample plate when the “384 Plate” tab is selected.

= The 384-well.csv file can be exported and placed in:

C:\OpenArray\OpenArray Plates for integration with TPF/SPF file in AccuFill™

System software.

Il Demo Software 1.0
Edit

File Instrument  Analysis  Tools Help

=

Mew Experiment - __"} open... =l Save - _J

Sample Tracken
Edit

File view  Help

| I e |

Properties

Sample/Intermediary Plates

% Wiew Table

L_r". Import... - 40

&

Select Plates to Export
Select Plates

[]5ample Plate 1
[]5ample Plate 2

Samples | = | 4 s [3 El 10
192 1217 E19 oAR 2151 215 =
" 2157 1z 2150 210 2133 18159 I:l Sarnple Plate 3
Translation 2155 5130 3141 314 £135 =14
L y 2151 5152 5155 5194 2157 519
S163 5183 S1E5  S1AE 2180 E17]
2175 S17e 5177 5174 211 5183 224 Plate
81587 Sisa 5150 5140 5193 5159

[] Openarray Plate 1

[] Openarray Plate 2

Export Directory

Exgfhort

S Pri

FOF

.r Export Excel

5256 5258

SZa8 5289 5270

SZa0 5281 5282

S292 5293 5294
Zoom In

2), Zoom Out Fit ko Size

20

21

22|

23

24

1 [ 2 | & [ % 5 3 7 | 8 | 2 10
a| 5101 | 5113 | 5102 5114  Sio3 | 5115 | 5104 | 5116 | 5105 | 511
B |'S5125 | 5137 | 5126 | 5138 | 5127 | 5139 | 5128 | 5140 | 5129 | 514 FJEHNI’EI}'“'&OPEHNI’E}’ Plates Browse,
c|'Si49 | Siel | 5150 | 5162 | 5151 | 5163 | 5152 | 5164 | 5153 | 516!
o | 5173 | 5185  S174 | 5186 | 5175 | S187 | S176  Sis8 | 5177 SiE
E| S201 | S212  Sa0z | 5214 | 5203 S215 | S204  S216 | S205 0 521
F| S225 | S23y | S226 | 5238 S22V 5239 5228 5240 5220 | S24 [ Ok, ] [ Zancel
| S245 | S261 | S350 5262 | 5251 | 5263 | S252 | 5264 | S253 | saadl
H| S273 5285  S274 | 5286 S275 | 5287 | 5276 5288 5277 | S - : :
[ 1] 5301 5313 5302 5314 S303 5215 5304 S316 5305 5317 5306 5318 5307 5319 5308 5320 5309 5321 5310

technologies

5122
5146
5170
5104
S22z
5248
5270
5204

5322

S111
5135
5159,
5183
5211
S235
5252
5283
5311

5123
5147
S171
5185
5223
5247
5271
5295
5323

112
5136
5160
184
212
S238
S260
284
S312

5124
5148
s17z
S105
S224
S248
sa7z
5205
5324




Sample Tracker - Translation

= The OpenArray tab shows a map of how the color-coded 96-well plates are
loaded on the OpenArray plates.

Z0o0m In to see sam p| e names gy o
Propert Openartay 1 : ) Cnenarray 2 ‘ Zoom In =Q Zoom Cuk Fit ta Size
Samples
I —
Translation

F's

”
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Sample Tracker — Translation Features

= The 96-well plates can be swapped.

Sample Plate 1
. . Sample Plate 2
= The plate maps printed using PDF Sample Plate 3

% Show: ¥ | L%’g Swapi 5 Export S Print PDF ':'L_. Export Excel Swap Plates

= Plate maps can be exported to AccuFill™ ok J[ concel ]
System or Data collection softwares

%

| I L 2 R
Show:; ¥ l__gﬁﬁwap 3 Export fi'l, Print PDF * Export Excel

B select Plates to Print :
= Normal sample file (96w csv format)

Select Plates
bample Flate T

[7] sample Plate 2 AccuFill™ System Software sample/spf
[¥] Sarnple Plate/ integration (384W format CSV)
[+] 384 Plate

[+] Opensrray Plate 1 ] .
QuantStudio™ Software sample import (OpenArray®

Opendrray Plate 2
~format csv)

s/ )
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Software Workflow Basics

|m|00ftf_'T‘amD|e ) Integrate Run the Analyze
Poa/ra\ncecu'lzei”‘%fac samples with OpenArray® Plates in
System or OlpenArray® Plate Study
OpenArray® Plate
[ AccuFill ™™ } 4 Genotyper W12 )
SampleTracker Software ExpressionSuite v1.0
DigitalSuite
\_ _/

tpf/.spf
’
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File Formats

» Sample file name

g Unique OpenArray® file containing Assay IDs/names
tpf/.spf > (similar to .txt set up file )

“tpf” = Genex assays “.spf’ = genotyping assays

o

.eds — Experiment file } Embedded thermal
— Template file protocol info

———  Studyfie

I
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In AccuFill™ System software, v1.x
= |[ntegrate 384W sample plate + tpf.spf

‘.'fl]penﬂrrayliﬁil AccuFill™ System - [Deck] ;Iglil

File  Instrument Service Help

Setup Load Information

SR e BF —Loading information

Specify the type of load you want to perfarm. Enter Plate and Opendrray® Plate barcodes by
scanning thern, typing them, or selecting the associated file.

g ¥ Use Sample Integration ﬂ " Force Single Sample Loading

Sample Plate I Plate3g4 Browse... | ate Holder Position 1 | | Elrowse...J:
Plate Holder Position 2 | Browse. .. |

Plate Holder Position 3 | Browse... |
Blate Ho B

e s e

|%] DEBOZ. spF

ﬂ GT Training Plate 1.spf
|| DEBOL tpf

%] EndaCt b.tpf

|®] Endact].tp

|#] FHES3, tpf

ﬂ RnaseP. kpf

— Select Samples to Load

Click the section on the sample plate from which the first s
tight shows how the sample will be applied to the Cpendrrs

File hame: j Open

tech ﬂOngiES Invitrogen™ Applied Biosystems Gibco Molecular Probes Novex TagMan Ambion




Starting OpenArray® Run in QuantStudio™ 12K Flex
Software

1. From the home screen under the Run

menu click OpenArray®, Get Plate ID 2. Browse for file in Experiment File
Location field

Q

96,384/ TLDA

etup OpenArray Run

Confirm Plate Centers | Run Type : Genotyping I Include fmplfication ¥ Include Pre-read

Reagent Type :

Select Instrument

Opentrray 1 IDEBOl * Sgtup File : ILoaded_DEBOl.s f | Ei

openwry 21 [T sewnrie: [T L | e ﬂ
: |

Loak in: |ij experiments ﬂ T “[
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In Summary: Run
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Softwarevl.2
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Why are we doing this?

= Samples / sample names get transferred, as follows. We need to
be able to track them!

# | well [ sample [snPassayN..[ AssayiD Task
1 Alal | NAL7004  C__ 177489 10C__ 177489 10Urknown
2 Afa2 | NALDN4  C__ 040285_10C__ 940286_10Urknown
3 Ala3  NALOD4  C_ 1046425_10C_1046426_10Urknown
4 Al NAZOD4  C__1085595_10C__10BSS95_10UPKnown
S AlsS  NALOD4 (1213593 10C_ 1213603 _10Urknown
6 Ala5  NALDD4  C__ 1240647_L_C__1240647_1_Urknown
7 Al NAZOD4  C__ 1240851 20C_ 1240651 20Urknown
8 Al NALZOD4  C__1332250_10C__1332250_10UPKnown
9 Albl  NAOD4  C__1376137_10C__1376137_10Urknown
10 A2 | NALZOD4  C__1551497_10C__1551497_10Urknown
11 A1b3 | MALZOD4  C__ 1939948_10C__ 1839948 10Urknown
12 Alb4 | MALZODY  C__1985480_20C__1995480_20Urkrown
13 ABS | NALJOD4  C_ 2267279 10C_ 2267279 10Urknown
14 AbS | NAL7O4  C__ 2301054 _20C_ 2301954_20Urknown
15 Alb7 | MALZOD4  C_ 2862873_10C_ 2852873 10Urknown
16 AIBS | MALZODY  C__ 3123006_1_C_3123006_1_Urkrown
17 Alel | NALJOD4  C_ 31234851 C_ 3123485 1 Urknown
18 A2 | NALZOD4  C__ 316E930_INC__ 3158980_10Urknown
19 A3 | MALZOD4  C__ 3197300_10C_ 3197300 10Urknown
20 A4 NAOD4  C 3237878 10C 3237878 10Urkrown

96-well plate: long- 384-well plate: used 3072-well QuantStudio™
term sample by AccuFill™ System OpenArray’ plate: Software:
storage to transfer samples for cycling and end- data analysis
to OpenArray® plate point read

tEChﬂOngiESq Invitrogen™ Applied Biosystems® Gibco Molecular Probes Novex® TagMan® Ambion® lon Torrent”™



Now it’s time to load the Sample Plate

= OpenArray® 384-well SAMPLE plate are used to mix sample with
TagMan® OpenArray® Real-Time PCR Master Mix

— centrifuge the plate at 1000 rpm, 1 minute

= Using a black Sharpie®, label the sample plate

— 12 x 4 sections (= area)

— Each section contains 12-48 individual samples
Plate Area 4 (detail)

Columns 13—-24
N v o B

. OO0O00O0O0O0O00CO0O0d
Plate area 2 Rows E-H BRAOOODOoOooon

mimimininipininininini
Rows E-H | BlHEIGR= 1=K Plate area 4 '

Columns 1-12 Columns 13-24
/ ] F] a #® W 43 W 2 E@ W W 3 58

Rows A-D

SRTIEEM N Plate area 5 | Plate area 8

SV VECE B - Dlate area 7 |- Plate area 8

4
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Sample Loading using the OpenArray® AccuFill™
System

Load tip boxes,
OpenArray® &
Sample plate

Prepare 384-well
sample plate

Choose program Remove loaded
and press “start” OpenArray® Plate

L4
tech nUlOgiQS Invitrogen™ Applied Biosystems'



Load tip boxes,
OpenArray®&
Sample plate




OpenArray’ plate guidelines

" Thaw plates for at least 15 minutes at RT before
opening the sealed pouches.

= Once you remove them, proceed to The AccuFill™
System.

— Plates need to be loaded within one hour of opening.

" Handle cases with snug, powder-free gloves.

= Only touch OpenArray” plates on the case edges.

— Be careful not to touch the through-holes!

= |f you drop an OpenArray’ plate, discard it.

”
technologies



Additional preparations

» While OpenArray’® plates are thawing in their pouches,
prepare immersion fluid syringes.

- Simply remove cap, attach the tip, and set on a clean
surface.

Opendrray® Immersion Fluid

Cap [remove]

/ Syringe tip lattachl

[
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Additional preparation

= Using a razor blade, score the foil covering the 384-
well plate around the area to be loaded.

Sections
needed

[
TS T———
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Load plates, remove foil

= Load the 384-Well OpenArray” Sample Plate and the
OpenArray’ reaction plate(s) into the AccuFill™ System.

= Using tweezers or forceps, remove foil from the Sample

Plate.
W

p e — |
e — — e
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Affix case lids to OpenArray’ plate

= Take an OpenArray® Case Lid.

" Using tweezers or forceps, remove the protective film
from the adhesive strip (on one side) and the glass
cover (other side).

OpenArray® Lid

— Protective film [remove)
Adhesive
Prote ctive film [remove)

Notched end
[align with serial number]

[
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Seal OpenArray® Plate

= Set the first OpenArray® reaction plate into the Plate

Openfrray® Plate Press

Align barcode here

Filled Opendrray® plate

Barcode

— Up and to the left

= Set the Lid on top

[ 4
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Seal OpenArray® Plate

" Press down firmly for exactly 10 seconds.

= Not too firmly, though.

L4
R sss—————
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Immersion fluid

= Slowly inject fluid from the syringe into the fill port of
the sealed case.

P .
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Plug the case

" Insert a plug, and twist clockwise until tight.

= Then, remove knob.

Plug —»Q

Hold vertically
%hnologres Invitrogen™  Applied Biosystems®  Gibco ; TagMan Ambion lon Torrent”



Clean Loaded Case

= Wet a lab wipe with EtOH.

= Wipe the case clean, being careful not to press too
hard on the sides.

= Dry with a clean wipe.

® Change your gloves if immersion fluid on it

Sealed OpenArray® plate

“FILL” label
lindicates the location

L of the fill port]
Fill port

[ 4
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Load into the Instrument

= Load 1-4 OpenArray’ loaded and sealed plates into the
QuantStudio™12K Flex real-time instrument using the
dedicated carrier.

Use correct experiment-
specific template(s),

and start run

Run plates lates after 2 hours
of loading




MicroRNA Data Analyzed using ExpressionSuite™

B ExpressionSuite Software Version 1.0

T
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