Nlj Technology Transition Workshop

aaaaaa
ttttttt
ice

Laboratory Exercise
Overview

Kristin S. Lowery, Ph.D.
Ibis Biosciences, Inc.



N[J Technology Transition Workshop

National

#uie OQverview of Exercise

Assay Barcode Import Experlment Reglstratlon

[ Registration of databasing plale Trom stock plale

Contr, olmmlmnunun 1:.:.=

g configuration HITS STANDWRD CONTROL

__ Thermocycling

IMAGES COURTESY OF KRISTIN S. LOWERY, PH.D.



N/lJ Technology Transition Workshop

e Import wizard example
e Practice using registration wizards

e Practice PCR setup using JANUS®

* Practice setting up and running Ibis T5000™
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~= Goal of Exercise

* Two types of plates will be made

— Blinded sample plate
e 10 samples, 1 negative control, and 1 positive control
» Goal — Correctly identify sample by searching database

— Known sample plate
* 10 samples, 1 negative control, and 1 positive control

» Goal — Compare your profile to previously registered
profile for the sample
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% Import Wizard Example

. Im port Assay Kit Configurations and Barcodes

Select Import File

Select afile to be imparted below, n . | Ea

Binsciences
Assay Kit Barcodes

Use to import o _ | .
Imported barcodes will appear in the available barcode list for the azsigned Azzay Kit during the Sample

b aI'CO d es O r / Reqistration process.

assay plans \\A Assay Kit Configuration

Imported Aszay Kits configurations will appear in the Azzay Kit zelection field during the Sample Beagiztration
process.

File:

T f / Ci\Documents and Settings\kloweryDaskbop\KitImport Ales'SERVYTCELAE_IEIS_KIT_20090105080354

import /

selected
based on file

< Back H P et > H Cancel
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#isic |Mport Wizard Example

Barcodes to
be imported

~

Expiration
date

_-. Import Assay Kit Configurations and Barcodes
Ready to import
Ready to impaork § Assay Kit Barcodes For TS000 HUMARN FORENSICS (MITOCHOMNDRIA), Select Import bo

procesd,

Barcode

COE017E50
05017851
COE017852
05017853
CO5017854
05017855
COE017 856
05017857

3

IDIS!

Binsciences

Expiration Date
11402010
119 2010
11402010
119 2010
11402010
119 2010
11402010
119 2010

[ ¢ Back H [rpart ][ Cancel

Click Import button

 “Importing has completed” message will display at bottom
Click Finish button to close wizard
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—= Assay Registration

* Register 10 samples and controls to assay
plate

e Data analysis requires a positive control and a
negative control be registered to a plate

 Show example with Casework wizard
— Setup for 10 samples from tubes
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s Casework Wizard

Register a New Experiment

Assav Kit Properties
Assav Kk, Project and Experiment fields below are required.

Select an Assay Kit
CASEWORE FOR PCR BUFFER II TEST

Select a Project
FOREMSIC-829

Select an Experiment
Caseworl registration For trainin

Enter a Comment

nnnnnn

«— | Indicates number of

T — .
barcodes available

3 > If “0O” barcodes in
inventory, import
necessary assay
barcodes before
continuing

[ < Back ][ Mest = ][ Cancel ]

« Select an Assay Kit from the drop down box
» Select a Project and type in an Experiment title

* Click Next button
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s Casework Wizard

Register a New Experiment

Select Sample Type
Choose a sample bype From the options below, n 9 I E!
o

(%) Unquantified

Unquantified sarnples hawve not been char acterized For the amount of genomic material present, Mo
quantity iz expected on input.

) Quantified (Mass)

Samples quantified by mass indicate the amount of genomic material in nanograms, The amaount is

specified in the Guantity field on input and the value supplied is the mass in a single PCR well for the
assay plate,

() Quantified {Copies)

Samples quantified by copies specify the number of genomes or arganisms present in the sample.,

The amount is specified in the Quantitiy fisld on input and the number reprasents the copies prasant
in a single PCR well for the assay plate.

< Back ][ Pt ][ Cancel

» Select Sample Type
— Unquantified (enter in DF for PCR plate)

— Quantified (enter in picograms or copies for PCR Plate)
e Click Next button
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Register a Mew Experiment ﬁ' Hair_samplesv? [Com.. - = X
Select source for reaistration samples e
Entet a sample file name, including the path, or click Browse  to I:'I.,..:.J.E G5 v h
select a spreadsheet, comma-delimited or text file e A B C o
-
1 Sample " Quantity i
= - 2 Hair1 25
ample File -
CHDocuments and Settingsiklowery\DesktopiHair_sampleswz xls 3 HE!F.E 25
4 |Hair.3 25 =
5 Haird .'ZEI
6 |Hair.5 25
7 |Hair.6 25 | i
< Back ] [ Hewut » ] [ Cancel ] 8 |Hair7 25
9 |Hair.g 25
10 'Hair 9 25
11 |Reagent.Blank 25
12 -
M 4+ M| Shestl n 1 m 3 ﬂ
[EEErT

o Select file with sample information and click Next button
o Sample file is validated
e Click Next button
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Register a New Experiment

Control Layout

inkterleaved.

S e I e Ct Control Layout
‘} MITO STARNDARD COMTROL
control

|ay0 ut PI:te Pusiltiun HM:Iaimple (] Quantity _ I:)':Unit
Automatically S I o or
Interleaves controls 1 A =
with samples based 1 S =
on Control Ia Out 1 10 REAGEMT BLAMK x5 DF
S N

Choose a contral layvout below, The default lavout is samples with no contrals I-I " E!
A

Type

Ungquartified
Unguartified
Unquartified
Ungquaritified
Unquarntified
Ungquartified
Unguantified
Unquartified
Ungquaritified

Unquarntified
ZTL
POESCTL

[ < Back H

Memt > H Cancel

» Select Control Layout — predefined in a previous step
o Click Next button
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¥ Casework Wizard

Register a New Experiment

Selecting PCR Plate Bar Codes
N u m ber Of For assay kit CASEWORK, FOR, PCR. BUFFER. IT TEST I;_I L) ’ E
barcodes
0 MITOTILING - PCR. BUFFER II TEST ‘> 1 PCR bar code required
required
Available Aszsigned

Plate BarCode
COonies19

BarCode

ZOa01e320
Conoieszl
Con0ieEzz
COn01ea23
Conoiegzd
00016325
CO0016526
CO001eEE7
Con0ieaz2s
ZO0016329
00016330

1

[ < Back ][ Mest » H Cancel

« Highlight barcodes and click Left Arrow button
e Click Next button
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Register a New Experiment

Select Output File Paths
Defaulk output File paths have been sugoested. Enter a file path or use Browse to I-I 'l El
find a different location. Bitwo

Specify Heport Folder:

C:\Documents and Settingstklowery\Desktop

Worklist Option

(%) From Input Sample to Aszay Plates [with Setup)

) From Input 5ample to Assay Plates [without Setup)
) Mo Worklist
Specify Worklist Folder:

CiDocurnents and Settings'kowery\Desktop

[ < Back ][ Mewut » l[ Cancel

» Select a folder for the Report and Worklist
» Select Worklist option

— If using the JANUS®, select the first option
e Click Next button
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il Register a New Experiment

Registration Preview

Ready bo register plates For assay CASEMIORE FOR PCR BUFFER II TEST. Click n '

Reqister to complete the process, Binscitnees

Type Kit Name BarCode Project Experiment
SETUP TUBES SETUP TEMPLATE S00021307 FOREMSTC-329 HAIR. TEST REGISTRATION
PCRP MITOTILIMG - PR BUFFER IT TEST 0001631 FOREMSIC-229 HAIR. TEST REGQISTRATION
£ 3

[ < Back ] [ Feqister Cancel
Register a New Experiment

Registration completed
The repart is found at Ci\Documents and n ]

Settingsikowery\Desktop\HAIR_TEST_REGISTRATION_Repart 35004135, html Binscicnces

» Click Register button ?

IbisTrack Registration - November 29, 2007 11:02 AM

» Report generated with sample | ro  comsca

Experiment HAIR TEST REGISTRATION

| Comment NA
ayo ut Assay Kit CASEWORK FOR PCR BUFFER I TEST

Setup Plate(s) 500081307

* Go tofile location to print out [ rerees e et

MITOTILING - PCR BUFFER I TEST CO0016819

report and worklists —

Sample Plate Setup Plate PCR Plate
Sample .
& Sample ID Quantity Barcode Well Barcode Well Barcode Wells
1 HAIR.1 é?:_ggg;f UNQUANT28013894 A01 500081307 A01 CO0016819 I(-;ED].:S i
2 HAIR.2 ZRE2y UNQUANT28013806 A01 500081307 BO1 " Goz=
DF HO2) 3

< Back Cancel
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File Edit ‘“iew Favorites Tools Help
) -
&, 7 Tr 7 Search Faolders EI i} Faolder Sync
fddress (I CiDocuments and Settingsiklowery| Deskbopl Casewarkex ample i a G0
File and Folder Tasks ¥ . MName size | Type
|= HAIR_TEST_REGISTRATION_Janus_38004135 21 KB ®ML Docurent
wr & HAIR_TEST_REGISTRATION_Report_ 35004135 12KE HTML Docurment
Other Places V =% ) ]
IlﬂH.|:'.IF1_TEST_F1EGISTRF'.TII:Z:IP-.I_SEI:U|:|_3BIIIIII":135 1KE Microsaft Office Excel ...
Details ¥
L allkt »

e The Janus file (.xml) needs to be copied to the JANUS®
computer

e The Report file (.html) details sample layout as well as
Setup and PCR barcodes required

e The Setup file (.xIs) shows how to place samples in the tube
rack for use with the JANUS®
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Lé’%ﬁﬁfr‘féee Contamination Control

 Gowning procedure
— Bouffant, disposable lab coat, booties, face mask,
and gloves
« Decontamination of PCR hood, pipettes, and

consumables

— Spray work surface with bleach and let set for
~ 5-10 minutes before wipe down

— Wipe down work surfaces with DNA-Erase™
— Wipe down pipettes with DNA-Erase™

— Place new consumables in hood - tips, tubes,
reservoirs, etc.

— Turn on UV light for 15 minutes
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5 uL of sample is added per well

— A minimum of 50 uL is needed for each sample
e 40 pL required for sample + 10 uL for waste

— Use a new tip each time

« Sample dilution is performed in PCR hood

— For quantitated sample, dilute to 500 pg/5 uL with
PDB or DNA-free water

— For non-quantitated sample, dilute to set volume
e For example, 17 uL stock + 34 uL of PDB
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o After all samples have been added, seal the
plate with a Super Pierce heat seal

« Vortex plate for 30-60 sec.
e Centrifuge the plate for ~15 sec at 2500 rpm

e Plate Is ready to be thermocycled
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2= Thermocycling

 Eppendorf® thermal cyclers are required
— Assay validated on these thermocyclers
—  Assay plates fit block

Thermocycler program
— 3:16:15 total time
— 36 cycles

— Includes a heat kill step to minimize enzyme activity

After thermocycling, centrifuge the plate for ~15 sec
at ~ 800 rpm

Plate may be frozen until put on Ibis T5000™
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Zé%ﬁf#és Ibis T5000™ system

Hotel 2 Hotel 1
Magnetic Bead Plate Crude PCR Plate
Hotel 3 \ -
Elution (ESI) Plate
. ~_Barcodes must
T face the arm
Barcode

Reading Station
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[ Ibis T5000™ system
 Fill reagents and empty waste as necessary

of Justice

e Start T5000 controller software

Ll
e Prime SySteI N
_5. MTDNA T5000 Controller
File ion  Help
Plate View Atom Log 75000 Info |
Foy FCR Barcode Mag Bead Barcode ESI Barcode i
MOsS011270 POS0O0G038
b
RUMNMIMNG
B Start B Stop O Reset = Prime

IMAGE COURTESY OF KRISTIN S. LOWERY, PH.D.



| Technology Transition Workshop

2 |bis T5000™ system

e Select the ‘Start’ button
 Enter the number of plates to be run

e Allow System QC to be performed

— This will spray Clean-up Reagent 3 into the mass
spectrometer to ensure that signal is being
acquired
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e Divide Into 2 groups
e Morning
— Group 1 — Lab exercise
— Group 2 — Data analysis practice

o Afternoon
— Group 1 — Data analysis practice
— Group 2 — Lab exercise

e Setup Ibis T5000™ as group
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e Register 20 samples in pairs
— Use premade sample list

 PCR plate setup

— Setup blinded or known samples with JANUS®
In pairs

 PCR hood and supplies will already be
decontaminated
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Contact Information:

Kristin S. Lowery, Ph.D.
Ibis Biosciences, Inc.
Klowery@ibisbio.com
(760) 603-2453



mailto:klowery@ibisbio.com�

	Laboratory Exercise Overview
	Overview of Exercise
	Goal of Exercise
	Goal of Exercise
	Import Wizard Example
	Import Wizard Example
	Assay Registration
	Casework Wizard
	Casework Wizard
	Casework Wizard
	Casework Wizard
	Casework Wizard
	Casework Wizard
	Casework Wizard
	Casework Wizard
	Contamination Control
	PCR Setup
	PCR Setup
	Thermocycling
	Ibis T5000™ system
	Ibis T5000™ system
	Ibis T5000™ system
	Schedule for Tuesday
	Schedule for Tuesday
	Contact Information:

