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Experimental Requirements
LIS TR

Under the premise that the detection method parameters and chromatographic column specifications (4.6 x 250 mm,

5 um) remain unchanged, screen for other suitable C18 chromatographic columns. The specific requirements are as

follows:

RN INES B SR (4.6%250mm, Spm) ANZRKIETHE T, A ) C18 thilfil, HAKZRAN

The chromatographic peak at around 2.5 minutes (i.e., the solvent peak) shall be a sharp peak and have good
resolution from the chromatographic peak at around 3 minutes.

25 B e Atk (R, WA RRIE, 5 3 B R It ki B R R AT

The main peak shall elute at approximately 6 minutes (=1 minute).

FIETAEL 6 738t (£1 738D ik,

The selected chromatographic columns shall be easy to use and store, and columns requiring refrigerated storage

shall be excluded.
P BB A B AE 5 ORAF AR R AR T, A ZLATRIRAE I T
Reference Method
SETjik

B BEAERH, ERSERRMZNAERAR, ARSKERDiFT, FITEH,

Add: LS HiIX BB S BBETZ (PIl) HEE XREI0SHE b4 : 201600
Add: T2 € BEX MM AEHI1685 1% : 321000
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Chromatographic
column: )\ kb s S AR (4.6*250mm, Sum)
ikt
Take approximately 15.601 g of sodium dihydrogen phosphate (ranging from 14.0409 g to
17.1611 g) and about 0.5 g of sodium heptanesulfonate (ranging from 0.45 g to 0.55 g). Dissolve
them in water and dilute the solution to 1000 milliliters. Adjust the pH value to 3.0+0.2 with
Mobile phase A: phosphoric acid. After filtering through a 0.45 um aqueous filter membrane and sonicating for
WA A: 10 minutes, the desired solution is obtained.
EU IR — SAN%) 15.601g (14.0409¢~17.1611g) , BFEkififERENZ) 0.5g (0.45g~0.55g) ,
7K B A 1000ml, FIBEER AT pH A 3.0£0.2, £ 0.45um AKME¥ER 5, A 10 704
e, Bifg.
Take 990 milliliters of methanol, add 10 milliliters of isopropanol, mix well. After filtering
. through a 0.45 um organic filter membrane and sonicating for 10 minutes, the desired solution is
Mobile phase B: obtained.
TEbAH B: HCFE 990ml, JnS A EE 10ml, RS, £ 0.45um AHLIEHBGS RS, A 10 2405,
HEGE
Flow rate: .
Gk 1.0 mL/min
Injection volume:
3 20uL
Column temperature: o
B 2
Detector:
Hl 2 .
Detection wavelength :
Hl B N
Gradient Elution
B FBE W
T (min) EhH A izl B
0 100 0
4 100 0
Gradient program 10 99 1
B
20 70 30
25 50 50
25.1 100 0
35 100 0
Reagent information
wiiE B
Reagent Name Grade Brand
B A4 FK 20 fits i
Water Ultrapure water Welch
K LAV HIE
Methanol HPLC Welch
I ik PN
F: BRIRERE, WREZERNNZNAERAR, ARSAKERTIFY, FTEH,
Add: LB HH T IX BR85S B BETZ (PI) HEKE ZRHEI0SH B4 : 201600

Add:#I g £ & H B KW EHI1685
AddSIHERRBAE KRR HB225FH4E
Tel:400-810-6969
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Isopropyl Alcohol HPLC Aladdin
A ik (e
Sodium Dihydrogen Phosphate AR Aladdin
IR — SN VARTIES (TEvA
Sodium Heptanesulfonate AR Aladdin
BRI R £ TR (A
Phosphoric Acid AR Aladdin
BT TR (TEDAN
Instrument Information
DE IS
Test instruments Instrument Model
MA AT DEEiths)
High Performance liquid chromatograph
N Agilent 1100
e AR i A%
1. Test process:
1.1. Chromatographic conditions:
s kAT
Chromatographicgi Ultimate AQ-C18  (4.6x250mm,5um)
@15 E
The other chromatographic parameters For specific details, refer to the reference method.
HAh (i 245 HHNSHETTiE
Notes /
TR

1.2. Solution preparation (VAVRACH)

1.2.1. Preparation of mobile phase (VizhAHECH]) -

Mobile phase A:Take approximately 15.601 g of sodium dihydrogen phosphate (ranging from
14.0409 g to 17.1611 g) and about 0.5 g of sodium heptanesulfonate (ranging from 0.45 g to 0.55 g).
Dissolve them in water and dilute the solution to 1000 milliliters. Adjust the pH value to 3.0+0.2 with
phosphoric acid. After filtering through a 0.45 pm aqueous filter membrane and sonicating for 10 minutes,
the desired solution is obtained.

TBhH A: BUBERS —SE4N%) 15.601g (14.0409¢~17.1611g) , BEkehERRANZ) 0.5g (0.452~0.55¢),

B BEAERH, ERSERRMZNAERAR, ARSKERDiFT, FITEH,

Add: LS HiIX BB S BBETZ (PIl) HEE XREI0SHE b4 : 201600
Add: T2 € BEX MM AEHI1685 1% : 321000
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TKVEARZE 1000ml, FIBERZ R pH A S 3.0+0.2, £ 0.45um /KIEJEN J5, A 10 0405, B

Mobile phase B:Take 990 milliliters of methanol, add 10 milliliters of isopropanol, mix well. After

filtering through a 0.45 pum organic filter membrane and sonicating for 10 minutes, the desired solution is

obtained.
A B: EUHEE 990ml, IR PARE 10ml, VB2, £ 0.45um G AL IES, #1058
E’ Elj?%!o

1.2.2. Blank solution. Diluent (75 [¥&W . FkEHD -
None
p/
1.2.3. Test solution CIRIAEWD) -
Take this solution and inject directly.
BUA i LR

2. Chromatogram and data GG EIRIEHE)
(1) Analysis spectrum of Test solution IRV W 7 H7 B gD -

B
g
s \
\
|| | ‘\‘ ‘,r’\\
5 — - [T /=
T o
B BIFDERE, RRSERRWZNAERAR, ARERELFA, FTEH,
Add: LiSHITIX BR85S BIBE T2 (PIll) HikE. £HRI0SH B4 : 201600
Add: T £Em B X RME#E1685 BB4R: 321000
Add: IH @R MAE R KR E225F 4 BB : 211500
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Figure 1 Typical Chromatogram of Single Injection

B 1 AR R

AR RELS R E

#HR1
H#ix2

Figure 2 Comparison Chart of Test Results from Different Batches
B 2 ARSI R A

EEMERERE (n=6)

/Il%

- FRIRE
B \g L
V‘i’ \%J\/\_:_‘
Tasea v e EFEEFET PPN as 330303 31 51,5 32 32.533.33 534 4.5

1616517 17.31818.5 1
FEHEE [min]

Figure 3 Comparison Chart of Repeatability Test Results (n=6)
B3 EEENRERIEE (n=6)

BH: BFAEHE, BREERATZNARRRAR, ARSKERTFT, FTEH,

Add: LS HiIX BB S BBETZ (PIl) HEE XREI0SHE b4 : 201600
Add: T2 € BEX MM AEHI1685 1% : 321000
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F58: VWD LA, Wavel ength=280 nm
B L Jiip [7; 4 RTETRR% & SEE USP g EREEEK
[min] usp
2. 988 17,23 3. 86 0. 10 10917. 25037
3. 333 213. 23 39, 28 1.19 2. T6453 9783, 23782
6, 490 17703, 96 1270, 08 98, 71 12. 19044 1599, 27888
S 17934, 42

Figure 4 Collection Results (Taking a Single Collection Result as an Example)
B4 RESER (LLBARESERAH)D
3. Conclusion (£5i8)

UWhen the Yuexu chromatographic column Ultimate AQ - C18 (4.6 x 250 mm, 5 pm) is used under
these chromatographic conditions, the main peak elutes with a retention time of approximately 6 minutes
(£1 minute). The solvent peak presents a sharp shape, and its resolution from the impurity peak at around
3 minutes meets the requirements. Meanwhile, this chromatographic column is easy to store and requires
no refrigeration. A repeatability test was conducted using this column, and the test results indicated good
repeatability. In conclusion, this chromatographic column meets all the aforementioned requirements of

the customer.

18 FH H T 43854 Ultimate AQ-C18 (4.6x250mm, 5Spm) 7EM G RESEAE T, TR BN HLE 6 7
BhOCE1 80 Jida g, WERIGEIERURIIER, 52 3 i A ST IR 2 B FE R 2K, Rl i
AETERE R B, TR A I RGO T EE SR, RGN RET R 4
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