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USP : determine procedu re Of Dwe” VOIM VV\e FLOW RATE! Set to obtain sufficient back-pressure (e.g., 2 mL/min).

DETECTION: Spectrophotometer at 265 nm
Determine the time (toj)' in minutes, when the absorbance has increased by 50% (Figure 2).
Dwell volume (D) (also referred to as Vj,): The dwell volume (also known as gradient delay
volume) is the volume between the point at which the eluents meet and the inlet of the column. It can be D= tD xF
determined using the following procedure. ty =t0.5 — 0.5tG (min)
= pre-defined gradient time, 20 min

F = flow rate (mL/min)

COLUMN: : Replace the chromatographic column by an appropriate capillary tubing (e.g., 1 m x 0.12

mm).
MOBILE PHASE: See Table 1. §
MOBILE PHASE A: Water g
MOBILE PHASE B: 0.1% v/v solution of acetone in water _§
<
Table 1
Time Mobile phase A Mobile phase B
(min) (% v/v) (% v/v)
»
0-20 100-0 0-100 f‘;s Time |
20-30 0 100 Click image to enlarge

Figure 2.

[NoTe—where applicable, this measurement is performed with the autosampler in the "inject" position
so as to include the injection loop volume in the dwell volume.]
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