L-column3 Application Data Sheet for LC CERI

Application No. L3033
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Preparative purification of Erythromycin
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Column . L-column3 C18 (USP category: L1)

[ Method development conditions ]

Column : L-column3 C18 (C18, 5 pm, 12 nm); 4.6 mm I.D. x 150 mm L.; Cat. No. 822070

Eluent : A: CH;0H; B: 10 mM HCOOH in H,0/10 mM NH; in H,0 (v/v, 0/100 25/75, 50/50, 75/25, 100/0)
A/B, 30/70-80/20-80/20 (0-10-20 min)

Flow rate : 1 mL/min

Temperature : 25%C

Detection : UV 210 nm

Injection vqume 0.5 pL (Fig.1), 20 L (Fig. 2)

System : NEXERA XR(SHIMADZU CORPORATION)

Sample : Erythromycin A containing related substances
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Fig. 1 The effect of eluent composition on the peak Fig. 2 The effect of eluent composition on the separation
shapes. performance with high sample loads.
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L-column3 Application Data Sheet for LC

CERI

Application No. L3033

[ Purification conditions ]

Column L-column3 C18 (C18, 5 ym, 12 nm); 10 mm I.D. x 150 mm L.; Cat. No. 842510
Eluent A: CH;0H; B: 10 mM HCOOH in H,0/10 mM NH; in H,0 (v/v, 25/75, 100/0)
A/B, 40/60-80/20-80/20 (0-20-30 min)
Flow rate 4 mL/min
Temperature : 25 C
Detection UV 210 nm
Inject volume : 100 pL
System NEXERA XR (SHIMADZU CORPORATION)
Sample Erythromycin A containing related substances
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Fig. 3 Preparative purification of Erythromycin.
(Eluent A/B: 100/0)
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Fig. 4 Preparative purification of Erythromycin.
(Eluent A/B: 25/75)

TIPENS LW TIAURAOYA SV ADSEFERAEITOEUR . BEEABER TEIA Y E—IORAD B D BN R THEDIC
FHU(Fig. 3). ZILHVIEEBEER TSI M e @ L 3 2L CEDTYRONA SO ALFERYI B R+ (BT BTEN TS
FUE(Fig. 4, 2.TYZOYA>>B KRU3.IUAONAS>C (FBEEDICEDETE).

[ Purity test conditions ]
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Column L-column3 C18 (C18, 5 ym, 12 nm); 4.6 mm I.D. x 150 mm L.; Cat. No. 822070
Eluent A: CH;0H; B: 10 mM HCOOH in H,0/10 mM NH; in H,0 (v/v, 25/75)
A/B, 40/60-80/20-80/20 (0-20-30 min)
Flow rate 1 mL/min
Temperature : 25 C
Detection UV 210 nm
Inject volume : 20 pL
System NEXERA XR (SHIMADZU CORPORATION)
Sample Fractionation
Erythromycin A %Eﬁ&ﬁfxbibt(ﬁg 5)
Purity: 98.6%
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Fig. 5 Fractionation purity test.
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