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Methods for Monascus purpureus and M. pllosus/ M. ruber species-specific PCR detection and the
discrimination of Monascus species in foods
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Table 1. Primer sets designed in this study

Oligo ID Target gene Sequence (5'=>3') Amplicon size
MPus F TCTTCTCCTTCAGCTTCTTCACC
A
MPUS R mokH G GTTGAAGAGGGGTATGGTATC 804 bp
RubPil F CGTGCCGCTTTGATCTTTTGG N s i i e (5 S A i A S S S 4 6
Log copy number

RubPil R fo AGGGGAGTTGGTGGGCA 158 bp |
& « M. purpureus EIEE— 14 BNIFEEPCR 1A 777X (5| FEMPus) °
Figure 4. M. purpureus species-specific real-time qPCR detection method.
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Table 2. Reproducibility and repeatability of M. purpureus species-specific real-

MPuS F / MPuS R / MPusS P

Bl — - 5|F%f MPuS £ mokH ¥1 AmokH =5 ERIMEEIIE - 230 & time qPCR method (TagMan).
TaqMan probe ° copy number Mean Ct RSD,?,% RSD.?,%
Figure 1. Relative positions of primer set MPuS on mokH and AmokH 4000000 14.74 0.98 + 0.08 0.5
sequences. The TagMan probe is in green. MPuS P: 5’-FAM-
GATTGTGTGTGGTCAATGGGG-BHQ1-3’ 400000 18.87 1.47 £ 0.07 0.37
40000 21.93 0.63 £ 0.06 0.25
M 1 23 M 45 M 6 7 8 9 10 1M93910M 23 456738
(A) 4000 25.74 0.41 £ 0.09 0.33
(B)
400 29.12 0.59 £ 0.08 0.27
40 32.45 0.87 £ 0.15 0.47
4 36.23 1.93 £ 0.24 0.67
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Figure 2. Specificity tests. b
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(A) MPus ° (B) Rubpil © M: 100 bp marker * 1: M. barkeri BCRC 333097 * 2: M. x— * AL#AE M. purpureus EESE — £ BI5E = PCR HYALZA & aniAll 5
kaoliang BCRC 315067 ° 3: M. sanguineus BCRC 33446 ° 4: M. lunisporas BCRC 336407 ° Table 3. M. purpureus species-specific real-tlme qPCR test on Monascus foods
5: M. argentinesis BCRC 33998" = 6: M. purpureus BCRC 31542 - 7: M. pallens BCRC v s v
= 1 @ BH4E E \
336417 > 8: M. floridanus BCRC 333107 = 9: M. pilosus BCRC31502" * 10: M. ruber H”f‘ LASiRS, i AR R S
315397 - AR 34.89 + 0.99 M. purpureus Yes
,IWH‘ vE AR AL B 33.55 + 0.92 M. purpureus Yes
AR D S ND* M. purpureus No
(A) | ~ WERRAL R E 37.56 + 0.02 M. purpureus Yes
mH AL B SR 34.58 + 1.99 M. purpureus Yes
IS Be A1 AT ND M. pilosus/ruber Yes
SELAMEBE ND M. pilosus/ruber Yes
— o MIEZEA AP E ND M. pilosus/ruber Yes
ans b AR ND M. pilosus/ruber Yes
" s,
ARZE Y ND M. pilosus/ruber Yes
- AR R 31.36 + 0.29 M. purpureus Yes
- - TCR X AL T 37.16 + 0.30 M. purpureus Yes
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(A) M. purpureus specific PCR. (B) M. pilosus/ruber specific PCR. M: 100 bp 5% {5 F pCR MET 58] <
marker 1: M. purpureus BCRC 315427. 2: M. pilosus BCRC 31502". 3: M. ruber BCRC 31532, Y ; Y
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