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Column : Triart C18 1.9 ym (50 X 2.0 mml.D)
Eluent : A) 20 mM formate buffer

B) acetonitrile or methanol

5-95%B (0-10 min), 5%B (10-20 min)

Flow rate ;0.2 mL/min

Temperature : 25°C

Detection : UV at 254 nm

Injection ;4 L (50 pg/mL)

Sample : 1. Hydroxychloroquine sulfate

2. Chloroquine phosphate

B Nt N>~ Hydroxychloroquine sulfate
N N (PKa1 = 7.28)
(pKa2 =9.76)
- H,SO,
Cl

NH PN
[ = le\'L s Chloroquine phosphate
3
CHs

(pKa1l = 7.29)
(pKa2 = 10.32)

- HyPO,
cl
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acetonitrile (Gradient) methanol (Gradient)
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RO Y—=HEER acetonitrile (Gradient)

methanol (Gradient)

/
1. Hydroxychloroquine sulfate
2. Chloroquine phosphate

MeOH
(%)
95

pH 4.3
20 mM
HCOOH-HCOONH,
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20 mM HCOOH-HCOONH, (pH 4.3)/acetonitrile (90/10) 20 mM HCOOH-HCOONH, (pH 4.3)/methanol (85/15)
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Column : Triart C18 1.9 ym, 50 X 2.0 mmlI.D.
Eluent :20 mM HCOOH-HCOONH, (pH 4.3)/acetonitrile (90/10)

0.2 mL/min

16.6 MPa 1. Hydroxychloroquine sulfate

(2,410 psi) 2. Chloroquine phosphate

FM%&)«J ) Temperature :25°C
8.0 min Detection  : UV at 254 nm
Injection 22 uL (10 pg/mL)
31.0 MPa
(4,500 psi) h f\
;1:5&')7245 4.0 min

44.3 MPa f\

6,430 psi

( P ) M ________________________ Jh !’\' _______ 1

40724F 26 min

0.8 mL/min ,

57.2 MPa ﬁ

(8,300 psi) U Jk [\

s 2.0 min
10 mL/mln 6.8 1‘.0 12 14 1'_6 min
69.0 MPa
(10,000 psi)
140724H o
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Triart C18 1.9 ym, 50 X 2.0 mml.D. N(‘ \5“”1HAA.LN°” NE \ENHTCHSMNLACHE

* H,S0,

- HyPO,

mAU ﬁj\*ﬁ' H# Fﬁﬁ E 1 I1 0 l: ﬁﬁ Hydroxychloroquine sulfate Chloroquine phosphate
10 > LC-MS(MS)I<5E s aTBE —
Eluent : 20 mM HCOOH-HCOONH, (pH 4.3)/acetonitrile
5 (90/10)
Flow rate : 1.0 mL/min
Temperature :25°C
0 . ' ~ ' . . Detection :UV at 254 nm
F1407241 08 101214 1.6 min Injection 2 uL (10 pg/mL)
¢ 1 mN Pressure :69.0 MPa (10,000 psi)
USPA Y v F
 FERMOREE, ooV aFILhTA
Triart C18 5 ym, 250 X 4.6 mml.D. — —
Eluent : acetonitrile/methanol/water/phosphoric acid
mAU_ﬁ 1 (100/100/800/2)
E containing 96 mg of sodium 1-pentanesulfonate
150_5 Flow rate 1.0 mL/min
] ° Temperature : 25°C
1007 Detection  :UV at 254 nm
E Injection 20 pL (50 ug/mL)
503 Pressure : 9.5 Mpa (1,380 psi)
0 F140514F ¥

0 2 4 6 8 10 12 14 16 18 min 7




