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Table S1. Information of standard compounds

0,
Standard Name Lot Number Source Po(tae:icS); /o
Hubei Biocause Phamaceutical
IBU (1) C100-1004161M Co., Ltd. (China) 99.4
Malladi Drugs &
PSEH (2) 510111702 Pharmaceuticals Ltd. (India) 9.9
CHL (3) SLL/C/0911150 Supriya Lifescience Ltd. (India) 99.5

Table S2. Gradient program for chromatographic conditions

Time (min.) Mobile Phase A (%) (%) Mobile Phase B (%)
0-7 50 50
7-13 50—40 50—60
13-17 40 60
17-26 40—30 60—70
26-28 30—50 70—50
28-30 50 50



http://www.google.com.tr/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&cad=rja&uact=8&ved=0ahUKEwjehIXXwubQAhWH6xQKHc7HDxcQFggZMAA&url=http%3A%2F%2Fwww.biocause.com%2Fnew%2Fenglish%2F&usg=AFQjCNGA1m0zt1ORRMLS36VRe2zUE7uK6w&sig2=EUlsybPUKOVCnZPTgkkuZw
http://www.google.com.tr/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&cad=rja&uact=8&ved=0ahUKEwjehIXXwubQAhWH6xQKHc7HDxcQFggZMAA&url=http%3A%2F%2Fwww.biocause.com%2Fnew%2Fenglish%2F&usg=AFQjCNGA1m0zt1ORRMLS36VRe2zUE7uK6w&sig2=EUlsybPUKOVCnZPTgkkuZw
http://www.google.com.tr/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&cad=rja&uact=8&ved=0ahUKEwjquNCPw-bQAhXFaxQKHYwDDxoQFggZMAA&url=http%3A%2F%2Fwww.malladi.co.in%2F&usg=AFQjCNH50M9nXutc3OGtOM-oAZykHociiA&sig2=kU-qvrRGp_2rrGZknx3Irw
http://www.google.com.tr/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&cad=rja&uact=8&ved=0ahUKEwjquNCPw-bQAhXFaxQKHYwDDxoQFggZMAA&url=http%3A%2F%2Fwww.malladi.co.in%2F&usg=AFQjCNH50M9nXutc3OGtOM-oAZykHociiA&sig2=kU-qvrRGp_2rrGZknx3Irw
http://www.google.com.tr/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&cad=rja&uact=8&ved=0ahUKEwi1h4etw-bQAhWEXBQKHQC1AhUQFggaMAA&url=http%3A%2F%2Fsupriyalifescience.com%2F&usg=AFQjCNHiY1hxni9IKeoY_mgOx23STJ1wjA&sig2=meEIiMPIQIRxO3sEPSV_yg&bvm=bv.141320020,d.d24

Table S3. Linearity and range — IBU (1)

Concentration

1 1 0)
Linearity Level (%0) (mg/mL) Peak Area Average Area
7734457
70 0.209997 2719301 7726879
8820499
80 0.239997 8835039 8828219
9919461
90 0.269996 9917908 9918685
11104898
100 0.299996 11112805 11108852
13178299
120 0.359995 13186693 13182496
14281307
130 0.389994 14315188 14298248
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Figure S1. Linearity of IBU (1)




Table S4. Linearity and range — PSEH (2)

Concentration

Linearity Level (%0) (mg/mL) Peak Area Average Area
70 0.031503 gg;gg? 830730
80 0.036004 gigizg 948157
90 0.040504 182;5?3 1067508
100 0.045005 %iggggg 1188896
120 0.054006 1312223 1416092
130 0.058506 igg?g%ﬁ 1529258
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Figure S2. Linearity of PSEH (2)




Table S5. Linearity and range — CHL (3)

Concentration

Linearity Level (%0) (mg/mL) Peak Area Average Area
51201
70 0.002102 51572 51387
58997
80 0.002402 58730 58864
66172
90 0.002703 66107 66140
74076
100 0.003003 74089 74083
88351
120 0.003603 88470 88411
96571
130 0.003904 96780 96676
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Figure S3. Linearity of CHL (3)
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Figure S4. HPLC chromatogram of diluent
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Figure S5. HPLC chromatogram of standards



Table S6. Repeatability (precision of the method) results of IBU, PSEH and CHL

IBU (1) PSEH (2) CHL (3)

Sample No Assay % Assay % Assay %
1 98.0 97.7 97.8
2 97.5 97.6 97.5
3 97.6 97.6 97.7
4 97.2 98.0 98.0
5 98.2 97.5 97.5
6 98.1 98.0 97.8
Average 97.8 97.7 97.7
SD 0.393 0.216 0.194
RSD% 0.41 0.22 0.20

Confidence Interval 97.8 % 0.30 97.7+0.20 97.7+0.20

(C1 95%)

Table S7. Intermediate precision results of IBU, PSEH and CHL

IBU (1) PSEH (2) CHL (3)

Sample No Assay % Assay % Assay %
1 97.3 983 98.2
2 98.2 97.9 97.9
3 97.7 975 97.6
4 97.9 97.7 97.8
5 97.8 975 975
6 97.1 97.9 97.6
Average 97.7 97.8 97.8
SD 0.40 0.30 0.26
RSD% 0.41 0.31 0.26

Confidence Interval 97.7 +0.30 97.8 +0.20 97.8 +0.20

(C1 95%)




Table S8. Comparison of repeatability and intermediate precision results of IBU, PSEH and CHL

Sample IBU (1) PSEH (2) CHL(3)
No Assay % Assay % Assay %
1 98.0 97.7 97.8
- 2 97.5 97.6 97.5
Repeatability 3 97.6 97.6 97.7
(precision of the method) 4 97.2 98.0 98.0
5 98.2 97.5 97.5
6 98.1 98.0 97.8
1 97.3 98.3 98.2
2 98.2 97.9 97.9
3 97.7 97.5 97.6
Intermediate precision 4 97.9 97.7 97.8
5 97.8 97.5 97.5
6 97.1 97.9 97.6
Average 97.8 97.7 97.7
SD 0.25 0.22 0.38
RSD% 0.26 0.22 0.39
Confidence Interval 97.8+0.10 97.7+0.10 97.7+0.20

(C1 95%)



Table S9. Comparison of robustness and repeatability test results — IBU (1)

Name of Analysis Assay % Retention Time (min) Symmetry Factor

Repeatability 97.8 25.816 1.1

Flow rate: 1.0 mL/min 98.1 27.956 1.1
Flow rate: 1.4 mL/min 98.4 24.595 1.2
Wavelength: 212 nm 97.3 25.679 1.1
Wavelength: 216 nm 97.2 25.671 1.1
Column Temperature: 48°C 98.4 26.240 1.3
Column Temperature: 52°C 98.8 25.334 1.3

Table S10. Comparison of robustness and repeatability test results — PSEH (2)

Name of Analysis Assay % Retention Time (min) Symmetry Factor

Repeatability 97.7 8.997 0.9

Flow rate: 1.0 mL/min 97.3 10.965 0.9
Flow rate: 1.4 mL/min 97.3 7.966 1.1
Wavelength: 212 nm 97.3 9.151 0.9
Wavelength: 216 nm 97.0 9.142 0.9
Column Temperature: 48°C 98.0 9.193 1.2
Column Temperature: 52°C 98.3 8.372 1.1

Table S11. Comparison of robustness and repeatability test results — CHL (3)

Name of Analysis Assay % Retention Time (min) Symmetry Factor
Repeatability 97.7 19.980 1.0
Flow rate: 1.0 mL/min 98.4 22.098 1.0
Flow rate: 1.4 mL/min 97.5 18.287 1.1
Wavelength: 212 nm 97.8 20.070 1.0
Wavelength: 216 nm 98.1 20.061 1.0
Column Temperature: 48°C 98.3 19.856 1.1

Column Temperature: 52°C 98.4 18.852 1.2




