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S1) Absorbance spectra for FLU and CP in a 75: 25 MeOH: dH20 buffer where the green dotted line
represents the overlapping of the two spectra at 250 nm.

FLU
Chromatogra Wavelengt Chromatographic Conditions Resolutio Capacity Selectivit Asymmetr
m h 0-5 mins 5-6mins | 5-15 mins n Factor y y
S4A 244 35:65 Ramping to 100:0 ACN:dH20 | 0.53NA 0.51 N 9.96 1.15#
S4B 250 ACN:dH20 1 mL.min? 0.56 NA 0.51NA 9.96 1.07#
S4C 258 1 mL.min? 0.56 NA 0.51 M 9.96 1.07#
S5A 244 35:65 Ramping to 100:0 ACN:dH20 | 0.68 M 0.85MA 5.82 1.41%
S5B 250 ACN:dH20 1 mL.min? 0.69 N 0.85NA 5.82 0.79
S5C 258 0.8mL.min! 0.69 M 0.85NA 5.82 0.78
S6A 244 35:65 Ramping to | Ramping to 3.10 1.47 3.59 0.79
S68B 250 ACN:dH20 1 mL.min? 100:0 2.41 1.58 3.35 0.88
S6C 258 0.6mL.min"! ACN:dH20 1.44 NA 1.47 3.59 0.78

52) A table showing the chromatographic performance parameters for the FLU peak during the
optimisation of the HPLC method for dual detection, the chromatogram codes correspond to the
supplementary information below. " indicates values which are not adequate for reliable detection



and quantification, and # indicates values which are within an acceptable range but not excellent for

this type of analysis.

CcP

Chromatogra Wavelengt Chromatographic Conditions Resolutio Capacity Selectivit Asymmetr
m h 0-5 mins 5-6 mins | 5-15 mins n Factor y y
S4A 244 35:65 Ramping to 100:0 ACN:dH20 | 68.79 5.08 9.96 1.03
S4B 250 ACN:dH20 1 mL.min? 54.75 5.08 9.96 1.03
S4C 258 1 mLmin? 68.12 5.08 9.96 1.03
S5A 244 35:65 Ramping to 100:0 ACN:dH20 | 42.87 4.95 5.82 1.00
S58 250 ACN:dH20 1 mL.min? 41.79 4.95 5.82 1.00
S5C 258 0.8mL.mint 41.79 4.95 5.82 1.00
S6A 244 35:65 Ramping to | Ramping to 15.42 5.28 3.59 1.04
S6B 250 ACN:dH20 1 mL.min? 100:0 56.37 5.28 3.35 1.03
S6C 258 0.6mL.min* ACN:dH20 49.54 5.28 3.59 1.03

$3) A table showing the chromatographic performance parameters for the CP peak during the
optimisation of the HPLC method for dual detection, the chromatogram codes correspond to the

supplementary information below.
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S4) Chromatograms obtained using the following elution parameters, a flow rate of ImL.min?, 35:65
ACN:dH,0 for 5 minutes, followed by a ramping of the mobile phase to 100:0 ACN:dH,0 between O-
15 minutes, at wavelengths of A) 244 nm, B) 250 nm and C) 258 nm.




x10<
1.78 g
E
b
i 2
S
s |E
)00 8 = &
= e
gt e
2 ;
50
H 1 1 14 s
B
w0
35
30
i s
§ 20 8
g e
g s =S
G |
\
10 \l
as q I
z I\ Z -
i =
1 1 1 3 6 7]
) Retentiont
x10<
2 s
« 3
E )\ =
z e
i 2 3 1 1 1 16 s
Retentiontt

S5) Chromatograms obtained using the following elution parameters, a flow rate of 0.8mL.min",
35:65 ACN:dH,0 for 5 minutes, followed by a ramping of the mobile phase to 100:0 ACN:dH,0O
between 0-15 minutes at a flow rate of 1ImL.min™, at wavelengths of A) 244 nm, B) 250 nm and C)
258 nm.



S6) Chromatograms obtained using the following elution parameters, a flow rate of 0.6mL.min,
35:65 ACN:dH,0 for 5 minutes, followed by an increase of the flow rate to 1 mL.min! between 5 and
6 minutes and a ramping of the mobile phase to 100:0 ACN:dH,0 between 0-15 minutes at a flow
rate of ImL.min", at wavelengths of A) 244 nm, B) 250 nm and C) 258 nm.



