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Dual real-time PCR method for rapid detection of sole fish and Pangasius
bocourti-derived components in fish products
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Abstract: Objective To establish a dual real-time PCR rapid detection method for sole fish and Pangasius bocourti-
derived components. Methods Universal TagMan primers and probe sets were designed according to the mitochondrial
16S rRNA gene sequence of 13 species of sole fish. TagMan primers and probe sets were designed according to the
mitochondrial ¢yth gene sequence of Pangasius bocourti, and the amplification reaction system was optimized for real-time
PCR to achieve the purpose of rapid detection of products. Results This method had good specificity, and the sensitivity
could reach 107 ng sole fish DNA. Sole fish 16S rRNA gene could be detected in fish products mixed with carp meal, and
the mass fraction sensitivity could reach 1%. The sensitivity could reach 10™ng Pangasius bocourti DNA. Pangasius
bocourti cytb gene could be detected in fish products mixed with sole fish, atlantic cod meal and rice noodles, the mass
fraction sensitivity of sole fish and atlantic cod meal could reach 0. 1%, and the mass fraction sensitivity of rice noodles
could reach 0. 001%. Conclusion This method had high specificity, high speed and high sensitivity, and could meet the
detection requirements of sole fish authenticity and Pangasius bocourti adulteration in fish meat products.
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FE>99% , 45 8 5 fify EL Vb £ BH Pk A A 184 7= 4 114
FF ¥ 5 7E NCBI #E47 BLAST Fexf, REA R3] 5 8 v
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Figure 2 Relationship between the amount of template DNA in the assay and Ct values

2.3 P BUOR IR 4R
2.3.1 el b b i 5 o K 5 AR A 4 R

2 b o Ry B =0. 1% I 3 ] B S
Pl (| 3),a Bl BV Hex 28615 5 (3
L)CUE I N & 10% BV 1085 5 2 8 55 654 .
26.57; % 1% EL Vb 10083 19 2 W 75 Bk « 28. 865 &
0. 1% L ¥> a8 (192 18 5 8k : 33, 16, {HiZ2H T2
WEHB AR B A, Z BV as Y MEE 1
T, Y b B AE=1% B, b B bR
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Figure 3 Mass fraction sensitivity test curve 1
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Figure 4 Mass fraction sensitivity test curve 2
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3 1 9 PCR 2 S 1) 74 3 faf i iy 1 [ 5K
T 3 W 8 B AR T 2019 4F R A T (5 £ 1 H i
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201907) € fi kb FEAG 5 J5 % (2019 4R 55 9 5 ), 43 %l
Bt T A R I P B R E W R
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Sflavobrunneum ol A 0 55 Ruvettus pretiosus) G Bz K
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K F B M A0 Dissostichus mawsoni) i 43 B 52 B 28 6
PCR A6 77 ¥ 045 S PE S B AR B, mT ] T 5 £
fish £y | i P\ S5 A B sl S VR B A R
{ELJE: 5256 PCR 2 AR X F T A a0 0 1 70> 0 Y54
By AT R I B T A R WA GE . Tagman $R & 7%
PEOLE it PCR BRI ST IR IF 51 19 57 3 hy
PG A H A, 3" S o OGP K LA . PCR 97 4%
L AR BT 2 TR 7 S0 Ah i 4 3 T R R A SO0 Bk
TE I FE AT, R AN 3 5 o Ak PCR IR K #5
BEAR SR b 455 BT A b TEAE Y B, R Tag
fil 57 -3 S U1 A 5 1R A SR B K R 2¢O 4 2 A
5 PO WK LW o B, 95 5 OB, JF 5 PCR
7R ROEAR G E Tagman BRET Y FE AL T
WA T Tagman MGB #R5F IZARET 1Y 37 bR 1A
VEK LA AN G T —Fh MGB JE 4] iz LW e S 5
XUEE DNA BY/NE S & iR 5 558 7 51 /Y 2% F )
B8 REN Tm AT 52T 10 A A A BE AT 3 Y a2
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i HEH DNA (QIAamp Fast DNA Tissue Kit 21233 X
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