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Fig.1 Coamplification of cyt b and ND6 for various animals and human DNA samples
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Fig.3 PAGE gel result of species identification for samples under 37 °C for different time

2.4 BRMERHRE

N AR 4K ARAE BRLEAR R LAIR |
JKPEHTH | 35 T 8 A A A b A i
Ji , i Chelex - 100 342 H DNA , R G #HTE &Y
WA, ARG T ERMKKENER. #
7 L3R 0 i R TR A T A R B R (R Tk
BERAREML) .

2.5 BRIBEEARER

Chelex — 100 BB BRIH#EA DNA, Hix
HEAEATH, RS th IER RS R (B 5) , R
AR T BRIB MR AR AR B B R AS B 0B 58

B ZE M Do 43 F B Marker B9R/N, B 107
AHREAS, M:Markerl( 100 ~600 bp) , B 5 AEH
B, T AR . ZE R MR B AR A
TEZ IR T AR B 8], 18 R A O 2 7T K15 IE 8%
IR R






1

FHE, G LB ERAMREEEATIMER -23-

B WA, o B 5 AY B E I 5 AT LA
AT RN FARER,

mtDNA B A 37 NEES ALY
FRHEAT FF 5 E X & B 16S tRNA(12S rRNA F
ND6 EREAF A LRFEN, X EFHFI P
H—E 80 bp £EAKMF B, KFFNEANSY
dh LA E R, [HE 16S rRNA 1125 tRNA
X B X AT S 85, XTI L, RfEA £
MRER S SH MBS, B LR E 4
ARS8, DN6 FF ) 288 ~375 bp XK
FIEAFSYPHERIER X BREAEEL
REMS PRI HA R, FREIRITHESI R
P FZX I, B 5 17X XT3, TR R
1 A mtDNA ND6 [ i —AN B 4 181 bp 1
HE(E6),

K 6a 3 A 5HF ND6 B FHF 5t &, &
) 23 BRER A AR P E P A R X 38 B 6b BN
ND6 H:[Hf F£8priik 114438 5114525 &), &
6c 2k 7 FREYH ND6 H R 75 HLXT A, « « " 4R
RARERE,

HEEYIER M RE 58 R R 8
WERMBHRS, MR ZAEEEFXWTER
AR UNERGEH#HIT T REENE, 7£37.5
pL AR S, M DNA FREE] 0. 25 pg L L347]
BHBIERSTE R, ZERTTLIXT 4 ~37 CIERE
A B [E]E 120 d 2 P 2 R A (] A R A 1
EFRRNR S E R MR B & Fh R B HZ &R
SAMEEM. X I REZEAFE PR
10 EH B AR IEHEAER EREE, £H
TREEXNPRIBREAKKIEE S, B M REE.
WERE IR B PR IR A 4 J7 E Xt
RGBT TR, HIRAE TR R, ]
EATAZ T REEEELRE RPN
LA

TR MERREERE SV M ARRASR

B 3Tk

¥ 4

o o " 1 /
150 44381452 14 674
14 438 L14 525

b

Human AGGATACTCC TCAATAGUOCA TCGCTGTAGT A

Momkey T ¢ 1t caa’ag ¢**ur” geagt agta”aacca T
Caule ¢a vt ant T 28 g
Cap tetecca*ava ¢**c*rer"Y adacatatrag g
Pig “aacattgga gtrt®g*ectrac *art™ gt [
Dog c*c*a*tgg* g*rittccarar **q 2
Chicken ™t ¢ ® * * ™ ga* Tagegctiegg ca**tarttira g

TATCCAAAG ACAACCATCA TTOCCCOCOTAA ATAAAT
Yoo x e e ¢ PEPEEEI

A*Ygar*Te* *Yar**a*toate grtrgrtactrce *acrte

atT**rcccec tatrTarrate ca*ga*tte* r*fecocta

ctatitccta cartglagg®c gageg**ratr* 1 *"*cag

ctggrtert Taat*(Ccareg €Cctaatr*er1¢e oo *

Fertaceeat *faagecw

atee rrrgrarrce* ttgaares

B 6 ND6EEG TR L14438 5 114525 2 )
Fig.6 The ND6 positions of L14150 and L14674
on mitochondrial DNA. Numbering is according to
the human mtDNA sequence
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Duplex Amplification of Mitochondrial DNA for Species Identification
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Abstract: Two pairs of primers for the cyt b gene and ND6 gene sequences were designed and biological sample of 14 species of
animals (including humans) PCR were amplified, and the products were analyzed by poly — acrylamide gel electrophoresis
(PAGE) and stained with silver nitrate. The results demonstrate that the two electrophoretic bands of the cyt b gene fragment
(358 bp) and ND6 gene fragment (181 bp) are human samples; and the one electrophoresis strip of 358 bp Cytb gene fragments
is animal sources. In 37.5 pl PCR reaction system, the minimum detectable template concentration is 0.25 pg genomic DNA.
Samples can be distinguished correctly at 4°C, room temperature and 37 °C, after four months later. Samples placed in a high
humidity environment for 50 days and bloodstains formed in the concrete floor or on the walls, and soil matrix, can be distin-
guished correctly by the methods. The species identification method of the mitochondrial genome multiplex PCR system with short
detected fragments are high sensitivity and easy to operate and suitable to determine the trace or degradation or obsolete samples
of forensic.
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