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Fig S1: optimization of lengths of domain a, b, ¢ of the hairpin probe. (A)
Optimization of domain a (7nt. 10nt. 13nt. 16nt. 17nt) of the hairpin probe. The
base number is 7nt, the fluorescence signal is relatively weak, but at 8-17 bases, the
fluorescence signal is at a relatively strong level. (B) Optimization of domain b (4nt.

8nt. 12nt. 16nt. 18nt) of the hairpin probe. It could be seen that the fluorescence
intensity of b was almost the same from 4-18 nt, and even when B is o, similar results
were obtained (the results are not shown). (C) Optimization of domain ¢ (5nt. 8nt.

12nt. 17nt. 23nt) of the hairpin probe. It could be seen that the all of lengths from
10nt to 23nt had similar and strong signals. Domain a (16nt), domain b (4nt) and
domain ¢ (17nt) were chosen as the length of the hairpin probe in the following PICA

mechanism experiments except for special indication.
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Fig S2. Condition optimization of the PICA reaction. (A) Optimization of Bst
DNA polymerase, (B) Optimization of Mg?*, (C) Optimization of temperature and (D)
Optimization of betaine. 4U Bst DNA polymerase, 3mM Mg?*, 65 °C and 1.4M
betaine were chosen in the PICA reaction.
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Figure S3. Necessity analysis of the repeated a and a* in PICA. From the 8%
PAGE gel analysis, it was known that only when the hairpin probe had a* at the 3’
end and repeated a at the 5° end simultaneously, the PICA reaction could happen.
(lane 1: DNA marker; lane 2: PICA product from the hairpin probe with a* at 3’ the
end; lane 3: PICA product from the hairpin probe without a* at the 3’ end; lane 4:
PICA product from the hairpin probe without repeated a at the stem; lane 5: PICA
product from the hairpin probe without repeated a at the 5° end).



A

Repeated sequences

TACTAGTACTACCTCTTGAG - »3y
ATGATCATGATGGAGA ACTC ATGATCATGATGGAGA ¥

B
Nucleic acids Sequences (5'-3")
TACTAGTACTACCTCTTGAGTACTACTA
20-bp CTAGGATCTTGCGTACTAGTACGCCCT
tandem CTTGAGACCTAGTTCAAAATGTGCTG

repeats 227bp
with
variable
numbers

AGTACTAGAGCTACCGGTCTTTGCGTA
CTTGCAATCCATCTTGGAGTACTAGTA
CTACCTCTTCRGCTACTAGTAGTACCT

GATAAGTACTAGTTGTACTCTAGAGTT

GAGTACTAGTACTACTCTATGGGACTA
GTAGTACCC

Fig S4. the PICA products were subcloned into a TA cloning vector, and sequenced.

(A) The predicted repeated sequence of the hairpin probe by PICA. The hairpin probe

with domain a, b and c. The red part represents domain a, the green part represents

domain b, the black part represents domain ¢, and the orange part represents domain

a*. The hairpin probes are formed by ligation corresponding fragments (a+b+a and

cta*). (B) The sequencing data of 20-bp amplification products. The dotted line

represented the insertion of unexpected bases. the bold indicates the mutated base.
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FigS5. Fluorescence analysis of PICA. (A) Fluorescence signal of PICA products
between the hairpin probe and control probe. Here, hairpin Probe without a*( Table
S2) was chosen the control probe. (B) Relationship between fluorescent intensities
and the concentrations of hairpin probes. It could be seen that the sensitivity of the

assay could be as low as 4pM.
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FigS6. Fluorescence analysis of CRT. Real-time monitoring of the fluorescence of
cyclic reverse transcription with curve A (variable primer + let-7d +reverse
transcriptase), with curve B (linear primer + let-7d +reverse transcriptase), with curve

C (variable primer + H,O +reverse transcriptase).
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FigS7.Fluorescence analysis of CRT-PICA. curve 1: variable primer + let-7d + two
enzymes (reverse transcriptase + Bst polymerase); curve 2: variable primer + miR122

+ two enzymes; curve 3: variable primer + H,O +two enzymes.
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Fig S8. Fluorescence analysis of CRT-PICA. the target miRNA let7d in the range
from 1.2 aM to 1.2 pM by real-time measurement of the fluorescence intensity.
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FigS9. Real-time monitoring of the fluorescence of CR-PICA from HBoV. (A) curve

1: variable primer + HBoV + Bst polymerase; curve 2: variable primer + Cpn+ Bst

polymerase; curve 3: variable primer + H,O+ Bst polymerase.
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FigS10. Fluorescence analysis of CR-PICA. (A) The real-time fluorescence curve for
the CR-PICA detection platform triggered by HBoV. (B) Relationship between the
POI value and the logarithm of the amount of HBoV. the HBoV could be detected
quantitatively in the range from 4aM to 4pM by real-time measurement of the
fluorescence intensity of the CR-PICA products with the help of SYBR Green II.



Length Sequence(5’-3°)

Length of Tnt AGAGGTACTCATTTCCTTTTCTCTATTTAAGAGGTAAGTTGCCTTCAGAACTC

g

10nt AGAGGTAGTACTCATTTCCTTTTCTCAGAGGTAGTAAGTTGCCTTCAGAACTCI

13nt AGAGGTAGTACTACTCATTTCCTAGAGGTAGTACTAAGTTGCCTTCAGAACTC

16nt AGAGGTAGTACTAGTACTCAAGAGGTAGTACTAGTAAGTTGCCTTCAGAACTC

17nt AGAGGTAGTACTAGTATCTAGAGGTAGTACTAGTATAGTTGCCTTCAGAACTC

Length of
nh

4nt AGAGGTAGTACTAGTACTCAAGAGGTAGTACTAGTAAGTTGCCTTCAGAACTC

8nt AGAGGTAGTACTAGCTCATTTCAGAGGTAGTACTAGAGTTGCCTTCAGAACTC

AGAGGTAGTACTCTCATTTCCTTTAGAGGTAGTACTAGTTGCCTTCAGAACTCAC

16nt AGAGGTAGTACTCATTTCCTTTTCTCAGAGGTAGTAAGTTGCCTTCAGAACTC

18nt AGAGGTAGTCTCATTTCCTTTTCTCTAAGAGGTAGTAGTTGCCTTCAGAACTC

1
1
1
]
1
1
T
: 12nt
1
1
|
]
1
1

Length of Snt AGAGGTAGTACTAGTACTCAAGAGGTAGTACTAGTAAGTTG

new

8nt AGAGGTAGTACTAGTACTCAAGAGGTAGTACTAGTAAGTTGCCT

12nt AGAGGTAGTACTAGTACTCAAGAGGTAGTACTAGTAAGTTGCCTTCAG

17nt AGAGGTAGTACTAGTACTCAAGAGGTAGTACTAGTAAGTTGCCTTCAGAACTC

AGAGGTAGTACTAGTACTCAAGAGGTAGTACTAGTAAGTTGCCTTCAGAACTCTACTAC

TableS1. The hairpin probes with different length of domain a, b and c. The red part
represents domain a, the green part represents domain b, the black part represents
domain ¢, and the orange part represents domain a*. The hairpin probes are formed by

ligation corresponding fragments (a+b+a and c+a*).



Species Sequence (57-3”)

Hairpin Probe AGAGGTAGTACTAGTACTCAAGAGGTAGTACTAGTAAGTTGCCTTCAGAACTC

Hairpin AGAGGTAGTACTAGTACTCAAGAGGTAGTACTAGTAAGTTGCCTTCAGAACTCTTACCGA

Probe without a* ATACTCTAA

Hairpin AGAGGTAGTACTAGTACTCAAGAGGTAGTACTAGTAAGTTGCCTTCAGAACTC
Probe without repeat a

at the stem

Hairpin AGAGGTAGTACTAGTACTCAAGAGGTAGTACTAGTAAGTTGCCTTCAGAACTC
Probe without repeat a
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TableS2. The sequence of the hairpin probe was equipped with a* and repeated a for
the PICA reaction. The red part represents domain a of the hairpin probe, the green
part represents domain b, the black part represents domain c, and the orange part
represents domain a*. The blue part is different from the hairpin probe. The hairpin

probes are formed by ligation corresponding fragments (a+b+a and c+a*).



| | |
| | |
| Species | Sequence (5°-3”) |
1 ! |
1 1 1
} Hairpin } AGAGGTAGTACT GAGTTCTGAAGGCCTT AGAGGTAGTACT AGTTGCCTTCAGAACTC }
| | |
|
i Probe } i
i \ i
I | I
| Primer | GTAGTACTGAGTTCTGAAG 1
| | |
| ] |

TableS3. The sequences of hairpin probe with a restriction site (underlined base) in
the b domain and the corresponding primer. The red part represents domain a of the
hairpin probe, the green part represents domain b, the black part represents domain c,
and the orange part represents domain a*. The hairpin probe is formed by ligation

corresponding fragment (a+b+a and ct+a*).



T
I
Species | Sequence (5>-3°)
\
P1-Primer AGTAAGTTGCCTTCAGAACTCTAC
P2-Primer GGGGGAGAGGTAGTACTAGTACTCA

TableS4. The sequences of primers used in the sequencing for PICA products.



Species Sequence (5°-3”)

Variable Primer AGAGGTAGTAGAGTTCTGAAGGCCTTAGAGGTAGTAATGCAACC

Linear Primer AGAGGTAGTAGAGTTCTGAAGGCCTTGAATGAAACAATGCAACC

Let7d AGAGGUAGUAGGUUGCAUAGUU

miR122 UGGAGUGUGACAAUGGUGUUUG

TableS5. The sequences of the Variable Primer and Linear Primer and their related
targets in the CRT-PICA reaction system for miRNA detection.



T T
I I
i i Sequence (5°-3”)
Length Tnt AGAGGTAGAGTTCTGAAGGCCTTAGAGGTAATGCAACC
I |
Of " a ”"
8nt AGAGGTAGGAGTTCTGAAGGCCTTAGAGGTAGATGCAACC
|
9nt AGAGGTAGTGAGTTCTGAAGGCCTTAGAGGTAGTATGCAACC
|
10nt AGAGGTAGTAGAGTTCTGAAGGCCTTAGAGGTAGTAATGCAACC
|
11nt AGAGGTAGTATGAGTTCTGAAGGCCTTAGAGGTAGTATATGCAACC
Length Snt AGAGGTAGTAGAGTTCTGAAGGCCTTAGAGGTAGTACAACC
I
Of " c "
6nt AGAGGTAGTAGAGTTCTGAAGGCCTTAGAGGTAGTAGCAACC
Tnt AGAGGTAGTAGAGTTCTGAAGGCCTTAGAGGTAGTATGCAACC
8nt AGAGGTAGTAGAGTTCTGAAGGCCTTAGAGGTAGTAATGCAACC
|
9nt AGAGGTAGTAGAGTTCTGAAGGCCTTAGAGGTAGTAAATGCAACC

TableS6. The sequences of the "a" and "c" length sequences in the variable primer for
let 7d. The different length of "a" (7.,8,9,10,11nt) and The different length of "c"
(5,6,7,8,9nt) were tested. The red bases represented "a". The green bases represented

"b". The black bases represented "c".



Length of “a” POI Length of “c” POI
7 78 5 80
8 73.6 6 76
9 70.5 7 71
10 68.8 8 68.8
11 68.9 9 69

Table S7. Optimization of the

nan

and "c" length sequences in the variable primer of

CRT-PICA for miRNA Let 7d. From the corresponding POI value, the 10 nt length of

"a" and the

respectively.

8 nt length of "c" were chosen in the following experiments,



Variable Primer (5°-3”) target Sequence (5°-3”)

TGAGGTAGTAGAGATTGCTAGTCGTTTGAGGTA let7a UGAGGUAGUAGGUUGUAUAGUU
GTAATACAACC
let7e UGAGGUAGGAGGUUGUAUAGUU
let7f UGAGGUAGUAGAUUGUAUAGUU

I
|
|
|
|
|
|
I
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
|
L

TableS8. Sequences of the variable primer of let7a and targets of let7a, let7e and let7f.
red base indicate mismatched bases to let7a.



| |
| |
miRNA } miRNA sequence (5°-3°) } Variable Primer (5°-3°)
| |
1 1
miR-122-5p | UGGAGUGUGACAAUG | TGGAGTGTGACTATCTTCTAGTCGTTTGGAGTGTGATCACCATTG
| |
| GUGUUUG |
| miR-30c-1-3p CUGGGAGAGGGUUGU | CTGGGAGAGGTACTATGATAGTAACTGGGAGAGGTTTAAACAAC
| UuAcucc :
|
miR-21a-5p UAGCUUAUCAGACUG | TAGCTTATCACAGTATGCTAGTCGTTTAGCTTATCATCATCAGTC
| AUGUUGA |
let-7a UGAGGUAGUAGGUUG | TGAGGTAGTAGAGATTGCTAGTCGTTTGAGGTAGTAATACAACC
| UAUAGUU |
| miR-la-3p UGGAAUGUAAAGAAG | TGGAATGTAACAGTATGCTAGTCGTTTGGAATGTAAATACTTCT
| UAUGUAU :
miR-199a ACAGUAGUCUGCACA | ACAGTAGTCTGAGTAAACTAGTGTATACAGTAGTCTCAATGTGC
‘ | UUGGUUA !
| miR-196a UAGGUAGUUUCAUGU | TAGGTAGTTTCAGTATCGTAGTCCATTAGGTAGTTTACAACATG
| UGUUGGG :
| |

TableS9. Sequences of 7 miRNAs and related variable primers for CRT-PICA in

mouse tissues.



miRNA

miRNA sequence(3'-3")

: RT primers(5'-3")
1

: Taqman Probe(5'-3")
1

: Primers (5'-3")
1

1 T T 1
1 1 1 1
1 1 1 1
| miR- 122- 5p | UGGAGUGUGACAAUGGU | CCTCAAACGAGTGCAGGG | (6- | fw | CTGGAGTGTGACAATGG |
! ' GUUUG ! TCCGAGGTATTCGCACTCG | FAM)CGTTTGAGGT | TG !
! ! | TITTGAGGTAGTTCAAACAC ! AGTTCAAACACCA M~ T
1 1 1 1 (BHQ1) 1 1 1
'miR- 30c- 1- 3p ! CUGGGAGAGGGUUGUUU ! CCTCAAACGAGTGCAGGG ! (6- 'fiv | CCTGGGAGAGGGTIGIT !
i | ACUCC | TCCGAGGTATTCGCACTCG | FAM)GTTTGAGGTA 1 IT i
1 1 1 1
i : | TITGAGGTAGTCGGAGTA :GTCGGAGTAAAC(B T
HQI) 1 1 1
1 1 1 1 1 1 1
| miR-24-3p | UGGCUCAGUUCAGCAGG | CCTCAAACGAGTGCAGGG 1 (6- | fw | TGGCTCAGTTCAGCAGG |
: | AACAG | TCCGAGGTATTCGCACTCG | FAM)GTTTGAGGTC | 1A i
! ! | TTTGAGGTCGTCTGTTGC :(QB’{)CTGTTCCTGC(BH |
1 1 1 1 1 1 1
L let-Ta | UGAGGUAGUAGGUUGUA | CCTCAAACGAGTGCAGGG ! (6- 'fiv ! GCCGCTGAGGTAGTAGG !
! 1 UAGUU | TCCGAGGTATTCGCACTCG | FAM)TCGTTTGAGGT | | TIGTA [
TTTGAGGTAGTAATACAAC | AGTAATACAACC(BH
! ! ¥ ! ol (BH 1y 1 GTGCAGGGTCCGAGGT !
1 1 1 1 1 1 1
| miR-1a-3p | UGGAAUGUAAAGAAGUA | CCTCAAACGAGTGCAGGG 1 (6- i fw 1 GGCGTGGAATGTAAAGA |
: | UGUAU | TCCGAGGTATTCGCACTCG | FAM)TCGTTTGAGG | | AGTAT .
! ! | TITTGAGGTGGTATACATAC :é(li)GTATACATAC(BH B e e et e e
1 1 1 1 1 1 1
' miR-199a ! ACAGUAGUCUGCACAUU | CCTCAAACGAGTGCAGGG | (6- 'fiv | GGACAGTAGTCTGCACA |
! | GGUUA | TCCGAGGTATTCGCACTCG | FAM)CTCGITTGAG ! | TIGG [
: : | TITGAGGTTCGTTAACCAA | GTCGTTAACCAAT(B 1 1™ | GTGCAGGGTCCGAGGT !
1 1 | | HQ1) 1 1 1
| miR-196a | UAGGUAGUUUCAUGUUG | CCTCAAACGAGTIGCAGGG 1 (6- | fw | GCGTTAGGTAGTTTCAT
H | UUGGG | TCCGAGGTATTCGCACTCG | FAM)CTCGTTTGAG | | GTTGT .
: : ! TITGAGGTCGTACCCAACA :ggBC;g}JlA)CCCAACAA T T T G
1 1 1 1 1 1 1

TableS10. Sequences of the

mouse tissues.

TagMan RT-qPCR assay in 7 miRNAs detection of



Sample la-3p 1 30c-1-3p 'let-7a ' 24-3p 122-5p ' 196a 199a
heart 9335 9336 9156 9027 91.30 10623 99.85
“brain 1112 10556 101.84 89.07 101.96 105  89.01
“Kidney 86.86 9716 10356 11037 10523 10465 103.03
“lung 9895 961 9411 9304 10614 10052 1042
muscle 8256 103.24 9826 10434 98.96 1021 10661
Tiver 9464 nd. 8836 9667 8766 9265 9964
cereb 1028 9806 9058 9528 10756 9798 96.74

! Negativecontrol :nd. :n.d. ind. 'had ‘nd. ‘nd. ‘nd.
‘Sample la-3p | 30c-1-3p let-7a 24-3p 122-5p 196a 199a
ieast 1785 122 ‘12 1201 116.26 0 676
ébmin 0 0 E ST U IT 123 176
kidney 24.34 8.4 0 0 2.33 1.58 2.68
——y 1225 946 945 1733 142 571 (241
muscle 28.64 2.32 5.3 6.03 8.6 4.13 0
e 1656 nd. 152 137 199 1358 697
cereh 34 75 1298 1509 0 825 987

TableS11.The POI value (a) and relative expression (b) of 7 miRNAs were
analyzed in mouse 7 tissues by using the variable primer CRT-PICA method. The POI

value was expressed as the average of 2 repeated reactions. For a given miRNA, the

fold change was calculated relative to the sample with the lowest expression.



= T T T T
la-3p 30c-1-3p  let-7 24-3p [ 122-5p (196 199

| Sample _ _

T— 2556  125.88 (2241  21.53 21.96 30.4 128.01
o 73801 3126 2603 2099 2688 301 2004
- 2310 2827 2710 3461 3198 2981 2811
Flmg 12911 (2701 (2345 2221 (3302 (2822 2923
— 119.02 29.96 2501 :30.17 2579 2863  :30.15
e 2598 na. 1876 2664 1820 2287  27.66
— '32.14 12854 2101 12301 3389 2781 2494
: Negative control n.d. n.d. n.d. n.d. n.d. n.d. n.d.

' Sample 1a-3p 130c-1-3p [let-7a  24-3p  [122-5p | 196a 11992
heart 12.45 538 469 1308 1193 |0 2.14
brain 0 0 '1.07 1362 7.0 0.3 10.11
' kidney ' 14.91 12.99 Lo L 11.91 10.59 12.04
lung 18.90 1425 1365 24 10.87 212 10.92

- muscle 1 18.98 11.30 12.09 444 '5.10 Fi £
liver 12.03 nd 834 1797 1569 743 249
' cereb 13.87 12,72 16.09 116 0 2.59 1521

TableS12.Tagman RT-qPCR method analyzes the Ct value (a) and relative
expression (b) of 7 miRNAs in mouse 7 tissues (Ct value was expressed as the
average of 2 replicates, for a given miRNA, the fold change was calculated relative to

the sample with the lowest expression).



! Sample {1a-3p 130c-1-3p ! let-7a 124-3p 1122-5p | 196a 1199a

| heart 193.24 193.28 191.58 190.25 191.28 1106.28 1 99.88
‘brain 1110.18 1105.58 1101.86  89.03 1028 10488 89.25

' Kidney 1 86.89 197.14 1103.55 (11033 10527 10443 10395
| lung | 98.83 195.93 [ 94.01 193.02 1 106.4 110039 | 104.35
| musele 182.43 1103.26 198.23 1104.24 1 98.93 110213 [ 106.49
! liver 194.53 ‘n.d. | 88.38 196.63 | 87.63 192.57 199.72

' cereb 1101.9 198,08 9054 9513 (107.6  97.99  96.76
Negative control n.d. n.d. n.d. n.d. n.d. n.d. n.d.

| Sample {1a-3p 130c-1-3p  ilet-7a  124-3p 1122-5p 196a 1199a
heart 16.94 1123 1197 2008 1625 0 6.75
brain 0 "0 1.69 213 14,73 124 17.55

| kidney 123.29 | 8.44 Lo Lo 12.26 1.84 12.68

| lung [11.35 10.65 10.54 117.31 (1.03 1357 12.48
muscle 127.75 12.32 1532 1 6.09 {8.6 4.2 o

liver ' 15.65 n.d. 15.17 13.7 19.9 13.65 6.89

' cereb 1828 75 1301 (152 0 826 19.74

TableS13.The POI value (a) and relative expression (b) of 7 miRNA profiles in
mouse 7 tissues measured using multiple methods. The POI value was expressed as
the average of 2 repeated reactions. The fold change was calculated relative to the

sample with the lowest expression for a given miRNA.



APOI ( relative to singleplex protocol)

‘Sample 1a-3p 30c-1-3p 'let-7a 24-3p 1122-5p (196a

'199a

heart  -0.11

-0.08

0.02

-0.02

-0.02

0.05

0.03

‘brain  -1.02

0.02

50.02

-0.04

0.84

5—0.12

0.24

Kidney 0.03

-0.02

-0.01

-0.04

0.04

-0.22

0.02

lung -0.12

017

-0.1

20.02

0.26

0.13

0.15

‘muscle -0.13

0.02

-0.03

-0.1

-0.03

0.03

-0.12

liver  -0.11

En.d.

0.02

-0.04

-0.03

-0.08

0.07

cereb 5-0.9

0.02

0.0

2015

0.07

0.01

0.02

‘average £0.34

5-0.03

5-0.02

5-0.06

50.16

5-0.06

50.058

‘Stdev. 043

10,07

10.05

0048 0316 0099 0113

TableS14. Comparison of singleplex and multiplex variable primer CRT-PICA

analySiS.APOI = PC)Imultiplex' POIsingleplex-



Species

Sequence(5°-37)

Variable Probe

GCCGGCAGACGAGTTCTGAAGGCCTTGCCGGCAGACTCCAATAT

HBoV GCCGGCAGACATATTGGATTCCAAGATGGCGTCTGTACAACCACGTCACATATAAAATAATAAATAT
TCACAAG
Control AGAGGTAGTACTAGTAGAGTTCTGAAGGCCTTATTAAGTTGCCTTCAGAACTCTACTACTACTAGTAC
|
TACCTCT
TableS15.  Sequences of HBoV detection for CR-PICA.




A B

Bst DNA Polymerase POI Mg?* POI
2U0 72 2mM 71
4U 63 2.5mM 65
6U 64 3mM 63
8U 65 3.5mM 66
10U 68 4mM 74
c D
Temperature POI Betaine POI
63 C 638 0.66M 81
64°C 64 IM 67
65°C 63 1.4M 63
66°C 65 1.8M 74
67°C 73 2.2M 83
E F
Length of “a” POI Length of “c” POI
7 76 5 73
8 70 6 71
9 67 7 68
10 63 8 63
11 63.8 9 63.3

Table S16. Condition optimization of the CR-PICA reaction. (A) Optimization of
Bst DNA polymerase, (B) Optimization of Mg?*, (C) Optimization of temperature and
(D) Optimization of betaine. 4U Bst DNA polymerase, 3mM Mg?*, 65 °C and 1.4M
betaine were chosen in the PICA reaction. Optimization of the "a" (E) and "c¢" (F)
length sequences in the variable primer of CR-PICA for HBoV. From the
corresponding POI value, the 10nt length of "a" and the 8nt length of "c¢" were chosen

in the following experiments, respectively.



Length

Sequence (5'-3")

Lengthof"a " nt GCCGGCAGAGTTCTGAAGGCCTTGCCGGCATCCAATAT

8nt GCCGGCAGGAGTTCTGAAGGCCTTGCCGGCAGTCCAATAT

9nt GCCGGCAGAGAGTTCTGAAGGCCTTGCCGGCAGATCCAATAT

10nt GCCGGCAGACGAGTTCTGAAGGCCTTGCCGGCAGACTCCAATAT

11nt GCCGGCAGACTGAGTTCTGAAGGCCTTGCCGGCAGACTTCCAATAT
Lengthof "¢ " Snt GCCGGCAGACGAGTTCTGAAGGCCTTGCCGGCAGACAATAT

V 6nt GCCGGCAGACGAGTTCTGAAGGCCTTGCCGGCAGACCAATAT

nt GCCGGCAGACGAGTTCTGAAGGCCTTGCCGGCAGACCCAATAT

8nt GCCGGCAGACGAGTTCTGAAGGCCTTGCCGGCAGACTCCAATAT

9nt GCCGGCAGACGAGTTCTGAAGGCCTTGCCGGCAGACATCCAATAT

TableS17. The sequences of the

"a" and "c" length sequences in the variable primer

for HBoV. The different length of "a" (7,8,9,10,11nt) and The different length of "c"

(5,6,7,8,9nt) were tested. The red bases represented "a". The green bases represented

"b". The black bases represented "c".



