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8. Appendices

8.1 Appendix 1: Materials

Enzymes: AmpliTaq Gold® with Gene Amp® 10X PCR Gold Buffer and MgCl, was used for
DNA amplification.

Nucleotides: Deoxynucleotides (dATP, dCTP, dGTP and dTTP) were from GeneAmp® and
were diluted in a 10mM concentration.

Water: DNase and RNase free water from ICN Biomedicals, Inc. was used for DNA
amplifications for the preparation of 5%w/v Chelex and all the steps in the extractions.
Autoclaved MQ (Millipure) water was used for all the other reagent preparations.

Molecular Biology Kits Used: AmpFLSTR® Profiler Plus kit was used for human

microsatellite genotyping.

Molecular Weight Markers: Geneworks 100bp Ladder (Low) 100 ng/pl was used as the

molecular weight marker.

Thermal Cyclers: All PCR amplifications and cycling reactions for sequencing were done

using the Eppendorf Mastercycler or Eppendorf Mastercycler Gradient.

Sequence Analysis Software: BioEdit Sequence Alignment Editor

Genotype Analysis Software: GeneMapper® Software v4.0

PUREGENE® DNA lIsolation Kit (Gentra Systems, Minneapolis, MN 55441 USA)

Cell Lysis Solution: 10mM Tris, 100mM EDTA, 2% SDS; pH to 8.0 with NaOH
(Autoclaved)
Protein Precipitation Solution: 7.5 M Ammonium Acetate

TBE: 10mM Tris, 0.1 mM EDTA, pH to 8.0 with HCL (Autoclaved)

112



QIAEX® Il Gel Extraction Kit (150): QIAEX Il suspension and Buffers.

PCR products were visualisation and photography: Done using Dolphin-Doc Gel Image

System (WEALTEC Corp., NV 89413, USA).

Ultra Clean™ PCR Clean-up Kit (MO BIO Laboratories, Inc, CA 92008, USA)

StrataClone™ PCR Cloning Kit (Stratagene, CA 92037, USA).

AGENCOURT® AMPure® PCR Purification kit (BECKMAN COULTER, Massachu. 01915,

USA)

QuantaGene DNA/RNA calculator (Pharmacia LKB Biochrom Ltd, Science Park, Cambridge

CB4 4FJ, England)
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8.2 Appendix 2: Sequence results

8.2.1 Bone
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Carcass: surface - SC1, Bone, 2 year
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Carcass: one metre — 1M1, Bone, 2 year
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Carcass: one metre — 1M2, Bone, 1 year
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Carcass: two metres — 2M1, Bone, 1 year
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Carcass: two metres — 2M1, Bone, 2 years
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Carcass: two metres — 2M3, Bone, 1 year
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Carcass: two metres — 2M3, Bone, 2 year
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8.2.2 Hair

Carcass: surface — SC1, Hair, 1 year

10 20 30 40 50 60 70 80 90 100
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Carcass: surface — SC1, Hair, 1 year
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Carcass: surface — SC3, Hair, 180 days
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Carcass: surface — SC3, Hair, 180 days
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Carcass: one metre — 1M1, Hair, 90 days
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Carcass: one metre — 1M1, Hair, 180 days
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Carcass: one metre — 1M2, Hair, 180 days
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Carcass: one metre — 1M2, Hair, 1 year
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Carcass: two metres — 2M1, Hair, 90 days
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Carcass: two metres — 2M1, Hair, 180 days
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Carcass: two metres — 2M3, Hair, 90 days
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Carcass: two metres — 2M3, Hair, 180 days
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8.2.3 Muscle

Carcass: surface — SC1, Muscle, 7 days
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Carcass: surface — SC1, Muscle, 30 days
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Carcass: surface — SC3, Muscle, 7 days
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Carcass: surface — SC3, Muscle, 30 days
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Carcass: one metre — 1M1, Muscle, 7 days

10 20 30 40 50 60 70 80 90 100

ES0d CEREY PR PEEE EEY EErtd CEtel PEth] R PO CRtrl CEOr) CErE] EEPE) PRt ERbry EETEl Retnl CErey PR |
NS-1M1.Cont CTGAAATTCTAACTAAACTATTCCCTGCAACCAAAACAAGCATTCCATTCGTATGCAAACCAAAACGCCAAGTACTTAATTACTATCTTTAAAACAAAAA
NS-543. ML S . 7 L e eeeaeeeeaiaeaaas
o
N
NS=546 el
NS=547 e il
NS=548 e
NS-540 il
NS=5B0 e
T
NS=5B2FC oo
NS E T 2
NS=5B4 e
NS=5B5 el
NS=5B6 e e iaeaaioas
NS=567 e
T
ST
NS=570 e e e e aeeaeaeaaaoas
S
ST 7

110 120 130 140 150 160 170 180 190 200

RS PEET] PEREY Prety PEPE) EEPEY PEER) Errel PErey EEEr) PEre) PErEY PREr) EEPE) REreY PRrr) PRrt) PErey Rarey Eree |
NS-1M1.Cont AACCCATAAAAATTGCGCACAAACATACAAATATGCGACCCCAAAAATTTAACCATTAAAAACAAAAAATTTAATATATTATAGCCCTATGTACGTCGTG
NS=543.AML . SM_7 ottt et e e e e e e e e
NS=BA4 e
NS=5A5 e aeeaaieiieaaaaa.
NS=BAB il
NS=BA7 il
ST
NS=B40 il
S F
NS=BBL Lol
NS EL <74
T <
S E <
NS=BB5 Ll
S E =TT
NS=BB7 e iiiiiiiiioiol
ST 7
NS=5BO Lo
NS=570 e i
NS=B7 L e e e
NS=572.AML.SM.7 L it

172



210 220 230 240 250 260 270 280 290 300

L FTE e P Py Py T Frr P vy Frre P Pres P Prrry FEr P P e e |
NS-1M1.Cont CATTAACTGCTAGTCCCCATGCATATAAGCATGTACATATTATTATTAATATTACATAGTACATATTATTATTGATCGTACATAGCACATATCATGTCAA
NS=543  AML . SM 7 e e e e e e e e e
ST
ST L
S5
N ST
N ST
N S5 L
LS 51
LSS 51 1
LN S Tt 2 o o
LN S TS 1
L S 5] 7
LN S L5 1
L S T 1
ST
NS =58 e e e e e
1SS 5 1
NS =570 e e e e e e e
NS D7 e e e e e e e e
NS =572 AML L SM 7 e e e e e e e e e e e

310 320 330 340 350

ST ey PR FETEI FrrTy Prrey FETTY PR Fee Fre peee
NS-1M1.Cont ATAATTCCAGTCAACATGCGTATCACCACCATTAGATCACGAGCTTAATTACCA
NS-543 _ IML . SM .7 e e e
NS-544 e e e
NS-545 e e e e ieaeaaan
NS-B546 e e e e e e e
NS=B547 e e e e e
NS-548 e e e e e e aaan
NS=540 e e e e e e e
NS=560 e e e e e e aaaan
NS=5BL e e e e e e e e
NS 5B 2K C e e e e e e e e e
1SS L5
NS-564 e e e e e e e
NS=5B5 e e e e e
NS=566 e e e e e e e eeeaeaaan
NS=5B7 e e e e e e
NS-568 e e e e ieaiiian
NS-569 e e e el
NS=570 e e e e
NS=571 e e e el
NS-572  AML . SM .7 e e e e el

173



Carcass: one metre — 1M1, Muscle, 30 days
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Carcass: one metre — 1M2, Muscle, 7 days
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Carcass: one metre — 1M2, Muscle, 30 days
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Carcass: two metre — 2M1, Muscle, 7 days
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Carcass: two metres — 2M1, Muscle, 30 days
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Carcass: two metres — 2M3, Muscle, 7 days
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Carcass: two metres — 2M3, Muscle, 30 days
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8.3 Appendix 3: Microsatellite loci

Locus Dil (dinucleotide)

Zero days

il a0 100 110 120 120 140 150

13000

12000,

11000,

10000

3000,

2000

7000,

B000

5000

4000

3000

2000

o ry Y

Both alleles were amplified in DNA extracted from perimortem bone tissue at 0 days. There
were very high allele peaks observed and no background noise detected.
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180 days

0

Both alleles were amplified in DNA extracted from bone tissue at 180 days. But there was a
significant reduction in allele peaks compared to 0 days samples. In addition there was high
background noise.
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365 days

) an 100 110 120 130 140 150

No allele peaks were amplified at 365 days from bone tissue.

730 days

) a0 100 110 120 130 140 1350

No allele peaks were amplified at 730 days from bone tissue.
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Locus Tetl (tetranucleotide)

Zero days

130 140 1350 160 170 180 130 200 210 220 20 2d)

20000

20000

10000

al172|/al 176

Both alleles were amplified in DNA extracted from perimortem bone tissue at 0 days. There
were very high allele peaks observed and no background noise detected.

180 days

120 140 150 180 170 120 130 200 210 220 230 240

600

500

a0

200

o N i

Both alleles were amplified in DNA extracted from bone tissue at 180 days. But there was a
significant reduction in allele peaks compared to 0 days samples. In addition there was
significant background noise.
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365 days

120 140 150 180 170 120 130 200 210 220 230 240

No allele peaks were amplified at 365 days from bone tissue.

730 days

120 140 150 180 170 120 130 200 210 230 230 240

o

No allele peaks were amplified at 730 days from bone tissue.
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Locus Tet2 (tetranucleotide)

Zero days

250 260 27 280 20 200 310 20 330

1700,

1800

1500,

1100,

1000

00

800

700

&00

500

a0

200

) j\/\/\/\/\/\mww
o

A

Both alleles were amplified in DNA extracted from perimortem bone tissue at 0 days. There
were very high allele peaks and significant background noise observed.

180 days

No allele peaks were amplified at 180 days from bone tissue.
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365 days

No allele peaks were amplified at 365 days from bone tissue.

730 days

250 260 27 280 20 300 310 20 0

0

No allele peaks were amplified at 730 days from bone tissue.
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Locus Tet3 (tetranucleotide)

Zero days

50 280 a7 280 230 a0 410 a0 230 240 450 280

26000,

23000

20000

12000,

18000,

14000,

12000

10000

2000

B000

4000

2000

Both alleles were amplified in DNA extracted from perimortem bone tissue at 0 days. There
were very high allele peaks observed and no background noise detected.

180 days

50 280 a7 280 230 a0 410 a0 230 240 450 280

10

100

\dded||Added)
al414|lal 418

Both alleles were amplified in DNA extracted from bone tissue at 180 days. But there was a
significant reduction in allele peaks compared to 0 days samples. In addition there was high
background noise.
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365 days

250 280 a7 280 290 a00 210 420 a3 au as0 280

No allele peaks were amplified at 365 days from bone tissue.

730 days

350 360 370 380 290 400 40 420 430 adiy 450 450

24,

0.

No allele peaks were amplified at 730 days from bone tissue.

196



	TITLE: An assessment of the impact of environmental factors on the quality of post-mortem DNA profiling
	7. References
	8. Appendices
	Appendix 1: Materials
	Appendix 2: Sequence results
	Appendix 3: Microsatellite loci




