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Reference Method
SEH
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Reagent information

WiE B
Reagent Name Grade Brand Product Number
S iIE2Y S i sl g 7 g S
Water Wahaha
/ /
K e
Potassium dihydrogen
AR Kermel
phosphate /
i 54l Rk
TRt MR — S
Phosphoric acid AR Xiya
/
IR g Hral [iERIA% w5
Methanol HPLC Welch
N 00814-01008
iz ksl Hia
Instrument Information
=B
Test Instrument Instrument Model
A S PEEites)
Performance liquid chromatograph
L Thermo U3000
fei R T A
1. Test Procedure:
W R
1.1. Chromatographic conditions:
(ERE T I
Chromatographic | @ Xtimate C18 4.6x250 mm, 5 pm PN:00101-21043
column @ Ultimate XB-C18 4.6x250 mm, 5 pm PN:00201-31043
g ® Ultimate LP-C18 4.6x250 mm, 5 um PN:00208-31043
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@ Ultimate AQ-C18 4.6x250 mm, 5 um PN:00207-31043
® Ultimate PLUS-C18  4.6x250 mm, 5 pm PN:00260-31043
® Ultimate Polar RP 4.6x250 mm, 5 um PN:00215-31043
Mobile phase A: 20mM potassium dihydrogen phosphate solution, pH adjusted to
Mobile phase 3.0 with phosphoric acid
Fh i B A: 20mM BEER — SV, FIBEERIE pH % 3.0
& Mobile phase B: Methanol
s B: HEE
Flow rate .
Gk 1.0 mL/min
Injection volume
B toul
Column
temperatture 30 °C
R
Detector
Horbl 2 W
Detection
wavelength 210 nm
LRIIEIS
Time (min) Phase A (%) Phase B (%)
0 75 25
Elution P 5 75 25
ution Program
. 1
BELER R e > ©
22 35 65
22.1 75 25
30 75 25
Notes 2R 5 i 5 Y00 2 AT 50 FF BRI ATV R, A T £ A 7 4 i T L ) <
pa R 55%, 75 DIt B 1R PRI U e A VR TR RO o

1.2. Solution preparation &K i)

1.2.1. Mobile Phase Preparation (JitzliAHACH])

Mobile phase A: Weigh 2.72¢g of potassium dihydrogen phosphate, add 1000mL of water to
dissolve it, adjust the pH to 3.00 with phosphoric acid, and filter by suction.

TBIAH A FREUBERR — 508 2.72g, fN7K 1000mL VAR, FIRERR RS pH % 3.00, ilijE,
HIES

Mobile phase B: Methanol.

Mt B: HEE.

1.2.2. Blank solution (ZHIAEWR) -
50% methanol: Measure 100mL of methanol and 100mL of water, and mix well.

50% . EEHEE 100mL 57K 100mL, V&%), Eif5.
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1.2.3. Lidocaine stock solution (FI|Z £ KRG -

Weigh an appropriate amount of lidocaine, dissolve it in a solvent and dilute it to make a solution

containing approximately Img per Iml.
PRECH 22 R RE &, IV R B A 1ml P20 1mg HIER.
1.2.4. Procaine stock solution (& Kt 275

Weigh an appropriate amount of procaine, dissolve it in a solvent and dilute it to make a solution

containing approximately 1mg per Iml.
PRICE &R DG &, IRV AR i & 1ml FF 2055 1mg HIH
1.2.5. Dehydroacetic acid stock solution (it & LR fif & W) -

Weigh an appropriate amount of dehydroacetic acid, dissolve it in a solvent and dilute it to make a

solution containing approximately Img per 1ml.
PREUE R QRGN VA A PE i A 1ml TP 258 1mg KA
1.2.6. Diphenhydramine stock solution (iR B fif &) -

Weigh an appropriate amount of diphenhydramine, dissolve it in a solvent and dilute it to make a

solution containing approximately Img per 1ml.
PRI IG5, VARV T AR B B Tml 12055 Tmg T
1.2.7. Amitriptyline stock solution CBA[>K &5 MRfig &) -

Weigh an appropriate amount of amitriptyline hydrochloride, dissolve it in a solvent and dilute it

to make a solution containing approximately 1mg per 1ml.
PRICER R ) K MG B, IR A IR SRR 1ml FP 8 Img IV

1.2.8. Mixed solution of impurities (7% 5TV & ¥ )
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BB Z RHE. TERE. BEACRR. KGR FEKEMME SRS 1ml 2 10ml £+,

INEFIRREZEZIEE, R Tml L5245 100ug VAR

2. Chromatogram and Data GEEIREIE)

(1) Blank solution (ZZHBKED) -

1,300 -
1,200
1,000
§ 8004 —PolarRP
2 ]
8 ool PlUSC18 —
£ 600
s g
< 400
1 LP-C18
20049 yp.c18 e ——
] XT-C18
_60__| T T T T T T T T T T T T T T T T T T T T T T T T
0.0 5.0 10.0 150 20,0 25.0 30.0
(2) Mixed solution of impurities (4%l IR AR ED -
B
1 (5 - ] A - 18263
4 - gl - 15,635
| PR 3'%8-5| o215l - 7447 |3 - S - 14,895
{|-Polar RP__1\ AN TINES |'| L, hlﬁl'
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4 " ||I |'| || |I|I
I L L/E%
\Foa-ers—\
o0  so 10 180 200 250 300

Time [minl

B RT A, HiESER O ENTEREE « FIRSFRELT A Ta Bl -
Add EEhe T AR .S BB A E (L R EH E 1054
Add: T 4% Sorh R R T EI il 1682
Addi T HEEETASERATE RFiaE 1052
Tel:400-810-6959 Web:www, welchmat.com

mfE 201600
mfE: 321000
mfm:211500




& AeRE(LERNERAS

Report No (#rR#5%%5) : NJ-20260721-001

7EBE (Xtimate C18) :

1,300 = S : = : = ==
1,200+
1 5 - [ b - 19,607
1,000 4
— 800—-
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I’ | 4 - 4 - 16 917
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1 13 = 1 2 - 15|B22
2004 1 - 1 4 2151 - 4020
o4 Al | L_/J L—n
-60—'| T T T T T T T T T T T T T T T T T T T T T T T T T T T T T 1
0.0 5.0 10.0 19.0 20.0 25.0 30.0
Time [min]
Integration Results
No. Retention Time Area Height Resolution (EP) Plates (EP) Asymmetry (EP) | Relative Area
min mAU*min mALU %
1 4.020 22 114 177.468 28.46 6540 1.18 7.66
2 10.390 58.544 361.620 2661 27627 1.22 20.28
3 15.822 30.963 294 491 716 157989 1.18 10.73
4 16.917 58.032 613.635 16.00 210954 1.49 20.10
5 19.607 119.018 972.860 na. 170690 1.49 41.23
Total: 288.671 2420.073 100.00
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ZE B (Ultimate XB-C18) :
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Q.0 2.0 10.9 15.0 200 25.0 0.0
Time [min]
Integration Results
No. Retention Time Area Height Resolution (EP) Plates (EP) Asymmetry (EP) | Relative Area
min mAU*min mAU %
1 4.465 22 481 172.695 3294 7740 1.27 7.68
2 11.625 59.192 390.787 23.80 39855 1.22 20.22
3 16.287 31.712 299.668 914 165983 1.19 10.83
4 17.730 58.782 580.847 15.83 204640 1.60 20.08
5 20.850 120.639 789 522 na. 122249 1.58 41.20
Total: 292.805 2233.518 100.00
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1, U4 —
1,200—-
1,000—-
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—60—_| T T T T T T T 1
0.0 5.0 10.0 15.0 200 25.0 30.0
Tirne [min]
Integration Results
No. Retention Time Area Height Resolution (EP) Plates (EP) Asymmetry (EP) | Relative Area
min mAU*min mAU %
1 4713 22 065 174.901 32.18 9039 1.22 7.52
2 11.628 59.152 397 317 23.47 39977 1.18 2017
3 16.267 31.720 297 966 9.76 157925 1.15 10.81
4 17.837 58.915 585.067 15.84 201549 1.43 20.08
5 20.965 121.484 804 523 n.a. 124949 1.47 41.41
Total: 293.336 2259.774 100.00
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ZE K (Ultimate AQ-C18) :
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0.0 2.0 10.0 12.0 20.0 25.0 0.0
Tirne [min]
Integration Results
No. Retention Time Area Height Resolution (EP) Plates (EP) Asymmetry (EP) | Relative Area
min mAU*min mAU %
1 4752 21.480 163.090 27.80 8113 1.16 7.37
2 11.000 58.973 381.888 2572 33684 1.17 20.24
3 16.060 31.815 315.851 8.57 172257 1.09 10.92
1 17.337 58.889 639.126 15.98 232349 1.43 2021
5 19.922 120237 1043.143 na. 194685 142 41.26
Total: 291.395 2543.097 100.00
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ZE B (Ultimate PLUS-C18) :
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0.0 2.0 10.0 12.0 200 25.0 0.0
Time [min]
Integration Results
No. Retention Time Area Height Resolution (EP) Plates (EP) Asymmetry (EP) | Relative Area
min mAU*min mAU Y%
1 4.108 21.439 174.886 2723 7257 1.26 a5
2 10.578 58.536 318.943 2057 22277 1.36 20.06
3 15.085 31.688 310.149 12.83 150056 0.99 10.86
4 17.250 58.878 495 354 1327 142833 1.72 2017
5 20.142 121.297 684 114 na. 100399 215 41.56
Total: 291.839 1983.445 100.00
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5B (Ultimate Polar RP) :
Ehb | 5P P - 18.263
1,200

1,000+

&£00+

500 4 - Yo gl - 15635

Absorbance [mAU]

4004
| 2 - 412 1 - 7447 13 =[[l L 2 - 1895

2001 e e - 385

R ]

sod ___ ___ ___ ___ i
0.0 5.0 10.0 15.0 200 25.0 30.0
Time [min]

Integration Results

No. Retention Time Area Height Resolution (EP) Plates (EP) Asymmetry (EP) | Relative Area
min mAU"min mAU %

1 3.985 21.469 156.239 12.97 5426 1.13 7.45

2 7447 57.768 280.581 30.13 8723 1.11 20.04

3 14.895 31.296 275.953 442 113582 1.11 10.86

4 15.635 58.025 575.708 16.84 154240 1.33 20.13

5 18.263 119.696 1220.586 na. 225817 1.30 41.52
Total: 288.254 2509.066 100.00

3. Conclusion (45i£)
Under these chromatographic conditions, the above-mentioned substances can all be separated using

the above-mentioned chromatographic columns.

LR A, Rt R, WA R

Report signature (IR& 5 F)

Tester(X,):Zoey Date (H#1) :2026/07/24
Reviewer(# #%):Daniel Date (H #1) :2026/07/24
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