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Example: Measurement  of standards

Calibration curve
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Structural formula

Structures are created using Chemistry 4-D Draw which is 
provided By ChemInnovation Software, Inc.

Niacin is a generic name for nicotinic acid and nicotinamide, which are also present in foods as 
derivatives. Microbial assays are known to be sensitive, but the use of reversed-phase HPLC with ion-
pairing methods allows both the analysis and isolation of niacin. The HPLC method described in the 
Guideline for Food Hygiene Inspection suggests an Inertsil ODS-2 analytical column. This report 
demonstrates improved results using an Inertsil ODS-3, which is a low-pressure column and hence is 
more durable. (K.Suzuki)
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1. Nicotinic acid (5 mg/L)
2. Nicotinamide (5 mg/L)

HPLC conditions
Column : Inertsil ODS-3

(5 μm, 150 x 4.6 mm I.D.)
Eluent : A) CH3OH

B) 0.1 % CH3COOH, 5 mM IPCC-06
(IPCC-06 : Sodium 1-

Hexanesulfonate)
A/B = 7 / 93, v/v
(Mixed by a gradient mixer)

Flow rate : 1.0 mL/min
Column temperature : 40 ˚C
Detected : UV 230 nm
Injection volume : 20 μL
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ニコチン酸・ニコチン酸アミド10-2- 260 nm, 4 n

		Report		Channel		# Records

		面積		2: 260 nm, 4 nm		14

		Date		Time		Sample Id		Volume

		7/12/05		13:52:10		001Blank		20

		7/12/05		13:52:10		001Blank		20

		7/12/05		13:52:10		001Blank		20		0.04mg/L		NA		NAA

		7/12/05		14:08:48		002STD0.04ppm.00		20		1		6304		5420

		7/12/05		14:20:19		002STD0.04ppm.00		20		2		6192		4458

		7/12/05		14:31:54		002STD0.04ppm.00		20		3		6469		4855

		7/12/05		14:43:32		002STD0.04ppm.00		20		4		5525		5835

		7/12/05		14:55:08		002STD0.04ppm.00		20		5		5604		5256

										Ave.		6019		5165

										RSD		427		529

										CV%		7.1		10.2

		7/12/05		15:06:42		003STD0.2ppm.00		20				ニコチン酸 サン		ニコチン酸アミド サン

		7/12/05		15:18:24		004STD1.0ppm.00		20		0.04		6019		5165

		7/12/05		15:30:03		005STD5.0ppm.00		20		0.2		32718		29724		Slope		Slope

		7/12/05		15:41:31		006STD25ppm.00		20		1		166202		158454		167360.495063684		161530.008114878

		7/12/05		16:31:59				20		5		844176		811686		切片 セッペン

		7/12/05		16:48:30				20		25		4183712		4036396		896.986842105		-1819.4503828249

												NA		NAA		4.6		6.3

																切片 セッペン		897		-1819

						001ほうれん草添加1ppm										傾き カタム		167360		161530

						002ほうれん草無添加										面積値 メンセキチ		769426		1013921

																定量結果（ｍｇ/L) テイリョウケッカ		4.59		6.29

																定量結果（ｍｇ/kg) テイリョウケッカ		45.9		62.9
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Example of spinach analysis
Sample 5 g

Grinding

-50 mL Ultrapure water added

- 3 min homogenize

-Ultrasonic extraction 10 min

-3000rpm, 10min, 10 ˚C

-Supernatant is diluted to 50 
mL with ultrapure water.

-0.45 μm filter
HPLC

Example of pretreatment

Extraction

Centrifuge

Constant volume

Filtration

1. Nicotinic acid
2. Nicotinamide
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