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Hydroxychloroquine sulfate N oy

* CygH25CIN3O5S o
+ Monoisotopic mass: 433.14 Da N s
+ Free base monoisotopic mass: 335.18 Da & o
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New HPLC method

P. t . x < USP h method®
SReek with MS compatible conditions MEDAGISR =G
LC system ACQUITY Arc ACQUITY Arc
. PDA (derived at 254 nm) y
Detect PDA (d dat254
etection and ACQUITY QDa (derived a nm)
Column(s) XSelect CSH C,;, 4.6 x 100 mm, 3.5 ym | Symmetry C,;, 4.6 X 250 mm, 5 pm
Column temp. 40°C 304C
Injection volume 10 pL 20 pL
Flow rate 1.5 mL/min 1.0 mL/min
e ; Methanol/acetonitrile/water/phosphoric
: Acetonitrile/10 mM : :
Mobile phase il el acid (100:100:800:2). Add 96 mg of sodium

f te (10/90) with 0.19% f i id ; s ; :
SR L e oformicact 1-pentanesulfonate in the resulting solution, filter

« Standard solution: 0.05 mg/mL of «» Standard solution: 0.05 mg/mL of

System suitability: hydroxychloroquine (HCQ) in water hydroxychloroquine (HCQ) in mobile phase
standard and

system suitability » SS solution: Chloroquine phosphate | « SS solution: Chloroquine phosphate (CQ)
(SS) solution (CQ) and hydroxychloroquine sulfate | and hydroxychloroquine sulfate (HCQ)
(HCQ) at 0.05 mg/mL in water at 0.05 mg/mL in mobile phase
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i Chloroquine (CQ) 319.2
2 0.15] cQ .
< 2| Hydroxychloroquine (HCQ) 335.2
i MM: monoisotopic mass
0.00
_illlIIIIIlll,ﬂllll\\llllllllllll
0.00 0.50 1.00,7 150  “\200 2.50 3.00
e min \\\ . 8
Mass Analysis Window
i . Empower 3 Software
Peak #1 — 1.359 —QDa 1:... Peak #2 - 1.615-QDa 1:...
Pz I iz IRT « UV Spectra
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38.07
« MS Spectra
Apex
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v New HPLC method
6
Parameter USP requirement i ME compatible pondritons USP Method

Resolution between CQ
and HCQ

Relative standard deviation
(RSD) for replicate injections | Not more than (NMT) 1.5%

Not less than (NLT) 1.8 37 2.5

- RSD of peak areas: 0.0% « RSD of peak areas: 0.2%
= RSD of retention times: 0.1% » RSD of retention times: 0.2%

of HCQ standard
Peak tailing for CQ N/A 1.4 2.1
Peak tailing for HCQ N/A 1.4 [ 1.9
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ACQUITY QDafRmiE# M 2§ <https://www.waters.com/134761404>
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