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Test report
WA 5

Sample Information

FmfE R
Sample
Sample Name Ritagliptin White powder
X properties
FE AL FR i s £ Ik i i SRER /P N
ETTIERIN
Date of receipt During testing
2026/06/26 i X 2026/06/26~ 07/20
YSekE 15 38 303 e

Test the ingredients and structural formula
WA R G

H-Tyr-{Aib}-GIn-Gly-Thr-Phe-Thr-Ser-Asp-Tyr-Ser-Ile- {a-Me-Leu} -Leu-Asp-Lys- {diacid-C20-gamma-

Glu-(AEEA)-Lys}-Ala-GIn- {Aib} -Ala-Phe-Ile-Glu-Tyr-Leu-Leu-Glu-Gly-Gly-Pro-Ser-Ser-Gly-Ala-Pro-

Pro-Pro-Ser-NH2

Experimental Reuirements
ERER

Detection was performed using method kits and specialized columns, with amino acid residues falling

within the specified range required by the client.

Jri AR AR, A IERRIR AT & T EORTEH .

Reference Method
SE T
JiiEA
Reagent information
Wiz B
Reagent Name Grade Brand
44 R 2 st i
ZIiE
‘ HPLC HE
FE g5 00814-01010
o AR [ 4
Fl: BRERBRE, BREERXZNWiFRRL, AESKEXTFA, FTRH,
Add: LB I X B #5855 /8 W2 (hil) MR #REI0S # B4 : 201600
Add-iT & & %0 B 5 X M #1685 B4 : 321000
AddTHERRHAEEXEB225FHh4K wh4: 211500
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Instrument Information
D& N
Test instruments Instrument Model
RSN e & Tt
High Performance liquid chromatograph
. ‘ FEEL K U3000
fei BB (A%
1. Test process:
REEE
1.1. Chromatographic conditions:
(N
Chromatographic
column: Ultimate® Amino Acid (4.6x250mm,5um)  00211-31043
A
. . A: 0.1 mol/L sodium acetate solution (pH 6.5): acetonitrile = 93:7 B: water: acetonitrile
Mobile phase: —20-80
5 7 =20:
LA A:0.1 mol/L FERRENAM (pH 6.5) © ZfiE =93 :7)BsK : Z.if =20 : 80
Flow rate: .
Gk ImL/min
Injection volume:
b L
Column
temperature: 40°C
O
Detector:
Fo N
Detection
wavelength: 254nm
(RIUMIGS
IS [a] A B
0 100 0
‘ 11 93 7
B EERE Y
13.9 88 12
14 85 15
29 66 34

El: BFRERE, KRSERRYZWFRAT, ARSKEXFA, FTRH,
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32 30 70
35 0 100
42 0 100
45 100 0
60 100 0
Notes /
PR

1.1.1. Reference solution (XHEIE)

The two injections are designated as A and B respectively, diluted with a diluent to 1/5 of the original

concentration. Take 160 1 L of the control solution from the method kit, transfer it to a test tube, and add
100 u L of the diluted A solution and 100 u L of the diluted B solution. Shake well and allow to react at
room temperature for 60 minutes. Then add 400 » L of n-hexane solution, tighten the cap, and shake for
5 - 10 seconds. Let stand at room temperature to allow layer separation. Collect 200 1 L of the lower
layer, add 800 1 L of water, and mix thoroughly. Repeat the process with another 200 1 L of the lower
layer and 800 1 L of water, mixing uniformly. Filter through a 0.22 1 m organic membrane before

analysis.

14 o BIFRA. BFIFIESHR, FRBERIRRE 2 FIREE /56 BU R EmR160uL, &
TIREH, ARG AR 100uL AR5 KBS 100uL, #8257, ZIRRM60min, REHMIA
1E O e RA00uL e & o5 1 JaRFES~10S, =iRFHE 7/, BT E200uliER, IIAS00uL/KIEE
%1%, FRE200uL N A800uL/KIEE 25T, HALAEN0.22um G HUELIE, 5704,

1.1.2. Test solution (HLRHIARD -

Hydrolysis: Weigh precisely 50 mg of the test sample into a 10 mL volumetric flask, dissolve it in water,
and dilute to the mark. Precisely transfer 1 mL of this solution to a 20 mL vial, add 9 mL of hydrolysis
solution (prepared by accurately measuring 5.6 mL of hydrochloric acid into a 10.0 mL volumetric flask,
diluting with water to the mark, and mixing thoroughly) to dissolve the sample; seal the vial under nitrogen
atmosphere, place it in an oven at 110 °C for hydrolysis for 24 hours, remove it, allow it to cool to room

temperature, then take 200 pL of the solution, dry it under nitrogen, and dissolve it in 200 pL of water.

El: BRIEDBHM, WREERNAZWAHERART, ARERELTFA, FUEH,
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KR KEEPRE i 50 mg T 10 mL A&, I/KEEIFRBEER RZIE . 7RI FRE

1 mL & 20 mL PEARIEH, 09 mL /KA KA : K2 EE 5.6 mL $hFRZE 10.0 mL =K
b, HKFBEZRZIE, JRE. ) HFEMER, REEEE, BT 1N0CHFE /K 24 h, BUHBA
FEE, 200 v L FRBE®R, WESRET, 200 vL KE

Derivation: The sample was diluted 50-fold with water. Absorb 160 1 L of the solution and transfer to a
test tube. Add 100 u L of diluted Solution A and 100 1 L of diluted Solution B, mix thoroughly, and
incubate at room temperature for 60 minutes. Then add 400 1 L of n-hexane solution, tighten the cap,
and shake for 5 - 10 seconds. Allow to stand at room temperature for stratification. Collect 200 1 L of
the lower layer, add 800 1 L of water, and mix uniformly. Repeat the process with another 200 1 L of
the lower layer and 800 1 L of water, mixing thoroughly. Filter through a 0.22 1 m organic membrane

before analysis.

T4 IGAEM 160uL, BT RVE T, IIAFES I AR 100uL FIR RS B 100pL, #55J,
IR M60min, FRJEIIAIE ChE R 400uliE 5 it 7 /5 JR#5~10S, =iRFHE D E, BT /Z200u
LW, IIA800uL/KIEAIIE], FHE200ulin A800uL/KIE&412T, FHFLAAEN0.22um A HLEL L JE,
(SRR

2. Chromatogram and data CifEFI$E)

(1) Reference solution CHfHEIAR)

B b IR PR R U KB RE 1045
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250 B F16 i sLEe a2y | a4 7] 02 Amine Acid 11007 7 Fro02 LN WIS 1T WL 254 nm
200
1504
= |
=8
=
% |
g 10 :lj
&
20
5.0+ 1A )17 - 32002
12 - NS Then 1% 5% l 10 ":IPE’?"‘FE i 001 MELEFEBES | 20 42
0.0 T L\
-5.04 . = > . > . ]
20 a0 100 150 200 250 300 350
15 18] i
e ———————————————————
e {5 B i ) e [ #1 FH i T 1t i 8 (EP) ST (EP) | FRFREL (EP)
min mALU* min %
1 4 657 0377 4 66 18681 4.10 0.99
2 5.260 0.386 476 17511 22.39 0.96
3 10.110 0.456 5.64 21557 304 0.91
4 10.970 D476 5.88 22561 1.74 0.94
5 11.480 0428 528 24199 6.07 0.95
& 13323 0.438 541 28858 3T 0.93
7 14 512 0.382 471 31114 2.34 0.94
8 15298 0.462 5.70 31544 248 1.00
a9 16.083 0.519 6.41 47299 20.01 0.93
10 21.300 0.523 6.46 140847 622 0.98
11 22718 0.533 6.58 156162 495 0.99
12 23.900 0.494 6.10 147383 7.54 0.99
13 25745 0.043 053 181888 3.83 0.74
14 26.682 0.534 6.60 184341 1.83 1.01
15 27143 0.546 6.74 178513 8.89 n.a.
16 20482 0.539 6.66 189870 9.18 0.94
17 32.042 D961 11.86 196894 n.a. 0.93

(2) Test solution (R S E D
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18.0- B F216 < ALBd s | -2 14y 02 Aming Acid I EREET
15.0
12,53
— 10,04
J
=
=
& 7.5
g 1
= b 6442 _
. 213855110 - 21507 (1227283 y14-32 |70
1 - 2883512 - 29.54
0.0
251 L\
a0l
—_—— e \
20 5.0 100 150 200 250 200 350
14 1] fmin]
CEE TR {5 B I 1) W HAA I R ¥ (EP) B (EP) | FAEREE (EF)
min mAL*min 5%
1 4697 0227 3.50 16364 416 0.95
2 5.347 0.598 922 16491 22.02 0.97
3 10.373 0.629 8970 20307 208 0.92
4 11.260 0.576 B8.88 21786 11.27 0.90
5 14 885 0227 3.50 30647 2.36 1.01
3] 15.685 0.424 6.54 32748 235 0.86
7 16.442 0.643 8982 51230 7.51 0.87
8 18.855 0.537 829 45539 211 1.02
9 19.677 0.487 751 33018 551 0.87
10 21.507 0.458 706 130262 21.66 0.96
11 26.835 0.293 452 177318 1.81 0.99
12 27293 0.456 7.04 186571 B8.78 0.95
13 29 640 0.335 5.16 175313 8.71 0.91
14 32170 0.593 9.15 184407 n.a. 0.95
KA 6.481 100.000 1122901.00 101.24
/: ﬁ N N
AR I
P i B
e R
W WRE Fi R AR S i U3901 (14> LRI
AR ETAS VAT A R i foa i
(pmoL/mL) (pmoL/mL) (mL) (pmoL) Th M
(mg)

RES A1 0.25 0.3773 0.2925 0.19 0.0178 0.0034 1.8 1.6~24
KRB 0.25 0.3858 0.7726 0.50 0.0178 0.0089 47 3.2-4.8
YR 0.25 0.4565 0.7977 0.44 0.0178 0.0078 4.1 4.0~6.0

0.008888889 4731.42
HER 0.25 0.4762 0.747 0.39 0.0178 0.0070 3.7 3.2~4.8
e 0.25 0.4278
H R 0.25 0.4385
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R 0.25 0.3818 0.272 0.18 0.0178 0.0032 1.7 1.6~2.4
Rt 0.25 0.4618 0.5418 0.29 0.0178 0.0052 2.8 2.4~3.6
i 2 R 0.25 0.5194 0.8058 0.39 0.0178 0.0069 3.7 3.2~4.8
AN 0.25 0.5231 0.5907 0.28 0.0178 0.0050 2.7 2.4~3.6
SRR 0.25 0.533
HER 0.25 0.4942
e 2R 0.125
FEAR 0.25 0.5343 0.3755 0.18 0.0178 0.0031 1.7 1.6~2.4
EER 0.25 0.5461 0.5773 0.26 0.0178 0.0047 2.5 2.4~3.6
PNGEN 0.25 0.5392 0.4029 0.19 0.0178 0.0033 1.8 1.6~2.4
R 0.25 0.9608 0.7356 0.19 0.0178 0.0034 1.8 1.6~2.4
A M
EER

¥WE | FERZE | RSD

-
R
i)
=

0.3271 | 0.3239 | 0.3259 | 0.3191 | 0.3254 | 0.3237 | 0.3186 | 0.3234 0.0033 | 1.02%
0.8254 | 0.8097 | 0.8173 | 0.8125 | 0.8185 | 0.8153 | 0.8128 | 0.8159 0.0051 | 0.63%
0.8790 | 0.8430 | 0.8409 | 0.8470 | 0.8441 | 0.8432 | 0.8390 | 0.8480 0.0139 | 1.64%
0.8033 | 0.7943 | 0.7992 | 0.7989 | 0.8051 | 0.8042 | 0.7997 | 0.8007 0.0038 | 0.47%
0.3245 | 0.3216 | 0.3252 | 0.3240 | 0.3267 | 0.3255 | 0.3182 | 0.3237 0.0029 | 0.89%
0.6110 | 0.6031 | 0.6019 | 0.6065 | 0.6030 | 0.6072 | 0.6059 | 0.6055 0.0031 | 0.52%
0.8347 | 0.8348 | 0.8316 | 0.8309 | 0.8364 | 0.8389 | 0.8375 | 0.8350 0.0029 | 0.35%
0.6441 | 0.6311 | 0.6467 | 0.6305 | 0.6408 | 0.6470 | 0.6460 | 0.6409 0.0072 | 1.12%
0.4017 | 0.3969 | 0.4058 | 0.3990 | 0.4014 | 0.4076 | 0.4078 | 0.4029 0.0043 | 1.06%
0.6969 | 0.6907 | 0.6881 | 0.6838 | 0.6919 | 0.6925 | 0.6848 | 0.6898 0.0046 | 0.67%
0.4468 | 0.4327 | 0.4424 | 0.4335 | 0.4365 | 0.4332 | 0.4426 | 0.4382 0.0056 | 1.29%
0.8150 | 0.8148 | 0.8100 | 0.8188 | 0.8178 | 0.8174 | 0.8145 | 0.8155 0.0029 | 0.36%
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3. Conclusion (&%)
Using Ultimate® Amino Acid (4.6x250mm,5um) , the detection requirements can be met under these
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chromatographic conditions.
% A /B Ultimate® Amino Acid (4.6x250mm,5um) , FEULEAIESMER, RelmC &% Rl 75K .

Report signature (REX5)
Tester(MX): 3k
Reviewer( ¥ 4%): 4f X 3%

Date (H #5) :2026.7.21
Date (H #5) :2026.7.21
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