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DISCUSSION

INTRODUCTION

. The AmpFESTR® Identifiler® Kit is a single tube

. multiplex utilizing the thirteen core CODIS loci, D2, DI9,
" and Amelogenin [4].

' Laboratories using this chemistry allows analysts to:

. » Amplify/genotype using only one kit for their samples

' «Replace Profiler Plus® and COfiler®

. Reduce the time it takes to prepare samples

. » Use less material (tubes, pipette tips, etc)

" «Reduce costs

A half reaction (actually a 53.3% reaction) will be validated
. to use on single source reference samples (CODIS) which
- will significantly reduce the increased operational costs

- associated with the Identifiler® chemistry at the WSCL.

RESULTS

ABSTRACT

" Concordance Discussion: Samples 788 & 888 had .
discrepancies at the D5 locus. Sample 33 at the D7 locus was
. noted to have a micro-variant 11.3 allele while the known '
' profile had a 12. Additionally, full profiles were obtained

- from samples 882, 888, and 893.

. Stutter Discussion: The stochastic threshold was

determined to be 145 RFU with this chemistry, but a
conservative interpretative guideline of 200 RFU was

. established.

' Capillary Array Discussion: A total of 220 injections were

- on the array without loss of resolution observed in the data.

. The manufacturer recommends 150 injections per array,

' though this should serve as evidence that an array may last

. for several more injection sets as long as the data appears

. acceptable.

" Evaporation Discussion: Evaporation was noted due to a

" missing compression pad for use on the Thermal Cycler.

Precision Results: i
*Variance (3X St Dev) = 0.0789 to 0.1501 base pairs. See graph 2.

. *Coefficient of Variation (CV %) = 0.0131 to 0.1622%.

.~ Reproducibility Results: All alleles of each ladder consistently

" matched with the allele calls for the AmpFESTR® Identifiler®

- allelic ladder. See graph 2.

" Concordance Results: Each DNA sample yielded a profile that

" matched the known profile.

- Sensitivity Results:

'~ «Concentration of 0.5 ng/pL displayed copious artifacts.
*Concentration of 0.2 ng/pl, minor homozygous off-scale data
and less pull-up were exhibited.

Concentrations of 0.1 ng/pL to 0.025 ng/pl. demonstrated full
profiles with no oft-scale data and very few artifacts.
*Stochastic effect for the samples resulted in the highest

heterozygous peak with dropout of one allele (analysis
threshold of 60 RFU) was 145 RFU. Therefore, whenever a

An internal validation was
completed on the Applied Biosystems
3130 instrument with the
AmpFCSTR® [dentifiler® Kit [4]|. The
validation contained studies in:
precision, reproducibility,
concordance, sensitivity, background,
stutter, peak height ratios,
contamination, and overall
observations throughout the study |8
& 13|. A qualitying test was
conducted on the Identitiler® Kit at
the end of the validation. The samples
used were non-probative reference
samples from the CODIS database
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Contamination Results: None of the DNA samples, positive

0.06 . controls, or negative controls showed any sign of contamination.
CONT ACT o Qualitying Test Results: The qualitying test resulted in accurate
data. All samples gave the correct profiles matching their
respective known profiles. Negative controls and positive
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Graph 2: Precision and reproducibility results.



