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Procedure for DNA Quantitation with Quantifiler ® Duo

1.0 Purposei This procedure specifies the steps for performing quantification of DNA extracts with the
Quantifiler® Duo kit on the ABI 7500 instruments.

2.0 Scopei This procedure applies tasework analystand trainees in the Forensic Biology Section who are
gualified to use the ABI 7500 instruments.

3.0 Definitions

1 Bank - A specific set of sampleshose positiorindicates to the QIAgility where to place those
samples into the reaction plate.

1 Cr -- The cyck number when fluorescence in the assay crosses the threshold of detection and the
PCR reaction is in the exponential phase; lower \@lues indicate samples with higher
concentrations, and higher €alues indicate samples with lower concentrations.

1 Inhibition T The total or partial suppression of the PCR process that would result in a partial or no
DNA profile being obtained.

1 Internal Positive Control (IPC) i A synthetic sequence of DNA not found in nature that is present
in all Quantifiler Duo reactiondt is used as a means to distinguish between negative sample results
and reactions affected by the presence of PCR inhibitors, assay setup, or chemistry/instrument
failure.

1 Non Template Control (NTC) i A negative control used in the quantitation assayR-JE is
used.

1 R?valuei This value measures the closeness of fit between the standard curve apdahe<of
the DNA standard used in the assay. A value of 1.00 indicates a perfect fit between the DNA data
points and the curve.

1 Slope i This value ndicates the efficiency of the PCR reaction in the assay. A valu8.®f
indicates 10@% efficiency.

1 Worktable i Thelocationwhere the user loads samples and the components of the assay Kkit.

1 Y-intercept i The G value of atheoreticall ng/ul sampleashift of 1 G can result in either a half
or a doubling of the estimation of a sampleds ¢

4.0 Equipment, Materials and Reagents

Quantifile® Duo Kit and associated reagents

ABI 7500 ReatTime PCRInstrument(ABI 7500) and associated computer
QIAgility liquid handler

HID RealTime Analysis Software v 1.1

Microsoft Excel, NotePad

96-well optical plates and optical adhesive covers

Calibrated pipets and tips

Centrifuge

Vortex mixer
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Laminar Flow Clean Air Bench

STRTE

Base plate

Extracted DNA

Various laloratoryequipment (microcentrifuge tubes, wipes,)etc
Sterile 2 mL tubes

Strip tubes

=4 =4 =4 4 -4 -8 4

5.0 Procedure
5.1 Introduction

5.1.1 The ABI 7500 Realime PCR System uses fluorescebesed polymerase chain
reaction reagents to provide quantitative detection of nucleic a®id\YDargets using
reattime analysis.

5.1.2 The QuantifileP Duo kit is designed to simultaneously quantify the total amount of
amplifiable human DNA and human male DNA in a sample.

5.1.3 Interpretation of the results is dependent upon the quality metrics ofatiiasd curves
(R*value, yintercept and slopejnd the performance of the IPC

5.2 Preparation of the Standard Curve

5.2.1 The Quantifilef Duo Standar& t a n d ashall befipfeparedy the QCQas described
in theForensic BiologyProcedure for DNA Reagent Piagration and Quality Control.

5.2.2 Thisstandard shall beortexed anatentrifuged prior to each use by Forensic Sciestist

523 | f Standards ABO06 through AHO are prepared
centrifuged prior to each use by the Forensic Sciésitist

5.3 Preparation of the Plate Document

5.3.1 Forensic Scientists shall use thiécrosoft Exceli Quant i fi | er Dufor Set up
manual setups and the AQlI Agility (S&upant Se
Worksheet}o calculate the amount of reagené&sessary for the number of samples to be
analyzed per plate.his Setup Wrksheet takes the standard curve into account for the
calculations.

5.3.2 No more than 30 total itemgyestion and knownper analyst may be processed
simultaneously
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5.4

55

5.3.3 Each plate shbhhave one Non Template Control (NTC) included.
5.3.4 The Setup Wirksheet shall be saved to Qeaant Setup folder on tlwmputer associated
with the 7500 the Forensic Scientist will use to perform the assay

(D:\AppliedBiosystemgQuant Setuy).

5.3.5 The QIAgility Setup tab of the Setup worksheet shall be saved as a .CS\(Sidect
ok o, then fAnoo, then fAcancel © in Excel

Preparation of the Reaction(Manual Setup)

5.4.1 Vortex the Quantifile? Duo Primer Mix and then centrifuge beforeeojng the tube.
Add the volume as provided in tt&etupWorksheet to an autoclaved microcentrifuge
tube.

5.4.2 Gently swirl the Quantifilét Duo Reaction Mix and mix by pipetting up and down
several times. Do not vortex the Reaction Mix. Add the volumeasded in theSetup
Worksheet to the microcentrifuge tube already containing the Primer Mix. This

combination of Primer and Reaction Mix is now the Master Mix.

5.4.3 Assemble a 98vell optical plate into a black base. Do not place the optical plate directly
onto the benchtop in order to protect it from scratches and other particulate matter.

5.4.4 Vortex the Master Mix and thezentrifuge.Dispense 23 pl of Master Mix into each well
of the optical plate, per tHgetupWorksheet.

5.4.5 Add 2pl of STR-TE to the well deginated for the NTC.
5.4.6 Add 2 ul of each sample to the wells as designated bgehgpWorksheet.

5.47 Add 2 pul of each Standard (in duplicate) to the wells as designated b$etiup
Workshee{see5.2.3.

5.4.8 Seal the plate with an optical adhesive cover. Ceggifthe plate at 3000 rpm for 20
seconds. Centrifuge again if bubbles remain at the bottom of the wells.

Preparation of the Reaction (QIlAgility Setup)

5.5.1 Vortex the Quantifile? Duo Primer Mix and then centrifuge before opening the tube.
Add the volume s provided in the Setup Worksheet to a sterile 2 mL tube.

5.5.2 Swirl the Quantifilef Duo Reaction Mix and mix by pipetting up and down several
times. Do not vortex the Reaction Mix. Add the volume as provided in the Setup
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5.6

Worksheet to the 2 mL tube alreadgntaining the Primer Mix. This combination of
Primer and Reaction Mix is now the Master Mix.

5.5.3 Vortex STND 1 and then centrifuge before opening the tube. Add @bSTND 1 (A)
into the first well of a set of strip tubes.

Operation of the QIAgility

5.6.1 Enwre the QIAgility instrumentis on The switch is located on the lower back left
corner of the instrument. Forensic Scientists shall open the QIlAgility software by double

5.6.2

5.6.3

5.6.4

5.6.5

5.6.6

clicki t he

ng

AfShortcut to

DUO Setup. QASDO

The worktable for Quantifiler setup ahbe setup as it appears on the screen.|difw
the mouse over any colored well wgilve informationabout the contents of that well.

Within the DUO Setup Protocol, lelick on sectiorfA2:Sampled The righthand side
of the screen will populate with information for that section. Click the Import button.

The Al mport

We | |

Dat ao

di al

og box wildl

Under Import File in the top left hand corner, click the bro' - : button. Locate the

.CSV file and click opn.

Click the Import button at the bottom of the screen to import the samples and then click

Finish.

Grasp the handle and pull up to open the instrument lid. Inspect the worktable to ensure

that the tip holders and plate holder are in the posititich appears on the screen.

5.6.7 Place the following materials on the worktable.

Position

Reagent/ltem

F of reagent block R1

2 mL tube of Master Mix
(green well in software)

D of Mix Plate block M1

1.5 mL tube of TE
(blue well in software)

Al to A8 of Reagent block R1

(STND 1 must be in Al)

Strip tubes containing STND 1

Reaction block C1

Empty 96 well optical plate

5.6.8 Place the samples into the sample holder(s) according to the Quant Duo setup sheet and

deck layout. Place the sample holderfgpdhe Instrument deck.
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5.6.9 Check toensure that there are enough tips to process the run. To do thidiclefon
either Tip Holder Al or B1. On the right hand side of the screen it will indicate if there
are enough tips. If there are not enough fipsert a new set of tips into Tip Holder Al
or B1 (whichever is empty). Right click on the Tip holder that was just filled and choose

iSet all tips on .OcurCleonste ptlhaet ei nsot rAwnae nlta bllie

5.6.10 Click the green arroxO tostarttherun. The Save aso dial og box
the run file to the FOJRrogramskileIAgitty\Ratat Thest 6 s
file shallbenamett o at | east i ncl ude tThiefileBhaltats:m si c

Wi
f c
Sc

be imported intothe Forensc Sci enti st d0s case record repos

5.6.11 After the Forensic Scientist clickSaveo the prerun Checklist screen will appear. If the
run has been set up correctly, the checklist will not list any warnings or errors other than
the default messagdisted below. If other messageare listed, user intervention is
required before the run can be startédter completing the listed taskslect the boxes
next to the warnings to continue. Clid®K.0

Echecklist o =] S|

Fleaze acknowledge the fallowing mezsages and hit 0K to continue.

Elue meszages are warnings and must be checked to continue.
Fed meszages are ernorz and prevent the run from ztarting.

Messages I
emphy.

IMFPl=as= make sure the tip sjector iz present, the tip discard chute is clear and open and the tip dispozal bo
[ Pleaze confirm that tips. tubes, plates and liquids have been setup conectly as per the Pre-Fun Feport.
Check all bozes and hit OF, to continue.,

Fleasze make sure the tip ejector iz present, the tip dizcard chute is clear and open and the tip dizposal box iz empty. ;l
=
LCancel | Fre-Fun Beport | ok I

5.6.12 A run can be paused and aborted at any time byietidke redX Q‘ Pauses will be
logged in the postun report. If the run is aborted, the instrument will discard the tip and
return to its resting positionNote: A run will also be paused when the instrument lid is
opened.

5.6.13 The instrument will completéhe current operation and will then pause. A dialog box
will appear indicating that the run was paused and whether the run will be continued or
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aborted. Note: The instrument does not stop immediately when the lid is opened.
Therefore, wait until the ¥arm has stopped moving and the warning screen is displayed
before continuing.

5.6.14 The instrument lid must be closed to abort the riNote: An aborted run cannot be
restarted from the point at which it was aborted.

5.6.15 If an erroroccursor a warning is detectk during a runa dialog box which contains
information about the error will appear. The Forensic Scientist will have 4 options:
AAbord fRentr yo ofplegra@driedmalr Mok i Petseérempi ne t he
the appropriate option.

5.6.16 Uponcompldion of each run, a support package is constructed and aatauatically
to the program This package contains the log file for the run and is used when reporting
a problem to QIAGEN Technical Services. CIf@RK.0 Note: The Forensic Scientist
will see a message concerning the support packabeif an exception occurred during
the run.

5.6.17 Upon completion of each run a P&&in Report will also be displayed. This report shall
be saved wi thin t he Forensic S Progeamt i st 6 s
Files\QIAgility \Datd) on the computer associated with the QIAgility. Forensic Scientists
shall also print a copy of this report using the print to pdf function to add to the case
record repository.

5.6.18 Open the instrument lid and remove the optical plateal $he plate with an optical
adhesive cover. Centrifuge thadate at 3000 rpm for 28econdgo remove anybubbles
at the bottom of the wells.

5.6.19 Remove the sample holder(s) and samples, TE and Master Mix tubes from the deck.
Empty the biohazard box.

5.6.20 Close the software by clicking the X in the top right corner. Follow the prompts to
shutdown the instrument. Click AYesoOo to qt
(recommended) GOK.oc k

5.7 Operation of the ABI 7500
5.7.1 Turn on the 7500 instruemt. Forensic Scientists shall open the HID Reale PCR
Analysis Software v. 1.1 and log in under their user name. Use and analysis of data under

the generic guest log in is not permitted for casework.

5.7.2 Push the instrument door in and then release apen. The plate holder will eject from
the instrument. Place the optical plate into the holder with the notch in the top right
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5.7.3

574

5.7.5

5.7.6

57.7

corner. Well Al will be in the top left corner. A compression pad is not necessary on the
7500 instrument.

Locate theSetupWorksheet saved on the computer as describ&d3is and open it in
Excel. Note: Excel must be version 2000 or earlier when converting to a .txt file
otherwise the Import function #.7.5 cannot be performed.

Select the ABI 7500 Sample Setup Quant Balat the bottom of th8etup Worksheet.
Copy and paste the entioentents of thavorksheet(use Control + A)into a Notepad
document. Save this .txt file in the same location asS#tapWorksheet. Close both the
Excel and Notepad programs.

Within the HID software, select the Quantifiler Duo option (top left). From the File

option in the menu, select Import. Find and select the .txt file created and s&/éd.in
Select Start I mport. A AConfirm I mport PI
you sure you want to continue with the importSelectiiYyeso

In the Experiment Menu on the left side, under Setup, select Experiment Properties.
Enter the file name in Experiment Name in the following format: MMDDYYYY_ABC
(full date_Forensic Scieist initials). Verify that the following are selected:

Instrument:; 7500 (96 wells)

Experiment Type: QuantitatiadhHID Standard Curve

Reagents: TagM&rReagents

Ramp Speed: Standard (~2 hours to complete a run)

In the Experiment Menu on the left sjdender Setup, select Plate SetuBelect the

Assign Targets and Samples tab. Verify that the wells conth& correct
samples/sample names. Hover the mouse above the well and the sample name will appear
at the bottom of the box:
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%) HID Real-Time PCR Analysis Software vi.1

File Edit Instument Analysis Assays Toals Help

5] New Experiment + (5 Open. | Save » (5 Close 4@ Export.. ~ Print Report

Experiment Menu<« | Experiment: Duo Performance Check Plate 1 Brian Type: HID Standard Curve  Kit Name : Quantifiler Duo @
Define Targets and Samples I Assign Targets and Samples 1
. Standards and NTC are sethy default
xperiment Properties u Instructions: Selectwells, then assign tatgets if applicable
Assign sample(s) to the selected wells. < [View Plate LayouiT wiew'Wel Table |
Plate Setup N
Select Wells With: | Select tem - v
Assign Sample
] Run Method @ — —
m} 99473 ] | [B7] show inwens » | B view Legend | 4] ‘
] 9948_0.0156 1
1 2 | 3 [ 4 [ s [ & | 7 [ 8 [ 8 [ 1 [ 1 [ 12 ]
m] 9848_0.0312 = = — o e | | g 3 C |
0UO Hu..| D . DUz Hu..| DG HU.. DUD Hu... DS Hu.. DuzHu..| DUS Hu.. DUz Hu.. Duc Hu...| Dus Hu
O | 994800625 A louate [oustPe ouotPc [owlPc |tuwelpc DuolRe |GuslPC |buoPC  buale Duolb DuolPC
m] 9948_0.125 g
DUO Hu..| D .. Dus M. | DUB HU... DU Hu.. Duo Hu.. DusHu..| Dus Hu.. Dus Hu Dus Hu...| Dus Hu
Assign target(s) to the selected wells. B low ke DuolFC DulPC Do PC Duo IFE DuolPC Duo IFC |Du IFC  DuoIFE Duo IFC | Duo IFT
GEEEN || TEE TR ety Duo .| Do .. | Duo Hu.| Do Hu..| Do Hu..| Duo M. Duo ... Duo Hur..| Duo Hu Duo Hu..| Duo Hu.
Dun Hum ” ol | 50/ | |© | owiPe DusiPe DusPC DusPC MuelPC DuolPC DuolPG  Duo P Due IPC Duo IPE | Dus IPC
|| Target: Duo Hurnan
Duo IPC (=& . Task:  Unknown E
= H Duo .. Do Hu... Duo Hu.. | Dugl Do Hu. | Duo H Duo H...| Duo H
Dye:  VIG-NFG-MGB
Dun Wale [N 50 ||® | merre ous i oustee |ow Dwa RS U P Dwa PG ous P
| Target: Duo IPC
D .| Do Ho..| Do .. pug| T@ske - Unknawm Buo Hu..| Duo b Buo Hu...| Duo H
3 Dye:  NED-NFQ-MGE
W IPE  DuoPC Duo IPC | Duo Duo IPC  Dua IPC Duo IPC | Duo IPC
— - - Target: Duo Male - - -
0 Hu... Duo Hu.. Duo Hu.. Dug| 18k Unknowm 0O Hu...| Duo Hu... Duo Hu... | Dua Hu
R P e FAM-NFO-MGE Duo IFC  Dua IPC Duo [P Duo IFC
[ Sample: 3343_1
B8 i [ uninown [ Startara [ Megative Cortrol || | 200 - 000t Duo .. Duo .. Toua . [ 000 .. [0uo .. | B .| 0 Dus Hu...| Dus Hu
Oue IFC  Duo IPC Duc IFC Ouo IFC OuelPC Duo PG Duo IPC  DOuc IFC  DOue IFC Duo IFC  Duo IFC
Select the dye to use as the passive reference. ||
Duo .| Do ot | Duo Hu..| Buo Hu...| Do Hei. | Duo Hu-.| Duar ... Do Hut..| Duo Hu Duo Ho..| Dua Hu.
HlowiPe uolPe tuslPC 0w Pe GulPC DuslPG Do S |DuslPC Bus IPE ous pc |ue pe
Wells: [I] 88 Unknown [5] 48 Standard [1] 10 Negative Control 8 Emply
¢ | @
«

A Horme | Uniitled % |[2] Duo Performan..te 1Brian.eds

Disconnected

5.7.8 If a sampleneeds® be added to the plate, dousleck on the empty well and select Add
Sample from the text box that appears and enter the sample G&oee.the box by
clicking on the X in the top right corneNote:these steps caasobe used to change the
name of asample.

5.7.9 If a sample needs to be removed from the plate, cligtk the sample and select clear.

5.7.10 In the Experiment Menu on the left side, under Setup, select Run Method. Verify that
reaction volume per well is 28, the number of cycles is set to 4@dathat the starting
cycle is set to 2 (this can be visualized in either the graphical or tabular) viklas
verify that the run method steps are as seen below:
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% HID Real-Time PCR Analysis Software v1.1

File Edit Instument Analysis Assays Tools Help

(5] New Experiment = 5 open.. | Save - (0 Close 43 Export. - Print Report

Experiment Menu <« | Experiment: Duo Performance Check Plate 1 Brian Type: HID Standard Curve  Kit Name : Quantifiler Duo @

Run Method

- - u Review the reaction volume and the thermal profile far the default run method. If needed, edit the default run method or select a run method from the library.
xperiment Properties

Graphical View T Tabular View 1
Plate Setup
Reaction Valume Per el HL
Run Method ‘

Holding Stage Holding Stage Cyeling Stage

Starting Cycle: E

100 —|

Mo

[

Step 1 Step 1 Step 1 Step 2
< ¥
Legend

Data Collection On Data Collection Off A AutoDelta On A AutoDelta Off

«
& Horme | [ Uniitled x| [ Duo Performan..te 1 Brian.eds x

Disconnected

5.7.11 In the top menu bar, select File and Save As. Name the .eds file as descBbe@ in
(i.,e., MMDDYYYY_ABC). This .eds file shall be savedgithint he For ensi c Sci
folder on the D drive (DAppliedBiosystem&DS Documenty on the computer
associated with the 7500 instrumeRbrensic Scientists shall not mosedeletethe .eds

file, unless it is at the direction of the QCé&iter béng stored in an alternate secured
format

5.7.12 Click on the green Start Run button. Do not click on this button more than once. The
assay will take approximately an hour and fditye minutes to complet

5.8  Analysis of Quantifiler Duo Data

5.8.1 Once the assay has finished, click on the green Analyze button in the top right corner of
the screen

5.8.2 Assessing the Standard CurveIn the Experiment Menu, under Analysis, select
Standard CurveTo display only thavells containing the standard curve, highlight them
in the table to the right of the curv&@he human or male or both standard curves can be
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visualized by selecting all, Duo Human or Duo Male from the di@mpn menu by
Target:

%1 HID Real-Time PCR Analysis Softwar
fils_Edt_insrument Anstysis Assavs Tools

NewEmermert + 5 Open. il S+ i Ciose G Epot + () PrmtRepor

Bxperiment Menu« | Experiment. 04052012_Brian_KMH Type: HID Standard Curve Kit Name = Quantifiler Duo

<[View Plate Layout [ venw
X

Standard Curve

Yiter; 29,082 % 0.997 £

Tataet DuoMate Slope; 3366 Y-kter; 30215 g 0.992 ET; 98177

£« | Anasis summary: TotalVells in Plate: 95 Viels SetUp: 24 Wells Omted Msnualh 0 Wells Flagged 12
* 04052012 Brian_KMH.ods

5.8.2.1 The slope for both theuman and the malgandard curves shall be between or
equal to-3.00and-3.60, andtheRs hal | be O 0. 98.

5.8.2.2 Forensic Scientists may drop up to 2 points from each curve in order to achieve
the criteria in5.62.1. The same 2 points may be dropped from the same
standard, for both the human and the male curves if necessary, but only for
Standad H.

5.8.2.2.1 The HID software allows the user to seldgw human, the male, or
both when selecting point(s) to drop. Righitk on the well
containing the standard to be dropped from the curve; select omit
well and choose botfbuo Human or Duo Male.

5.8.2.2.2 The data must be reanalyzed with the modified standard curve: select
Analyze.

5.8.2.2.3 If a point can be added back to the standard curve,-clgtt the
well and select include. The data must be reanalyzed.

5.8.2.3If either standard curve cannot be adjusted to meetriteria in 5.62.1, the
Forensic Sientist shall repeat the assay (i.e., both the human and the male curves
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must pass criteria)f limited sample exists, the Forensic Scientist shall consult
with the DNA Technical Leader on how to proceed.

5.8.2.3.1 If an entie assay is not being used for analysis (i.e., the standard
curve does not meet quality metric criteriabis.2.), the data shall
still be printed to PDF format (refer to the Forensic Biology Section
Procedure for Documentation and Review for file namin@his
PDF shall include: the Setup Worksheet, the standard curve(s) and
the results. A Dilution Worksheet (s&e/) shall not be required in
this instance.

5.8.2.3.2 If an entire assay is not being usdge toinstrument or computer
failure, no datamay begeneated if no data is generated, only the
Setup Worksheet is required @DF formaj.

5.8.2.4If the standard curve is modifiegd meet the quality criterjdboth the modified
and unmodified standard cufgemust be included in thassay PDF document
To print the standard curve(spjo to Print Report in the top menu bar and select
only the Standard Curves optionse the Print2PDF printer Refer to the
Forensic Biology Procedure for Documentation and Review on the proper format
for naming electronic documents IPDF format.

5.8.3 Assessing theDuo Human Data: In the Experiment Menu, go to Analysis and QC
Summary. This page provides a snapshot of the data and automatically flags possible
sample issues. Ithe Analysis Summary tab, any such samples are hyperlinkéueto
View Plate Layout on the right hand side of the scrééithin the View Plate Layout,
flagged wells have a yellow triangle with an exclamation point.

5.8.3.1 Highlight the well(s) of interest in the View Plate Layout tab, and then select the
View Well Tabletab. The wells will be highlighted a darker blue in this tab
(scroll through)
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% HID Real-Time PCR Analysis Software vi. 1

file_Eoit_nstrument _analysis_Assavs_Toals _fislp

] NowEspsriment - 5 open_ [l Swe -  Close @ Egorl. - & PrntRepod.
Experiment Menu < | Experi.. Duo Performance Check Plate 1 Bri Ty... HID Standard Curv  Kit Na... Quantifiler Du ﬂ | mm| (7}
o Solact Wells W B
Tiaa S SelectWWells Wilh. |- Salortllom - v
TotsViells: 96 | Processed Wel B3 Manually Omilled Wel. 0 | Targets Used: 3 -
el Set BB | FIagued Wl 11 Analysis Ornimed el 0| Sarnples Us.. 24 | sn. | oouery ]
Analysis Summary | OC Flags Detal | # | Wil | omit| Tag.. | Flag Sample Na.  TargetName | Task
Chick & ik below 10 highight samples that meetido not meet all thieshokds. 52 86 o ETND 2 Duo Male Tl ™
CER T O STHD 2 DuoHuman  GTANI
i b ] STHD 2 Duo PO Ui
45 BT O 8THD 2 DuoMale  GTANI
= %6 B8 0 1 §TD_200  ODuoHuman UMK
Sgndeed Gurg dlog B 57 B8 0 1 STD_200 DuolPe UK
Duo Male B | B | | s 0 1 SO0 DuoMsie N
oo Human " | @ I | 52 B9 ] 89473 DuoHuman  UNKR
) O 89473 DuoPC Nk
B B9 ] 89473 DuoMale  UNKR
B2 B0 [m]
Standan [ Thresnolds Mat @ Thresholds Not Met B2 BI1 (] 8THD 2
o ] ] B B O STHD
o ‘ I o8
BE B1Z o STHD 2
BT BIZ () ETHD 2
TG 8 Trvesnolds Mat @ Thioaholds Not et & pz [ 5T
peCT 10 0 8 o1 ] sTHD 3
— + - = + W o =] 5THD 3
HeeT g 1 oo O STHD 3
12 o2 ] STHD
13 o O THD 3
Uniknewn [ Theesnolds et @ Thresholds Not Met Mooz L; STHD
] 89481
Fect 20 0 76 o 0 93481
LOWGT 24 & 7 oc3 o 89481
- 55 [ ) ] . c4 ] 83481
74 O 9948_1
WTFR 0 | 0 8 o4 u] 8946_1
81 c§ ) 1 9948_00156
B2 s =] 1 8948_0.0156
B3 s ] 1 9948_00156  Duo Male
B4 cE =] STHD 3
< >
< | Anabysis Summory:  Total wells i Plale 55 Wieks SetUp 8 ells Omitted Manually 0 Wells Flsgge 11 Wells Orted by Analysis: 0 Sarples Used 24 Targets Used 3

A Home | * (i1 Duo Performan..te 1 Brion.eds

Disconnecterd

5.8.3.2 Forensic Scientists shall assess the quality of the data of the samples and controls
by evaluating the IPC and Dbuman and malegsults. A general guide:

Duo Human VIC® Dye)and/orDu o | P C Dgel E [interpretation
Duo Mal e (FAME

No amplification Amplification True negative (no
human DNA detected

No amplification No amplification Invalid result

Amplification (low G and high[No amplification or GC; [IPC result inconclusivg
delta R) higher than 31

Amplification (high G and low [No amplification PCR inhibition
delta R)

5.8.3.3NTC - Due to the sensitivity of the reame PCR method, extremely low levels
of DNA (levels that do natffect downstram applications such as STR analysis)
can be detected. Therefore, if av@lue of 36 or greater is obsenieceither the
Duo Human or Duo Male detectoiisis still considered to be a negative sample
and the results of the assay are still védigsunmg the Duo IPC result is valid)
However, if the @ value ofeither the Duo Human or Duo Male detectors in the
NTC is less than 3éhe NTC samplenay be repeatethased on the training and
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experience of the Forensic Scientidf the other negative coniewithin the
same assaghow G values greater than 36, the Forensic Scientist may proceed
with the amplification of theamples.

5.8.3.4 Negative Controlsi If the C; value of a negative extraction control (for either
the Duo Human or Duo Male detectors) isslésan 36, the Forensic Scientist
may continue processing the samples, realizing that DNA may be observed in
those controls when amplified.

5.8.3.5Samples i Samples shall be evaluated by taking the IPC results into
consideration

5.8.3.5.1 Invalid IPC if both the IPC ad the human/male targets fail to
amplify (undet.) then it is not possible to distinguish between the
absence of DNA, PCR reaction failure, or inhibition. Such samples
shall be requantitatedwith dilutions (unless a dution of the sample
has been quamgtedand valid IPC results were obtained

5.8.3.5.2 Inconclusive IPC if extremely high concentrations of DNA are
present in a sample, competition between the human/male targets
and the IPC for PCR reagents may suppress the IPC, which results in
a low G for the human/male targets and & @Gigher than 31 or
undet.for the IPC (Note: this situation is not necessarily inhibition
therefore no notations shall be made as sucAlternatively, if the
Cr is high for the human/male target as well as the IPC, then
inhibition may be present. Inhibition may also be indicated when the
Cr is undet. for the IPC and therGs high for the human/male
targets.

5.8.3.5.3 NegativeResult If the G; for the IPC is within the acceptable range
(28 to 31) and the human/male targets are unthen this is aalid
negativeresult(i.e., no DNA isdetectel

5.8.4 To print the results for each case, in any of the options under the Analysis menu,
highlight the NTC and only the samples per case in the View Plate Layout map on the
right hand side othe screen:
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5.8.5

5.8.6

5.8.4.1 At the top of the screen in the menu bar, select Print Report. Select only the
Results Table (By Well). Print the report in PDF format and add it to the PDF of
the standard curve(s) generated previously.

To export the datdan the Expeninent Menu, go to Analysis.nlthe View Plate Layout
tab, select the entire plate.

5.8.5.1 From the top of the screen in the menu bar, select Export.

5.8.5.2 Within the Export Properties tab, only the Results box should be selected under
line 1. Under line 2, only e file should be selected. In line 3, the Forensic
Scientist shall choose a location to export the data for use in Excel. Note: the
correctfile type for the exported dats..xls.

5.8.5.3 Select Start Export. When the export has been completed, the HID reoftilla
ask AWhat do you want t o do finskeed or? O
Export More Dataf additional files require expadrig.

If multiple cases were run in the same asHagn a raw data file (.eds) shall be created
for each case and shalbt contain sample information from the batched cases.

5.8.6.1 To create raw data files specific to each cageto the Experiment Menu and
thento Setup and Plate Setup.
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