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Abstract: Alopex lagopus- and Nyctereutes procyonoides-specific primers and TagMan probes were designed based on the conserved

n-cai’, QI Yan-ling?, L1'Yong-bo', ZHANG Yan',

sequences in the mitochondrial genome of the Alopex lagopus and the displacement-loop (D-loop) region of Nyctereutes procyonoides. A

real-time polymerase chain reaction (RT-PCR)-based method etermination of Alopex lagopus- and Nyctereutes procyonoides-derived

constituents of commercial meat products was developed.i tudy. The established RT-PCR method was evaluated for specificity, sensitivity,
and linearity; the method showed gooed specificity and s s1tivit§, and the limits of detection for Alopex lagopus DNA and Nyctereutes

procyonoides DNA were 0.5 pg/puLeand 5 pg/uL, respectively. In summary, this RT-PCR method can be used for the identification of Alopex

lagopus- and Nyctereutes procyonoides-derived constituents in commercial samples.
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Table\l Sequences of the primers and probes

7l 4 Fl ¥ BARAH T 53
ARAE- iE: GGATCATACATGACTGCACG
ARAE- K. CCAGATGCCAGGTATAGTTC
\ »J2-p #4t: FAM-AGGGATTTATCACCATGCCTCG-TAMARA
( , #%TF iE: CTACCTCCTGTGCCATGTCG
y #FR B: CGGAGCGAGAAGAGGTACA
#F-P 34t FAM-CTTGCCCCATGCATATAAGCAGGTACA-TAMARA

1.5 PCR R AFR BRI 3 414

T TagMan SERT2é5E PCR WA R (25 L)
AJ: 2xSuperReal Premix(Probe) 12.5 pL, primer-F (10
pumol/L) 0.75 pL, primer-R (10 pmol/L) 0.75 pL, probe
(10 pmol/L) 0.5 uL, 4% DNA 1 pL, ddH,O #hE %
25 uLo.
J5T TagMan SERT 98 PCR § 38 4614 Ttk
95 C. 15min; #7395 C.15s, 61 ‘C.30s, 72 C.
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45 MR, 50 C. 30 s B EIES .
#F SYBR Green LB PCR RMAAZR (20 ul)
Aj: 2xSYBR Premix Ex Taq 10 pL, primer-F (10
umol/L) 0.4 uL, primer-R (10 pmol/L) 0.4 pL, iR
DNA 1 uL, ddH,O #MEZE 20 pL.

5T SYBR Green SZif PCR 434544 R: Atk
95 “C. 30s; #1595 C. 55, 60 C. 30s, 40 M
s, MEfRmhZ 95 ‘C. 5s, 60 ‘C. 1 min, 0.11 C/s
FHEZ 95 CHESERES; 50 C. 30 s BHIES.
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Fig.2 Specificity of Nyctereutes procyonoides primers
E: 1, T2, N2 3, B 4, B 05, M 6, K
5010, %5 11, 2 12, ; 13, KE;
4, K015,

22 TagManTM 5B PCR X{ANAE. 45 F 4530l

8.482 1
7.682
6.882
6.082 F
52821
44821
3.682
2.882
2.082
1.282
0.482F

Fluorescence
T

Cycles
& 3 #hEREIREIVIEFES TagMan RT-PCR &4k
Fig.3 TagMan RT-PCR amplification curves of gradient
concentration of Alopex lagopus DNA
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Fig.4 Standard curve of gradient concentration of Alopex
lagopus DNA by TagMan RT-PCR
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Fig.5 TagMan RT-PCR amplification.curves of gradient
concentration of Nyctereutes procyonoides DNA
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Fig.10 Standard curve of gradient concentration of Nyctereutes
procyonoides DNA by SYBR RT-PCR
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