Table S1. Single-Factor Optimization Results of the Self-Developed High-Salinity Lysate Method (Concentration)

C.albicans
(CFU/ml) 1073 1075 1077
Concentration (ng/uL) Mean SD CV  Concentration (ng/uL) Mean SD CV Concentra;lon (ng/uL. Mean SD CV
Concentration 1 5.33 5.18 5.29 527 0.08 147% 1235 12.82 1293 1270 031 243% 7141 7253  69.81 7125 137 1.92%
of Guanidine 2 5.24 5.37 5.12 524 013 238% 1325 13.13 13.33 1324 010 0.76% 76.64 7324 7733 7574 219 2.89%
Hydrochloride 3 6.05 5.92 6.08 6.02 009 141% 16,55 16.45 16.63 1654 0.09 0.55% 11215 11646 112.82 11381 232 2.04%
(mol/L) 4 522 5.25 5.38 528 009 1.61% 14.05 13.92 1413 14.03 0.11 0.76% 91.15 8843 8645 88.68 236 2.66%
5 4.82 4.93 497 491 0.08 158% 1355 13.42 13.63 1353 0.11 0.78% 6323 6552 6417 6431 115 1.79%
Volume 30 4.85 4.76 4.89 483 007 138% 11.25 11.12 11.33 11.23  0.11 094% 69.32  68.31 7194 6986 1.87 2.68%
fraction of 40 5.52 543 5.58 551 0.08 1.37% 13.85 13.72 13.98 13.85 0.13 0.94% 100.16 98.63 102.16 10032 1.77 1.76%
isopropanol 50 6.23 6.15 6.29 622 007 113% 1735 17.22 1733 17.30 0.07 040% 131.21 12896 13043 13020 1.14 0.88%
(%) 60 542 5.35 5.48 542 007 120% 1455 14.42 14.63 1453 011 0.73% 113.85 111.23 11152 11220 144 1.28%
70 4.72 4.63 4.78 471 0.08 1.60% 12.05 11.92 1242 1213 026 2.14% 7424 76.96 7237 7452 231 3.10%
0 4.71 4.53 4.58 461 009 202% 10.53 10.41 10.63 1052 0.11 1.05% 5123  51.51 49.87  50.87 0.88 1.72%
Volume 2 5.34 5.28 5.35 532 004 071% 1313 12.95 1318 13.09 0.12 092% 86.42 8353 8524 85.06 145 1.71%
fraction of 4 6.53 6.42 6.59 651 009 132% 18.26 17.92 1815 1811 0.17 0.96% 153.02 154.29 150.85 152.72 1.74 1.14%
Triton X-100 6 5.67 5.57 5.62 562 005 0.89%% 14.70 14.74 1496 1480 0.14 095% 122.78 12190 12236 12235 044 0.36%
(%) 8 5.02 4.93 5.08 501 0.08 151% 1224 12.16 1224 1221 005 0.38% 84.66 8287 8323 8359 095 1.13%
10 4.62 4.53 4.62 459 005 1.13% 11.46 10.98 1126  11.23 024 215% 6125 5892 6265 6094 1.88 3.09%
6 4.34 4.15 425 425 010 224%  9.82 9.61 9.94 979 017 171% 60.83  59.21 61.21 6042 1.06 1.76%
5.02 4.98 5.03 501 003 053% 1253 12.42 12.69 1255 0.14 1.08%  82.56 7854 8250  81.20 230 2.84%
8 5.63 5.53 5.68 561 0.08 1.36% 1528 15.12 1538 1526 0.13 0.86% 133.57 130.32 13325 13238 1.79 1.35%
pH 9 6.12 6.09 6.17 6.13 004 0.66% 17.05 16.96 1713 17.05 0.09 0.50% 160.62 163.67 16431 162.87 197 1.21%
10 8.87 8.70 8.89 882 010 1.18% 19.36 19.41 19.67 1948 0.17 0.85% 219.13 216.26 21854 21798 1.52 0.70%
11 6.23 6.15 6.24 621 005 0.79% 16.85 16.75 1693 16.84 0.09 054% 161.28 16151 166.32 163.04 2.85 1.75%
12 5.31 523 5.32 529 005 093% 1342 13.02 13.21 1322 020 151% 90.17 93.62 9494 9291 246 2.65%
Table S1. Single-Factor Optimization Results of the Self-Developed High-Salinity Lysate Method (Concentration)
C.neoformans
(CFU/ml) 1073 1075 1017



Concentration (ng/pL

Concentration (ng/uL) Mean SD CV  Concentration (ng/uL) Mean SD CV ) Mean SD CV
Concentration 1 4.75 4.93 4.81 483 0.09 190% 14.30 14.72 1445 1449 021 147% 3226 31.53 31.12 31.64 058 1.83%
of Guanidine 2 5.12 4.92 5.05 503 0.10 2.02% 1535 14.93 1512 1513 021 1.39%  46.23 44.16 45.92 4544 112 2.46%
Hydrochloride 3 5.95 6.02 6.25 6.07 016 258% 17.98 17.63 1785 17.82 0.18 0.99%  62.67 59.47 62.41 6152 178 2.89%
(mol/L) 4 5.32 5.15 5.28 525 0.09 1.69% 15.50 15.11 1531 1531 020 1.27% 47.39 48.85 48.17 4814 073 1.52%
5 4.58 4.40 4.65 454 0.13 284% 14.40 14.08 1425 1424 016 1.12% 26.62 25.28 25.73 25.88 0.68 2.64%
Volume 30 4.30 4.08 4.22 420 0.11 2.65% 1235 11.92 1214 1214 022 1.77%  49.25 48.89 50.84 49.66 1.04 2.09%
fraction of 40 4.88 4.96 4.79 488 009 1.74% 14.95 14.55 1473 1474 020 1.36% 57.62 56.47 54.90 56.33 137 2.42%
isopropanol 50 6.20 6.01 6.15 6.12 010 1.61% 18.75 18.39 1857 1857 018 0.97%  83.59 79.54 81.92 81.68 2.04 2.49%
(%) 60 5.35 5.42 5.27 535 0.08 1.40% 15.45 15.73 1526 1548 024 1.53% 6143 61.18 63.35 61.99 119 1.92%
70 4.32 441 4.25 433 0.08 1.85% 13.25 12.81 1325 13.10 025 1.94% 42.19 42.37 43.17 4258 052 1.23%
0 4.01 4.15 3.95 404 010 254% 11.25 10.81 11.25 11.10 025 229% 62.24 59.64 60.41 60.76 134 2.20%
Volume 2 5.32 5.24 5.33 530 005 093% 14.55 14.17 1432 1435 019 1.33% 77.75 78.45 75.49 7723 155 2.00%
fraction of 4 6.42 6.21 6.35 633 011 1.69% 19.45 19.32 1925 1934 010 0.52% 9341 97.35 99.14 96.63 293 3.03%
Triton X-100 6 5.62 5.40 5.55 552  0.11 2.03% 15.75 15.34 1557 1555 021 1.32% 7454 76.92 73.36 7494 181 242%
(%) 8 4.75 4.82 4.65 474 009 1.80% 13.45 13.21 1326 1331 013 0.95%  63.42 61.51 60.24 61.72 1.60 2.59%
10 4.08 4.21 3.98 409 012 282% 1235 11.95 1216 1215 020 1.65%  46.72 44.68 45.47 45.62 1.03 2.25%
6 3.88 4.01 3.90 393 007 178% 10.45 10.32 1029 1035 0.09 0.82%  65.14 63.14 65.16 6448 116 1.80%
4.82 4.63 4.75 473 010 2.03% 14.13 13.63 13.86 13.87 025 1.80%  83.63 80.54 79.92 81.36 199 2.44%
5.54 5.32 5.45 544 0.11 2.03% 16.75 16.37 1654 1655 019 1.15% 126.82 126,51 12845 12726 1.04 0.82%
pH 9 6.12 5.93 6.05 6.03 010 1.59%  18.35 17.91 18.14 1813 0.22 1.21% 15827 159.73 15524 157.75 229 1.45%
10 6.72 6.50 6.65 6.62 011 1.70%  20.25 19.82 20.12 20.06 022 1.10% 21471 21390 216.09 21490 111 0.52%
11 6.22 6.21 6.15 6.19 0.04 0.61% 18.28 19.21 19.15 18.88 0.52 2.76% 14542 14525 14852 14640 184 1.26%
12 5.35 5.18 5.25 526 0.09 1.62% 15.34 15.13 1525 1524 011 0.69%  90.93 88.34 88.83 89.37 138 1.54%
Table S1. Single-Factor Optimization Results of the Self-Developed High-Salinity Lysate Method (Concentration)
A fumigatus
(CFU/ml) 1072 104 1076
Concentration (ng/uL) Mean SD CV  Concentration (ng/uL) Mean SD CV Concentra;lon (ng/ul Mean SD CV
Concentration 1 4.29 4.38 4.42 436 007 153% 1598 15.86 1631 16.05 023 1.45% 57.46 56.39 56.53 56.79 0.58 1.02%
of Guanidine 2 8.18 8.36 8.11 822 013 157% 19.46 19.25 1953 1941 015 0.75% 78.93 78.86 79.99 79.26  0.63 0.80%



Hydrochloride
(mol/L)

Volume
fraction of
isopropanol

(%)

Volume
fraction of
Triton X-100
(%)

pH

10
11
12

13.95
9.72
5.86
5.84

11.52

15.88
9.15
4.93
6.67

10.19

13.42

10.32
7.98
4.46
6.35
8.89
9.53

11.86

14.89

10.75
6.39

13.88
9.53
5.79
5.87

11.35

15.81
9.18
4.86
6.68

10.32

13.15
10.84
791
4.49
6.18
8.82
9.46
12.39
14.82
10.68
6.39

14.14
9.65
5.93
591

11.59

15.95
9.22
5.12
6.54

10.26

13.49
9.94
8.15
4.53
6.32
8.96
9.67

12.43

15.16

10.72
6.46

13.99
9.63
5.86
5.87

11.49

15.88
9.18
4.97
6.63

10.26

13.35
8.01
4.49
4.49
6.28
8.89
9.55
12.23
14.96
10.72
6.41

0.13
0.10
0.07
0.04
0.12
0.07
0.04
0.13
0.08
0.07
0.18
0.12
0.04
0.04
0.09
0.07
0.11
0.32
0.18
0.04
0.04

0.96%
1.00%
1.19%
0.60%
1.07%
0.44%
0.38%
2.71%
1.18%
0.63%
1.34%
1.54%
0.78%
0.78%
1.44%
0.79%
1.12%
2.60%
1.20%
0.33%
0.63%

27.53
23.25
18.68
16.39
20.93
26.86
22.59
17.66
15.46
19.93
28.16
24.56
23.82
19.09
16.73
20.39
24.16
26.53
27.26
23.09
18.46

27.46
23.15
18.65
16.32
20.86
26.79
22.42
17.89
15.29
19.92
27.99
24.55
23.75
19.12
16.46
20.32
24.49
26.46
27.19
23.32
17.89

27.69
23.32
18.75
16.56
20.99
25.93
22.66
18.03
15.53
20.06
28.13
24.74
23.89
19.16
16.80
20.47
24.23
26.69
28.33
23.16
18.53

27.56
23.24
18.69
16.42
20.93
26.53
22.56
17.86
15.43
19.97
28.09
24.62
23.82
19.12
16.66
20.39
24.29
26.56
27.59
23.19
18.29

0.12
0.09
0.05
0.12
0.07
0.52
0.12
0.19
0.12
0.08
0.09
0.11
0.07
0.04
0.18
0.08
0.17
0.12
0.64
0.12
0.35

0.43%
0.37%
0.27%
0.75%
0.31%
1.95%
0.55%
1.05%
0.80%
0.39%
0.32%
0.43%
0.29%
0.18%
1.08%
0.37%
0.72%
0.44%
2.32%
0.51%
1.92%

83.26

66.82

40.46

64.32

86.39
123.09
109.66
73.96

63.89

85.26
127.46
98.91

83.13

75.59

72.39

99.93

110.66
131.69
160.82
113.46
94.09

85.19

66.75

40.39

63.75

85.82
120.02
105.49
75.85

65.92

86.29
122.55
97.23

88.16

77.62

74.89

96.42

107.59
136.26
164.75
113.39
94.62

83.33

63.89

41.53

64.89

86.46
119.18
109.73
76.03

64.06

83.53
124.73
95.16

86.20

79.66

75.46

95.99

112.73
135.40
162.69
116.83
96.16

83.93

65.82

40.79

64.32

86.22
120.76
108.29
75.28

64.62

85.03
12491
97.10

85.83

77.62

74.25

97.45

110.33
134.45
162.75
114.56
94.96

1.09
1.67
0.64
0.57
0.35
2.06
243
1.15
1.13
1.39
2.46
1.88
2.54
2.04
1.63
2.16
2.59
243
1.97
1.97
1.08

1.30%
2.54%
1.57%
0.89%
0.41%
1.70%
2.24%
1.52%
1.74%
1.64%
1.97%
1.93%
2.95%
2.62%
2.20%
2.22%
2.34%
1.81%
1.21%
1.72%
1.13%




Table S2. Single-Factor Optimization Results of the Self-Developed High-Salt Lysis Method (Purity : OD20/2s0)

C.albicans C.neoformans
(CFU/ml) 1073 1075 1077 1073 1075
. 1 194 18 183 185 189 1.8 181 184 187 182 185 180 1.8 192 183
Concentration of 2 188 189 197 181 187 190 188 187 195 187 184 186 188 185 186
Guanidine 3 192 191 194 192 191 194 192 191 190 191 193 18 192 189 190
Hydrochloride
(mol/L) 4 177 168 185 187 196 189 187 187 18 186 184 197 187 185 186
5 173 176 165 183 18 195 183 18 181 18 179 18 18 179 181
30 184 183 195 184 187 184 184 18 193 185 181 18 185 181 193
Volume fraction 40 189 181 187 189 18 191 189 18 196 189 194 18 179 186 187
of isopropanol 50 193 192 192 193 192 195 183 192 191 194 190 18 194 191 182
(%) 60 18 189 188 186 18 195 186 181 188 186 197 184 186 188 184
70 182 181 18 18 187 181 186 181 18 182 179 18 1.8 179 188
0 186 184 194 184 18 183 181 185 18 181 187 180 181 178 185
, 2 187 182 185 184 181 189 182 18 194 18 185 189 187 181 185
\(7)?1;1212 rflrf(cilgg‘ 4 195 192 187 195 18 197 197 183 197 195 182 194 196 193 185
%) 6 181 187 193 18 181 192 188 194 190 188 185 186 188 183 1.86
8 183 188 183 185 18 185 183 181 181 188 184 189 183 184 181
10 183 179 182 180 180 182 180 18 18 180 184 177 180 177 182
6 180 186 183 188 179 184 180 179 18 180 181 187 180 187 178
7 185 181 192 193 18 187 195 194 187 185 196 184 18 182 186
8 189 184 191 189 18 185 183 179 191 189 197 18 190 197 188
pH 9 187 183 194 192 18 184 192 192 18 192 190 191 193 190 181
10 196 189 182 184 195 188 196 184 191 197 185 183 18 185 1.9
11 191 196 183 191 181 183 194 195 18 191 189 189 191 185 1.89
12 186 185 192 186 193 188 186 183 187 186 182 187 186 182 185
Table S2. Single-Factor Optimization Results of the Self-Developed High-Salt Lysis Method (Purity : ODz60/2s0)
C.neoformans A.fumigatus
(CFU/ml) 1077 1072 10 1076
1 184 18 186 182 181 184 181 183 188 184 183 187



Concentration of
Guanidine
Hydrochloride
(mol/L)

Volume fraction
of isopropanol
(%)

Volume fraction
of Triton X-100
(%)

pH

1.86
1.90
1.86
1.81
1.83
1.82
1.92
1.85
1.81
1.80
1.86
1.94
1.84
1.81
1.79
1.79
1.84
1.88
1.91
1.86
1.90
1.85

1.84
1.88
1.85
1.87
1.82
1.89
1.83
1.94
1.86
1.85
1.85
1.83
1.93
1.88
1.98
1.83
1.83
1.83
1.84
1.95
1.88
1.89

1.88
1.92
1.87
1.93
1.86
1.88
1.93
1.86
1.82
1.81
1.92
1.89
1.87
1.82
1.85
1.86
1.85
1.81
1.83
1.87
1.92
1.86

1.85
1.94
1.90
1.85
1.81
1.86
1.85
1.88
1.83
1.81
1.87
1.95
1.87
1.82
1.82
1.79
1.84
1.89
1.92
1.97
191
1.85

1.94
1.84
1.80
1.84
1.90
1.83
1.95
1.97
1.88
1.81
1.84
1.98
1.86
1.81
1.80
1.78
1.83
1.88
1.91
1.92
1.95
1.84

1.82
1.95
1.97
1.83
1.82
1.87
1.84
1.86
1.84
1.79
1.88
1.96
1.88
1.83
1.97
1.84
1.80
1.93
1.93
1.98
1.92
1.81

1.87
1.95
1.91
1.85
1.83
1.89
1.96
1.88
1.84
1.92
1.88
1.97
1.90
1.85
1.95
1.84
1.87
1.98
1.94
1.96
1.78
1.85

1.80
1.94
1.84
1.88
1.94
1.88
1.83
1.85
1.83
1.81
1.85
1.94
1.83
1.82
1.80
1.81
1.88
191
1.96
1.95
1.90
1.82

1.83
1.83
1.97
1.83
1.84
1.89
1.82
1.89
1.86
1.84
1.89
1.78
1.91
1.86
1.86
1.83
1.88
1.91
1.95
1.97
1.83
1.86

1.88
1.96
1.80
1.85
1.83
1.84
1.97
1.88
1.84
1.87
1.88
1.98
1.83
1.85
1.78
1.82
1.87
1.92
1.95
1.97
191
1.85

1.93
1.95
1.81
1.84
1.86
1.82
1.84
1.83
1.83
1.81
1.87
1.84
1.85
1.84
1.98
1.81
1.79
1.96
1.94
1.96
1.95
1.84

1.89
1.83
1.92
1.93
1.84
1.90
1.86
1.89
1.82
1.83
1.84
1.82
1.91
1.83
1.85
1.83
1.88
1.93
1.91
1.98
1.92
1.86




Table S3. ANOVA Results of the Effects of Different Optimization Factors on Fungal Nucleic Acid Extraction Concentration(medium and high concentration)

Fungal species  Optimization factor

Number of

F-value

Medium concentration

P-value

optimum
level

Number
of levels

High concentration

F-value

P-value

optimum
level

Concentration of
Guanidine
Hydrochloride
(mol/L)

Volume fraction of
C. albicans isopropanol
(%)
Volume fraction of
Triton X-100
(%)

System pH
Concentration of
Guanidine
Hydrochloride
(mol/L)

Volume fraction of
C. neoformans 1soproopanol
(%)
Volume fraction of
Triton X-100
(%)

System pH

247.7

745.1

1016

1527

164.7

386.4

734.3

479.6

<0.0001

<0.0001

<0.0001

<0.0001

<0.0001

<0.0001

<0.0001

<0.0001

50

10

3L

50

10

301.3

623.0

2519

2161

520.5

379.1

280.3

3174

<0.0001

<0.0001

<0.0001

<0.0001

<0.0001

<0.0001

<0.0001

<0.0001

50

10

50

10



Concentration of
Guanidine
Hydrochloride
(mol/L)

Volume fraction of
i 1
A. fumigatus 1sop1(roo/};ano
Volume fraction of
Triton X-100
(%)

System pH

3034

706.8

7847

570.6

<0.0001

<0.0001

<0.0001

<0.0001

50

10

886.4

683.1

324.3

609.1

<0.0001

<0.0001

<0.0001

<0.0001

50

10




Table S4. Extraction Results of Two Different Fungal Nucleic Acid Extraction Methods (Concentration)

Methods CFU/ml  Concentration (ng/pL) Mean (ng/uL) SD ([e\Y
103 9.58 9.17 9.43 9.39 021 2.21%
High-salt 1075 20.35 20.30 20.31 20.32 0.03 0.13%
. 10n7 22247 21746  220.62 220.18 253 1.15%

C.albicans
1073 10.30 10.33 10.33 10.32 0.02 0.17%
Kit-based 1075 18.80 18.75 18.73 18.76 0.04 0.19%
10n7 204.26  201.78  202.52 202.85 127 0.63%
1073 6.52 6.41 6.59 6.51 0.09 1.39%
High-salt 1075 22.05 21.22 21.31 21.53 046 2.12%
1007 21458 208.36 210.32 211.09 3.18 1.51%
C.neoformans
1073 5.64 5.62 5.63 5.63 0.01 0.18%
Kit-based 1075 19.75 19.70 19.77 19.74 0.04 0.18%
10n7 213.66 208.37 21043 210.82 2,67 1.26%
1072 15.34 15.42 15.53 15.43 0.10 0.62%
High-salt 1074 28.45 28.38 28.40 28.41 0.04 0.13%
1076 161.47 160.42 160.95 160.95 053 0.33%
A fumigatus

1072 13.70 13.60 13.62 13.64 0.05 0.39%
Kit-based 1074 25.55 25.50 25.51 25.52 0.03 0.10%
10"6 154.84 152.66 153.96 153.82 1.10 0.71%




Table S5. Extraction results of two different fungal nucleic acid extraction methods(purity)

Methods CFU/ml Concentration
1073 1.81 1.89 1.82
High-salt 1075 1.92 1.92 1.99
10n7 1.85 1.81 1.85

C.albicans
1073 1.97 1.97 1.94
Kit-based 1075 1.88 1.84 1.88
10°7 1.94 1.93 1.91
1073 1.83 1.86 1.83
High-salt 1075 1.99 1.98 1.96
1007 1.87 1.8 1.87
C.neoformans

1073 191 1.95 1.94
Kit-based 1075 1.84 1.83 1.89
1007 1.96 1.96 1.97
A fumigatus High-salt 1072 1.89 1.88 1.81




Table S5. Extraction results of two different fungal nucleic acid extraction methods(purity)

Methods CFU/ml Concentration
1074 1.93 1.91 1.92
1076 1.82 1.85 1.84
1072 1.98 1.99 1.93
Kit-based 1074 1.86 1.82 1.86

1076 1.9 1.94 1.98




Table S6. Optimization Results of Multiple qPCR Reaction Conditions

C.albicans C.neoformans
CT Mean SD CvV CT Mean SD Cv

2 3098 31.02 3081 3094 011 036% 2493 2495 2499 2496 003 0.12%

, _ 4 3035 3035 3044 3038 005 0.17% 2443 2445 2449 2446 003 0.12%
Primer concentration

(pmol/system) 6 2956 2952 2954 2954  0.02 0.07% 2444 2447 2460 2450 009 0.35%

8 293 2919 2923 2924 006 019% 2415 2416 2406 2412 006 0.23%

10 2982 2983 2989 2985 004 0.13% 2497 2496 2496 2496 001 0.02%

1 2903 2912 2907 29.07 005 0.16% 2446 2443 2442 2444 002  0.09%

2 2818 2827 2835 2827 009 030% 2405 2412 2413 2410 004 0.18%

Probe concentration 3 2864 2835 28.73 28.57 020 0.69% 2419 2432 24.36 24.29 0.09 0.37%

(pmol/system) 4 2897 2913 2918 29.09 011 038% 2414 2416 2422 2417 004 0.17%

5 2907 2915 2922 2915 008 026% 2435 2448 2442 2442 007 027%

6 2935 2949 295 2945 008 028% 2464 2465 2464 2464 001 0.02%

0 3064 3042 3072 3059 016 051% 2572 2490 2481 2514 050 1.99%

, 2 3041 3030 3011 3027 015 050% 2472 2461 2462 2465 006 025%

MgCI2 concentration 4 2924 2917 294 2927 012 0.40% 2421 2424 2427 2424 003 0.12%

(mmol/system)

6 2956 2933 2949 2946 012 040% 2388 2386 2395 2390 005 0.20%

8 2969 2923 2984 2959 032 1.07% 2465 2388 2399 2417 042 1.72%

54 3038 3025 3028 3030 007 0.22% 2440 2438 2443 2440 003 0.10%

' 56 2988 2985 3001 2991 009 028% 2369 2368 2373 2370 003 0.11%

A““eahng(?cef‘perature 58 2861 2867 2854 2861 007 023% 2343 2331 2344 2339 007 031%

60 2823 2870 2888 2860 034 1.17% 2395 2394 2395 2395 001 0.02%

62 2891 2877 2899 2889 011 039% 2455 2458 2458 2457 002 0.07%

Table S6. Optimization Results of Multiple qPCR Reaction Conditions
A.fumigatus
CT Mean SD (@AY
2 30.98 31.02 3081 3094 011  0.36%



Primer
concentration
(pmol/system)

Probe
concentration
(pmol/system)

MgCl2
concentration
(mmol/system)

Annealing
Temperature
(C)

oooquwooxmq;wwwg

AN o U1 g1 Ol
N © 0 O

30.35
29.56
29.3
29.82
29.03
28.18
28.64
28.97
29.07
29.35
30.64
30.41
29.24
29.56
29.69
30.38
29.88
28.61
28.23

28.91

30.35
29.52
29.19
29.83
29.12
28.27
28.35
29.13
29.15
29.49
30.42
30.30
29.17
29.33
29.23
30.25
29.85
28.67
28.70

28.77

30.44
29.54
29.23
29.89
29.07
28.35
28.73
29.18
29.22
29.5
30.72
30.11
294
29.49
29.84
30.28
30.01
28.54
28.88

28.99

30.38
29.54
29.24
29.85
29.07
28.27
28.57
29.09
29.15
29.45
30.59
30.27
29.27
29.46
29.59
30.30
2991
28.61
28.60

28.89

0.05
0.02
0.06
0.04
0.05
0.09
0.20
0.11
0.08
0.08
0.16
0.15
0.12
0.12
0.32
0.07
0.09
0.07
0.34

0.11

0.17%
0.07%
0.19%
0.13%
0.16%
0.30%
0.69%
0.38%
0.26%
0.28%
0.51%
0.50%
0.40%
0.40%
1.07%
0.22%
0.28%
0.23%
1.17%

0.39%




Table S7. Sensitivity Results of Single qPCR Reaction System

(CFU/ml) CT Mean SD cv

10M 43.8 NoCt 42.84 43.32 0.68 1.57%

1072 41.59 41.64 41.43 41.55 0.11 0.26%

1073 37.8 37.67 38.23 37.90 0.29 0.77%

. 1074 3476  35.44 34.63 34.94 0.44 1.24%

C.albicans

1075 31.04 31.18 31.16 31.13 0.08 0.24%

1076 27.89  28.01 27.86 27.92 0.08 0.28%

10nN7 23.65  23.8 23.75 2373 0.08 0.32%

1078 19.92 19.96 20.09 19.99 0.09 0.44%

10M 40.14 40.12 NoCt 40.13 0.01 0.04%

1072 37.06 37.21 37.13 37.13 0.08 0.20%

1073 3395 3421 3439 3418 022 0.65%

C neoformans 1074 3144 31.24 31.37 31.35 0.10 0.32%
1075 28.05 28.76 28.11 28.31 0.39 1.39%

1076 2535 2539 2516 2530 012 0.49%

1077 20.78  20.82 20.69 20.76 0.07 0.32%

108 17.68 17.58 17.76 17.67 0.09 0.51%

10M 3534 3512 3493 3513 021 0.58%

1072 30.67 3046  30.61 3058 0.11  0.35%

1073 26.95 2691 26.79 26.88 0.08 0.31%

A fumigatus

1074 2444 2494 24.68 24.69 0.25 1.01%

1075 21.05 21.11 25.26 2247 241 10.74%

10"6 1635 16.39  16.75 16.50 022  1.34%




Table S8. Sensitivity and Reproducibility Results of the Multiplex qPCR Reaction System

First times within the batch

Second time within the batch

(CFU/ml) CT Mean SD Ccv CT Mean SD Ccv
10M 42.34 NoCt 41.67 42.01 047 1.13% 41.96 NoCt 43.15 42.56 0.84 1.98%
1072 40.69 40.13 39.97 40.26 038  0.94% 40.45 40.36 40.22 40.34 012  0.29%
1073 36.32 35.80 34.87 35.66 073  2.06% 34.95 35.10 34.85 34.97 0.13  0.36%
C albicans 10M4 33.54 33.65 33.73 33.64 0.10 0.28% 32.47 32.50 32.60 32.52 0.07 0.21%
1015 29.04 27.86 28.86 28.59 064 222% 28.90 28.35 28.32 28.52 0.33 1.14%
1076 26.69 26.80 26.46 26.65 0.17  0.65% 26.80 26.70 26.65 26.72 0.08 0.29%
1017 23.15 23.35 23.35 23.28 0.12  0.50% 23.45 23.30 23.50 23.42 0.10 0.44%
1018 18.92 18.68 19.19 18.93 0.26 1.35% 18.85 18.80 19.05 18.90 0.13  0.70%
10" 41.32 40.26 NoCt 40.79 0.75 1.84% 42.83 41.72 NoCt 42.28 0.78 1.86%
1012 37.89 37.26 37.75 37.63 033  0.88% 38.21 37.88 37.53 37.87 034  0.90%
1073 34.95 34.21 34.53 34.56 0.37 1.07% 35.13 34.46 35.33 34.97 0.46 1.30%
10M 32.44 32.44 33.37 32.75 0.54 1.64% 32.17 33.95 32.84 32.99 090 2.73%
C.neoformans
1015 28.54 28.14 28.05 28.24 026  0.92% 27.56 27.39 27.81 27.59 0.21 0.77%
10M6 25.95 25.89 26.62 26.15 0.41 1.55% 26.54 25.33 26.36 26.08 0.65  2.50%
1017 22.78 22.82 21.66 22.42 0.66  2.94% 22.23 23.36 22.56 22.72 058  2.56%
1018 18.48 18.52 17.96 18.32 0.31 1.71% 18.17 19.82 18.78 18.92 0.83 4.41%
10 34.88 34.27 34.75 34.63 032  0.93% 34.73 34.29 34.57 34.53 022  0.64%
1012 31.67 29.89 31.64 31.07 1.02  3.28% 31.92 31.64 32.79 32.12 0.60 1.87%
1073 27.05 27.11 26.79 26.98 0.17  0.63% 27.27 27.26 27.04 27.19 0.13 0.48%
A fumigatus
1074 23.44 23.94 23.68 23.69 0.25 1.06% 23.59 23.79 23.68 23.69 0.10 0.42%
1015 20.26 20.11 20.12 20.16 0.08 0.42% 20.51 19.96 20.17 20.21 0.28 1.37%
10"6 17.85 17.41 17.75 17.67 0.23 1.31% 17.97 17.66 17.87 17.83 0.16  0.89%




Table S8. Sensitivity and Reproducibility Results of the Multiplex qPCR Reaction System

Three times within the batch

Between batches

(CFU/ml) CT Mean SD Ccv CT Mean SD Ccv

10M 4174 4133 4261 41.89  0.65 156% 4201 4256 41.89 4215 035  0.84%

102 39.18 3839 4018 3925 090  229% 4026 4034 3925 3995 0.6l 1.53%

1073 3459 35.13 3454 3475 033 094% 3566 3497 3475 3513 048  135%

b 1074 3261 3284 3192 3246 048  148% 3364 3252 3246 3287 066  2.02%

ambicans 1075 2895 2918 28.69 2894 025  085% 2859 2852 2894 2868 022  0.78%

1076 2673 2696  27.68 27.12 050  1.83% 2665 2672 27.12 2683 026  0.95%

1077 2318 23.68 2297 2328 036  1.57% 2328 2342 2328 2333 008  034%

1078 19.18 1879 1858 18.85 030  1.62% 1893 1890 18.85 18.89 004  021%

10 4263 4152 4197 4204 056  133% 4079 4228 4204 4170 080  1.91%

102 37.65 3753  38.12 3777 031  083% 3763 3787 3777 3776 0.2  032%

1073 3467 3486 3481 3478 0.0  028% 3456 3497 3478 3477 021  0.59%

oot 1074 3370 3297 32.63  33.10 055 1.65% 3275 3299 3310 3295 0.8  0.54%

neotormans 1075 2747 2826 2834  28.02 048 1.72% 2824 2759 2802 2795 033 1.20%

1076 2538 2535 2634 2569 056  2.19% 2615 2608 2569 2597 025  0.96%

1077 2146 2257 2258 2220 0.64  2.90% 2242 2272 2220 2245 026  1.15%

1078 1936 1945 1873 198 039  2.05% 1832 1892 19.18 1881 044  2.35%

107 3528 34.64 3395 3462 067  192% 3463 3453 3462 3460 006  0.16%

1072 3218 3158 32.86 3221 064  199% 3107 3212 3221 3180 0.63 1.99%

- 1073 2836 2849 2749 2811 054  193% 2698 27.19 2811 2743 060  2.19%
. t

HmeaTs 104 2249 2318 2262 2276 037 161%  23.69 2369 2276 2338 053  228%

1075 2038  19.94 2074 2035 040  197% 2016 2021 2035 2024 0.10  0.49%

1076 1746 1831 1728 1768 055  3.11% 1767 1783 17.68 1773 009  051%




Table S9. Sensitivity and Reproducibility Results of the Multiplex qPCR Reaction System

Within the batch Between batches
Coefficie Coefficie
Strain CFU/mL CT nt of CT nt of
(meantstanda Variation (meantstandar Variation
rd deviation) (CV/% d deviation) (CV/%
) )
1x10™M 42.01+0.47 1.13% 42.15+0.35 0.84%
1x1072 40.26+0.38 0.94% 39.95+0.61 1.53%
1x1073 35.66+0.73 2.06% 35.13+0.48 1.35%
C. albicans 1x10™M4 33.64+0.10 0.28% 32.87+0.66 2.02%
1x1075 28.59+0.64 2.22% 28.68+0.22 0.78%
1x1076 26.65+0.17 0.65% 26.83+0.26 0.95%
1x1077 23.28+0.12 0.50% 23.33+0.08 0.34%
1x1078 18.93+0.26 1.35% 18.89+0.04 0.21%
1x10™M 40.79+0.75 1.84% 41.70+0.80 1.91%
1x1072 37.63+0.33 0.88% 37.76x0.12 0.32%
1x1073 34.56+0.37 1.07% 34.77+0.21 0.59%
1x10™M 32.75+0.54 1.64% 32.95+0.18 0.54%
C. neoformans
1x1075 28.24+0.26 0.92% 27.95+0.33 1.20%
1x1076 26.15+0.41 1.55% 25.97+0.25 0.96%
1x10"7 22.42+0.66 2.94% 22.45+0.26 1.15%
1x1078 18.32+0.31 1.71% 18.81+0.44 2.35%
1x10™M 42.01+0.47 1.13% 42.15+0.35 0.84%
1x1072 40.26+0.38 0.94% 39.95+0.61 1.53%
) 1x1073 35.66+0.73 2.06% 35.13+0.48 1.35%
A fumigatits 1 on 33.64:0.10 0.28% 32.87+0.66 2.02%
1x1075 28.59+0.64 2.22% 28.68+0.22 0.78%

1x1076 26.65+0.17 0.65% 26.83+0.26 0.95%







