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Sample Information
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Sample Name Methylproline Fmoc White solid powder
‘ properties
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Date of receipt During testing
. 2025/10/13 i X 2025/10/14~11/17
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Experimental Requirements

LU ER

The development method only requires baseline separation between the Fmoc-D configuration of

methylproline, the Fmoc-L configuration of methylproline, and the Fmoc configuration of proline.
TR I, HRERFEHZ R Fmoce-D 4%, F B 2 f2 Fmoc-L #97¢, %K Fmoc X =M 2
[ RE FL 2 ) B9

Reference Method
BHETTIE
None
"
Reagent information
RAER
B BIFFERE, RRSERRWZNAERAR, ARERELFA, FTEH,
Add: LS T IX BR85S BIBE T2 (PIll) HikE. £HRI0SH B4R : 201600
Add: T g £ m B X RMEE1685 BB4R: 321000
P48 211500

Add:IHERRBNE XK XZHB225Fhatt
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Brand
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HPLC Welch

Reagent Name Grade

Acetonitrile

M ikl A

Trifluoroacetic acid AR Aladdin
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Instrument Information
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Instrument Model
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Test instruments

A A

High Performance liquid chromatograph
N Thermo Fisher U3000
fe RO E i A

1. Test process:
RS E

1.1. Chromatographic conditions:

(GRS

Chromatographi
¢ column: Ultimate ®Cellu-JR (4.6x250mm,5pum)

AL
Mobile phase: Mobile phase A: 0.1% trifluoroacetic acid Mobile phase B: acetonitrile
BN AH WEH A: 0.1% = RLIR TishtH B: L)%
F;}%W riag:. 0.4mL/min
Injection
volume: 10ulL
B
Column
temperature: 30C
A
Detector:
Kol 2 vy
Detection
wavelength: 254nm
ERINEGES
Gradient E:;Lr%? A B
program
BRIERE 0 60 40

F: REDHRSE, WREAZREWZNAERAR, ARSERZLXTiFT, FTLH,

Add: LI X B85S B iEiTi2 (PI) BEE ZRAEI0S K B4 : 201600

Add: I &S5 m B K WMEH1685 BB4E: 321000

Add:SIHEARBAE KRR HE225FHFAE Bp4g: 211500
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15 60 40
30 20 80
40 20 80
40.1 60 40
55 60 40
Notes /
HETE

1.2. Solution preparation (¥R AL )

1.2.1. Preparation of mobile phase (iZIAHECH]) -

A: Take Iml of trifluoroacetic acid, add it to 1000mL of ultrapure water, mix well, and degas with
ultrasound to obtain.

A: W= M 1ml, JIAF] 1000mL @4k, 8], #@FES, B,

B: Take an appropriate amount of chromatographically pure acetonitrile and sonicate to obtain it.

B: HUEE@IGAiss, #E, G,

1.2.2. Single standard solution (FEFRIER)
Take appropriate amounts of each single standard of methylproline Fmoc-D configuration,
methylproline Fmoc-L configuration, and proline Fmoc, and prepare a single standard solution with a

concentration of 1mg/ml using 50% acetonitrile.
HY R 2 B2 Fmoc-D #4728, B il 2 B8 Fmoc-L #78, JZR Fmoc 1% HpridE, H 50%4
G RGAR FE 1mg/ml FF) SR ISR

1.2.3. Mixed standard solution (JEFR¥E )
Mix the above three single standard solutions in a ratio of 1: 1: 1 to obtain.

WA E =RV, LA 1 1 INEER S, R4S,

EH: BFAEHE, WREGRATEZNARRAR, ARSKERTFT, FTEH,

Add: LS HiIX BB S BBETZ (PIl) HEE XAFI0SHE b4 : 201600
Add:fTE 2 EHh BEX MM EHI1685 1% : 321000
AddSIHERRBAE KRR H225FH4AE Wp4s: 211500
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2. Chromatography and data (GGEFI¥HE)
(1) Mixed standard solution diagram CJEH5 A )
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F5  |#4Hk i B 1) WETH A5 W Bt % (EP) SrEEE (EP) WA FREE (EP
min mAU*min mAU
1 it & E-Fmoc 25.380 358.557 733.588 17674 6.73 0.93
2 S i & % -Fmoc-D 29.567 328.275 1039.944 59723 4.05 0.96
3 F L [ 0 -Fmoc-L 31.533 327.977 1043.923 66066 n.a. 0.95
B 1014.809 2817.456 143463.00 10.78

3. Conclusion (&)

Using Welch Ultimate® Cellu-JR (4.6x250mm,5um), the detection requirements can be met under

these chromatographic conditions.

i F H JB Ultimate® Cellu-JR (4.6x250mm,5um) , fEMEIESLMET, fe 2% PRl K.
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