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Fig. 1 Effect of organic modifier on HPLC separation of A. camphorata triterpenoids. Mobile 

phase: A−acetonitrile (ACN); B−0.2% acetic acid (AcOH) in water (H2O) gradient (0–60 

min; A: 60–90%). (B) A-0.2% AcOH in ACN; B-CH3OH gradient (0–60 min; A: 60–

90%). (C) A-0.2% AcOH in ACN; B-H2O gradient (0–60 min; A: 60–90%). (D) A-0.2% 

AcOH in ACN; B-0.2% AcOH in H2O gradient (0–60 min; A: 60–90%). (E) A-ACN; B-

0.2% AcOH in H2O gradient (0–60 min; A: 60–90%). Flow rate: 1 mL min
−1

. 
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Fig. 2  
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Fig. 2 Effect of UV detection wavelength on HPLC separation of A. camphorata triterpenoids 

(peak numbers followed the compound numbers in Fig. 3.1). Mobile phase: 

A−acetonitrile; B−0.2% acetic acid in water gradient (gradient change 0–60 min; A: 60–

90%); Flow rate: 1 mL min
−1

. 
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Fig. 3 
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Fig. 3 Effect of flow rate on HPLC separation of A. camphorata triterpenoids. Mobile phase: 

A−acetonitrile; B−0.2% acetic acid in water gradient (gradient change 0–60 min; A: 60–90%) at 

UV 248 nm. 
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Fig. 4 
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Fig. 4 Effect of elution mode on HPLC separation of A. camphorata triterpenoids. (A) Isocratic 

elution, mobile phase: A-0.2% acetic acid (AcOH) in acetonitrile (ACN); B-0.2% acetic 

acid in water (isocratic elution 0–60 min A: 60–60%). Gradient elution, (B) A-ACN; B-

0.2% AcOH in H2O gradient (0–60 min; A: 40–90%). (C) A-ACN; B-0.2% AcOH in 

H2O gradient (0–60 min; A: 50–90%). (D) A-ACN; B-0.2% AcOH in H2O gradient (0–

60 min; A: 60–90%). 
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Fig. 5. 

0 5 10 15 20 25 30 35 40 45 50 55 60

0.00

0.02

0.04

0.06

0.08

0.10

 

 

A
b
so

rb
an

ce
 (

A
U

)

Retention time (min)

 

0 5 10 15 20 25 30 35 40 45 50 55 60

0.00

0.02

0.04

0.06

0.08

0.10

 

 

A
b
so

rb
an

ce
 (

A
U

)

Retention time (min)

 

0 5 10 15 20 25 30 35 40 45 50 55 60

0.00

0.02

0.04

0.06

0.08

0.10

 

 

A
b
so

rb
an

ce
 (

A
U

)

Retention time (min)

 

0 5 10 15 20 25 30 35 40 45 50 55 60

0.00

0.01

0.02

0.03

0.04

0.05

 

 

A
b

so
rb

an
ce

 (
A

U
)

Retention time (min)

 

0 5 10 15 20 25 30 35 40 45 50 55 60

0.00

0.02

0.04

0.06

0.08

0.10
 

 

A
b
so

rb
an

ce
 (

A
U

)

Retention time (min)

 

0 5 10 15 20 25 30 35 40 45 50 55 60

0.00

0.05

0.10

0.15

0.20

 

 

A
b
so

rb
an

ce
 (

A
U

)

Retention time (min)

 

0.0 0.2 0.4 0.6 0.8
0.0

5.0x10
4

1.0x10
5

1.5x10
5

2.0x10
5

2.5x10
5

3.0x10
5

3.5x10
5

4.0x10
5

 

 
P

ea
k
 a

re
a

Conc. (mg/ml)

Y = A + B * X

Parameter Value Error

------------------------------------------------------------

A -1950.42936 1737.62358

B 439643.75525 4208.17227

------------------------------------------------------------

R SD N P

------------------------------------------------------------

0.99986 2566.64013 5 <0.0001

------------------------------------------------------------

 

0.0 0.1 0.2 0.3 0.4 0.5 0.6 0.7 0.8 0.9
0

1x10
5

2x10
5

3x10
5

4x10
5

5x10
5

 

 

P
ea

k
 a

re
a

Conc.(mg/ml)

Y = A + B * X

Parameter Value Error

------------------------------------------------------------

A -159.68376 797.85356

B 610601.35007 1932.23968

------------------------------------------------------------

R SD N P

------------------------------------------------------------

0.99998 1178.50781 5 <0.0001

------------------------------------------------------------

 

0.0 0.2 0.4 0.6 0.8
0

1x10
5

2x10
5

3x10
5

4x10
5

5x10
5

 

 

P
ea

k
 a

re
a

Conc. (mg/ml)

Y = A + B * X

Parameter Value Error

------------------------------------------------------------

A 252.23372 1577.86779

B 603235.38138 3821.27612

------------------------------------------------------------

R SD N P

------------------------------------------------------------

0.99994 2330.66519 5 <0.0001

------------------------------------------------------------

 

 1           

1 

 2           

1 

 3           

1 

A 

B 

C 

0.0 0.1 0.2 0.3 0.4 0.5 0.6 0.7 0.8 0.9
0

1x10
5

2x10
5

3x10
5

4x10
5

5x10
5

 

 

P
ea

k
 a

re
a

Conc. (mg/ml)

Y = A + B * X

Parameter Value Error

------------------------------------------------------------

A 374.2347 1034.5137

B 609689.78852 2505.38258

------------------------------------------------------------

R SD N P

------------------------------------------------------------

0.99997 1528.078 5 <0.0001

------------------------------------------------------------

 

 4           

1 

D 

0.0 0.2 0.4 0.6 0.8
0

1x10
5

2x10
5

3x10
5

4x10
5

5x10
5

6x10
5

 

 

P
ea

k
 a

re
a

Conc. (mg/ml)

Y = A + B * X

Parameter Value Error

------------------------------------------------------------

A 797.22445 704.80345

B 642402.70844 1706.89116

------------------------------------------------------------

R SD N P

------------------------------------------------------------

0.99999 1041.06369 5 <0.0001

------------------------------------------------------------

 

 6           

1 

E 

0.0 0.2 0.4 0.6 0.8
0.0

5.0x10
4

1.0x10
5

1.5x10
5

2.0x10
5

2.5x10
5

3.0x10
5

3.5x10
5

 

 

P
ea

k
 a

re
a

Conc. (mg/ml)

Y = A + B * X

Parameter Value Error

------------------------------------------------------------

A -831.236 1442.57206

B 373281.61941 3493.61725

------------------------------------------------------------

R SD N P

------------------------------------------------------------

0.99987 2130.82014 5 <0.0001

------------------------------------------------------------

 

 5           

1 

D 

Electronic Supplementary Material (ESI) for Analytical Methods
This journal is © The Royal Society of Chemistry 2013



11 

 

0 5 10 15 20 25 30 35 40 45 50 55 60

0.00

0.02

0.04

0.06

0.08

0.10
 

 

A
b
so

rb
an

ce
 (

A
U

)

Retention time (min)

 

0 5 10 15 20 25 30 35 40 45 50 55 60

0.00

0.02

0.04

0.06

0.08

0.10
 

 

A
b
so

rb
an

ce
 (

A
U

)

Retention time (min)

 

0 5 10 15 20 25 30 35 40 45 50 55 60

0.00

0.01

0.02

0.03

0.04

0.05

0.06

 

 

A
b
so

rb
an

ce
 (

A
U

)

Retention time (min)

 

 

 

 

0 5 10 15 20 25 30 35 40 45 50 55 60

0.00

0.02

0.04

0.06

0.08
 

 

A
b
so

rb
an

ce
 (

A
U

)

Retention time (min)

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

0.0 0.1 0.2 0.3 0.4 0.5 0.6 0.7 0.8 0.9
0.0

2.0x10
4

4.0x10
4

6.0x10
4

8.0x10
4

1.0x10
5

1.2x10
5

1.4x10
5

1.6x10
5

1.8x10
5

 

 

P
ea

k
 a

re
a

Conc. (mg/ml)

Y = A + B * X

Parameter Value Error

------------------------------------------------------------

A -4991.65381 2082.8657

B 202547.27287 5044.27874

------------------------------------------------------------

R SD N P

------------------------------------------------------------

0.99907 3076.59654 5 <0.0001

------------------------------------------------------------

 

 7           

1 

0.0 0.1 0.2 0.3 0.4 0.5 0.6 0.7 0.8 0.9
0

1x10
5

2x10
5

3x10
5

4x10
5

5x10
5

6x10
5

7x10
5

8x10
5

 

 

P
ea

k
 a

re
a

Conc. (mg/ml)

Y = A + B * X

Parameter Value Error

------------------------------------------------------------

A -5126.90299 3636.11047

B 989963.34635 8805.92288

------------------------------------------------------------

R SD N P

------------------------------------------------------------

0.99988 5370.89111 5 <0.0001

------------------------------------------------------------

 

 8           

1 

0.0 0.1 0.2 0.3 0.4 0.5 0.6 0.7 0.8 0.9
0

1x10
5

2x10
5

3x10
5

4x10
5

5x10
5

6x10
5

 
 

Y = A + B * X

Parameter Value Error

------------------------------------------------------------

A -2281.07747 2368.76219

B 697221.09921 5736.6621

------------------------------------------------------------

R SD N P

------------------------------------------------------------

0.9999 3498.89363 5 <0.0001

------------------------------------------------------------

P
ea

k
 a

re
a

Conc. (mg/ml)

 

 9           

1 
0.0 0.1 0.2 0.3 0.4 0.5 0.6 0.7 0.8 0.9

0.0

2.0x10
4

4.0x10
4

6.0x10
4

8.0x10
4

1.0x10
5

1.2x10
5

1.4x10
5

1.6x10
5

 

 

P
ea

k
 a

re
a

Conc. (mg/ml)

Y = A + B * X

Parameter Value Error

------------------------------------------------------------

A 2502.15373 1457.6268

B 187608.31774 3530.07679

------------------------------------------------------------

R SD N P

------------------------------------------------------------

0.99947 2153.05747 5 <0.0001

------------------------------------------------------------

 

 10           

1 

G H 

I J 

Electronic Supplementary Material (ESI) for Analytical Methods
This journal is © The Royal Society of Chemistry 2013



 12 

Fig. 5. Calibration curves of Antrodia triterpenoids 1–10. Conditions: Mobile phase: 

A−acetonitrile; B−0.2% acetic acid in water gradient (change of A from 60–90% over 60 

min). Flow rate: 0.8 mL min
−1

; Injection volume: 5 µL; and UV absorption maxima presented 

in Table 1. 

 

 

 

 

 

Electronic Supplementary Material (ESI) for Analytical Methods
This journal is © The Royal Society of Chemistry 2013


