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Establishment of Chemical Reference Substance of Gamithromycin
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Abstract; To establish chemical reference substance of gamithromyein,the structure of the candidate material was
characterized by ultraviolet—visible (UV) , infrared (IR) , nuclear magnetic resonance( NMR) , mass spectrum and
x—ray single crystal diffraction. Its chromatographic purity was determined by HPLC. The results of qualitative
identification of gamithromycin was 99.9%. The assigned value by mass balance method was 98.8%, in
accordance with that obtained by quantitative NMR (98.3%). The structure and purity of the gamithromycin
material met the requirements of CRS for assay. The accuracy of the assigned value obtained by mass balance
method was accurate and reliable. Thus the gamithromycin material can be used for quality control.

Key words: gamithromycin; substance calibration; structural characterization; mass balance method; quantitative

NMR

IR 2k A 2 ROT R W B — B TR AR i AT R 2
RS TOCRIIN RPN BRI 25, HE PRE AT B | MRS M 21 2 5 25 32 20 I i 5 L 1
SHRCT 2017 A R A T2 e TR 1 MEICRGESE L H TR N 2 K AL R ok

TEE R ok U8B ORI 25 I
BEWRAEE: KBS, E-mail: 13592030440@ 163.com



- 68 - 2 2 2019 4F 3 HAS 53 B4 3 1)

Chinese Journal of Veterinary Drug

B 2 SRS O wIAIE ST Y AR OR B 20k i
R i 72 [ B A TR B R IR T IR R
JEAsh S LA SRR 0 B s 2 ], AR SCRIFGE ST T oK
B 700 BT AR A2 T 1%, Sy HOGT Bt A B AR
AR

1 WE5RE

L1 B 5RA SR A A RS (Waters
2695 %1 HPLC ;2998 % PDA ¥l %% ; Empower 3 {6,
T TAES AT ) , 92 [E Waters 23 A ; XBridge C18 £
(250 mmx4.6 mm,5 wm) , 3 [E Waters /2 F] ; AB265
=S L7 M RV, MR I FE R 2 22 7 5 Seven easy
RIRR BET MR TR 224 | ; GZX-9070MBE AL
PG T4, SX2-2.5-10 TIAH B By, b g i
WS A PR /) BT B8 ) s W IR S N BRI N
ATl | R el KOk Atk

1.2 25 oREE RO R JURL, ph i P b
25 BRAA ) il 45 o

2 AEEHR

2.1 ML

2.1.1 RAESEE(UV) Lok (IR) R iE
(MS) A #E IRk 3% (NMR) st Ae ok B & RA 347
gedyaman MR SRR UV e il T &
Psft MR M 0.011 mg/mL, FAHEE 190~400 nm;
IR M5 >R H KBr He v i2s, i 5 KBr (1 L 45112y

41 :200; ' H-NMR i = >& 500 MHz, " C-NMR Il
7E A 500 MHz, i1 >R ] CDCL, %5 MS T,
B ESIT,

ZEFIERINGE A0 R UV Amax:204 nm; IR v:
3534 2969, 2937, 2876 2831, 2795, 1735, 1637,
1458 , 1421, 1380, 1349, 1295, 1279, 1249, 1166,
1135.1109,1094 1075 ,1058 ,1016 1004 983 cm™';
ESI-MS m/z:777.54 [ M+H]*;'H NMR(CDCl,) : 8
0.89, 0.98, 0.99, 1.08, 1.22, 1.30, 1.54, 1.70, 1.
91, 2.01, 2.30, 2.74, 3.01, 3.14, 3.29 3.55, 3.62,
4.08, 4.23, 4.38, 5.00,°C NMR(CDCI, ) :8177.60,
105.09, 96.47, 77.92, 77.30, 7.05, 76.79, 75.31,
74.27, 72.79, 70.39, 69.23, 65.60, 64.97, 59.27,
49.37, 46.87, 42.48, 40.37, 34.97, 32.53, 28.95,
22.06, 21.55, 21.16, 17.82, 16.02, 15.23, 14.54,
12.92, 12.09, 11.35, DL % 5 Scik ) 4% 18 %k
P — B, 2 BT B Rk 2= 25 5 ok R
FHIA
2.1.2 R X HHE&EE S AT H & e ok B & Ropbt
ATes MmN B IR AR O B R 0.1 g,
B AN IS, S RCE R R
U ETN N

Xof BE TR X SR £k B A AT SR 454 BT L
Bl 1, 4% A B S ok & R AR

(b)

a FIEFIEEIATT b LA S5 T
a Structural Unit Containing Solvents b Structural unit for hydrogen removal
1 WREERERET

Fig 1 Structure Unit of reference material
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2.2 HPLC 4 #H#
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Tab 1 The results of purity test
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Fig 2 The chromatogram of reference material Purity test
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Tab 2 The results of Loss on drying
i | ) S
No. mean
e
1.06% 1.04% 1.05%
Result
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Table 3 The results of residue on ignition

5 1 , P
No. mean
ok

B 0.095% 0.098% 0.10%

Result
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(1-T R - FRE ) x100% , 2557 99.93% xSRI FREL, UL BRAE A AR, BE & A 2
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2015 AR PUFE' 5E 0] 0441 ZREILIRIENSE RS SR, R NMR KA R IE SR 98.3%
NO: 201620272

Solvent: EtOD
Name: Gamithromycin-2
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Fig 3 The spectrogram of Quantitative nuclear magnetic resonance
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Tab 4 The results of stability investigation

LT
%m5g 0 1A 2 A 3H 6 H
Inspect item
Ch*a *"t AEERIERA  AESHERA  AESRERE  AESRERE  AeSHIERE
P
kgf“‘/oc_ 174.8~176.2 175.3~176.5 174.4~176.3 175.1~176.4 175.0~176.3
Melting point
4
20E/ % 99.93 99.92 99.92 99.92 99.92

Purity
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