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Foreword

ISO (the International Organization for Standardization) is a worldwide federation of national standards
bodies (ISO member bodies). The work of preparing International Standards is normally carried out
through ISO technical committees. Each member body interested in a subject for which a technical
committee has been established has the right to be represented on that committee. International
organizations, governmental and non-governmental, in liaison with ISO, also take part in the work.
ISO collaborates closely with the International Electrotechnical Commission (IEC) on all matters of
electrotechnical standardization.
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INTERNATIONAL STANDARD ISO 20637:2015(E)

Infant formula and adult nutritionals — Determination

of myo-inositol by liquid chromatography and pulsed
amperometry

WARNING — The use of this International Standard can involve hazardous materials, operations

and equlpment ThlS Internatlonal Standard does not purport to address all the safety problems
: s¥a%s nte onal-Standard to

limitations prior to use.

1

This|International Standard specifies a method for the determination of myo‘inositol (free|or free plus
bourld as phosphatidylinositol) in infant formula and adult nutritionalsyusing liquid chromatography
and pulsed amperometry with column switching.

2 Terms and definitions

For the purposes of this document, the following terms and)definitions apply.

2.1

adult nutritional

nutritionally complete, specially formulated foed, consumed in liquid form, which may cqnstitute the
sole pource of nourishment, made from any.combination of milk, soy, rice, whey, hydrolyjsed protein,
stardh and amino acids, with and without jntact protein

2.2

infant formula

breagt-milk substitute specially.tnanufactured to satisfy, by itself, the nutritional requirements of
infarlts during the first month§ of'life up to the introduction of appropriate complementary|feeding
[SOURCE: Codex Standard 72-1981]

3 Principle

Free| myo-inaSitol and phosphatidyl bound myo-inositol are extracted using two different sample
prepprationsprocedures. Free myo-inositol is extracted from samples with dilute hydrochlgric acid and
water. Phosphatidylinositol is extracted from samples with chloroform and separated from other fats
with|silica solid phase extraction cartridges. Myo-inositol is then released from the glycerjol backbone
with concentrated acetic and hydrochloric acid at 120°C. The 1on chromatographic method uses a

combination of two different ion exchange columns with column switching and pulsed amperometric
detection (PAD). The concentration of myo-inositol is calculated by comparison with external standards
of known concentration.

4 Reagents and materials

During the analysis, unless otherwise stated, use only reagents of recognized analytical grade and
distilled or demineralized water or water of equivalent purity.

© ISO
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4.1 Chemicals and solvents

4.1.1 Acetic acid, glacial, ACS.

4.1.2 Chloroform, high-purity, HPLC grade.

4.1.3 Diethyl ether, anhydrous, HPLC grade.

4.1.4 Drierite, (desiccant), anhydrous calcium sulfate, 8 mesh.

4.1.5 Helilum, zero grade or equivalent.

4.1.6 Hex

hne, HPLC grade.

4.1.7 Hydrochloric acid, concentrated (36 % to 38 %), ACS.

4.1.8 Met

4.1.9 Met

4.1.10 Myag

purity.
4.1.11 Sod

4.1.12 Sod

hphosphoric acid, ACS.

hanol, HPLC grade.

um chloride, ACS.

um hydroxide, 50 % (m/m), low carbopate form.

4.2 Prepdration of reagents and standard-solutions

4.2.1 Gen
practices ar

e observed. Solutions can beé stored at refrigerated or at ambient temperature in tight,

containers ynless otherwise specified.

4.2.2 Myg
approximats

volume with water. Mix well. Store refrigerated. Expiration: 3 months.

4.2.3 Mydg-inositol'intermediate standard solution (approximately 200 mg/1). Dilute 10,0 ml
standard (4.2.2)\to 100 ml with water and mix well. Discard after use.

-inositol, primary reference standard, official lot, store. desiccated. See standard labq

eral. All solutions can be scaled up or down for convenience provided good labor

-inositol stock—standard solution (approximately 2 000 mg/l). Accurately v
ly 0,100 g myosinositol and quantitatively transfer to a 50 ml volumetric flask. Dily

] for

htory
inert

veigh
te to

stock

4.2.4 Preparation of calibration standard solutions

4.2.4.1 Myo-inositol calibration standard solutions high, (approximately 4 mg/l, 2 mg/l, 1 mg/],

0,5 mg/1).

Into separate volumetric flasks, dilute 2,0 ml, 1,0 ml and 0,5 ml myo-inositol intermediate standard
(4.2.3) to 100 ml with water. Dilute 0,5 ml myo-inositol intermediate standard (4.2.3) to 200 ml with
water. Expiration: 2 weeks

4.2.4.2 Myo-inositol calibration standard solutions low, (approximately 0,2 mg/1 and 0,05 mg/1).

Into separate volumetric flasks, dilute 4 ml and 1 ml of the 0,5 mg/l myo-inositol calibration standard
to 10 ml with water. Expiration: 2 weeks.

2
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4.2.5 Hydrochloric acid, 0,5 %. Add 1,25 ml concentrated hydrochloric acid to approximately 200 ml
water in a 250 ml volumetric flask. Dilute to volume with water and mix well. Expiration: 6 months.

4.2.6 Sodium chloride, 1 mol/l. Dissolve 5,8 g sodium chloride and dilute to 100 ml with water.
Expiration: 1 month.

4.2.7 Sodium hydroxide, 0,12 % or 30 mmol (Pump 1). Quickly weigh (4,8 + 0,1) g of 50 % sodium
hydroxide into a 2 000 ml volumetric flask containing approximately 1 900 ml water. It is important that
the sodium hydroxide does not absorb carbon dioxide from the air. Swirl to mix well. Dilute to volume

with

4.2.8
hydr
the s
with

4.2.9
Dissq

4.2.1
4.2.1
4.2.1
4.2.1

4.2.1
wate

5 ]

Usuall laboratory glassware and equipment and, in particular, the following.

5.1

5.2

5.3

water and mix well. Expiration: 1 month.

Sodium hydroxide, 4,0 % or 1 mol/l (Pump 2). Quickly weigh (160 + 3) g 6f 5

odium hydroxide does not absorb carbon dioxide from the air. Swirl to mix wWiell. Dilut
water and mix well. Expiration: 1 month.

Metaphosphoric acid, 6 %. Weigh 6,0 g metaphosphoric acid inte a 100 ml volu
lve and dilute to volume with water. Mix well. Store refrigerated. Expiration: 1 week.

0 Phosphatidylinositol extraction solutions. Prepare freslvron day of use.

0.1 Chloroform:methanol (2:1). Mix 60 ml chloroforin and 30 ml methanol.
0.2 Hexane:diethyl ether (80:20). Mix 80 ml hexahe and 20 ml diethyl ether.
0.3 Hexane:diethyl ether (50:50). Mix 501l hexane and 50 ml diethyl ether.

0.4 Methanol:chloroform:water (75:15:10). Mix 75 ml methanol, 15 ml chloroforr
.

Apparatus

Analytical balance, minimum weighing capacity of at least 0,000 1 g.
Centrifuge:

Desiccator.

D % sodium

pxide into a 2 000 ml volumetric flask containing approximately 1 900 ml water.dt\i$ important that

e to volume

metric flask.

n and 10 ml

5.4

5.5

5.6

5.7

5.8

5.9

© ISO

Nitrogem evaporator, With wWater batit or equivalent.
Oven, capable of maintaining 120 °C.

pH-meter, with pH 4 and 7 buffers.

Stir plate, multiposition with stir bars.

Vacuum manifold.

Vortex mixer.
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5.10 System HPLC, with corrosion-resistant components including an autosampler, two isocratic
pumps, 6-port switching valve, pulsed amperometry detector with a gold electrode and PEEK or
polytetrafluoroethylene (PTFE) 0,18 mm to 0,25 mm (0,007 inch to 0,01 inch) internal diameter tubing.
Autosampler capable of injecting 20 pl.

5.11 Columns, Dionex CarboPacl) MA1 (4 mm x 250 mm) P/N, 44066, MA1 (4 mm x 50 mm) P/N
44067, and PA1 (4 x 50 mm) P/N 43096, or equivalent.

5.12 Beakers, assorted sizes.

5.13 Centrffuge tubes, 50 mI with polytetrafluoroethylene (PTFE)-coated caps.
5.14 Syringe filters, polyamide, 0,45 pm and 0,2 pm.

5.15 Filter|paper, Whatman 2V1) or equivalent.

5.16 Conical flasks, 50 ml or 125 ml or equivalent.

5.17 Volumetric flasks, assorted sizes.

5.18 Funngls, suitable for use with filter paper.

5.19 Pipets, volumetric, assorted sizes.

5.20 Solid{phase extraction (SPE) cartridge, silica, 1 g2

5.21 Syringes, 1 ml disposable and 25 ml gas-tightglass with 100 mm (4 in) stainless steel needle

T

6 Procedure
6.1 Free myo-inositol
6.1.1 Sanjple preparation

6.1.1.1 Ge¢neral

Prepared sgmples that are constantly stored at 1 °C to 8 °C in closed containers are stable for up to
5 days. After 5 days;, samples shall be prepared again. Mix liquid samples well to ensure homogenejty. If
the powder [sarmple homogeneity is unknown, assume that it is non-homogenous and proceed with the
preparation|ofidry blended/non-homogenous powder samples as given in 6.1.1.3.

6.1.1.2 Liquid samples

For ready-to-feed liquid samples, accurately weigh (0,5 + 0,05) g to (5 £+ 0,5) g of product into a 100 ml
volumetric flask and record the mass to the nearest 0,000 1 g.

1) Thisis an example of a suitable product available commercially. This information is given for the convenience of
users of this document and does not constitute an endorsement by ISO of the product named. Equivalent products
may be used if they can be shown to lead to the same results.

2) ].T.Baker P/N 7086-07 (www.avantormaterials.com) is an example of a suitable product available commercially.
This information is given for the convenience of users of this document and does not constitute an endorsement by
ISO of the product named. Equivalent products may be used if they can be shown to lead to the same results.

4 © IS0 2015 - All rights reserved
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6.1.1.3 Dry blended powder samples

For dry blended/non-homogenous powder samples, reconstitute per the product label instructions.
Accurately weigh 0,5 g to 5 g reconstituted product into a 100 ml volumetric flask. Record the mass to
the nearest 0,000 1 g.

6.1.1.4 Wetblended powder samples

For wet blended/homogenous powder samples, accurately weigh 0,25 g to 1,5 g powder into a 100 ml
volumetric flask and record the mass to the nearest 0,000 1 g. Add approximately 10 ml to 15 ml water
to the volumetric flask and swirl or stir to completely dissolve the powder.

6.1.21 Extraction

Add enough 0,5 % hydrochloric acid (4.2.5) to each sample to adjust the samplé\pH to 4{5 * 0,2 and
swir} to mix.

Allow the samples to react with 0,5 % hydrochloric acid for a minimum of/2 min and then dilute to
voluine with water. Mix well. Filter samples through filter paper (5.15)\nto 125 ml conigal flasks or
apprppriate glassware.

NOTH Although some samples will filter cloudy, the filtrates can still be used.

Filter an aliquot of sample filtrate through a 0,45 pm syringe filter (5.14) into an autosampler vial.
6.2 | Myo-inositol bound as phosphatidylinositol
6.2.1 Sample preparation

6.2.1.1 General

Preppred samples that are constantly~stored at 1 °C to 8 °C in closed containers are stable for up to
5 days. After 5 days, samples shall be prepared again. Thoroughly mix or stir products priorfo sampling.
Mix liquid samples well to ensure‘homogeneity. If the powder sample homogeneity is unknqwn, assume
that |t is non-homogenous and proceed with the preparation of dry blended/non-homogenous powder
samples given in 6.2.1.3.

6.2.1.2 Liquid samples

For rleady-to-feed liquiid samples, accurately weigh (4 £ 0,4) g of product into a 50 ml cenfrifuge tube
and record the ntass to the nearest 0,000 1 g.

6.2.1.3 , Dry blended powder samples

e e e e C e e C el instructions.
Accurately welgh (4 * 0 4) g reconstltuted sample 1nto a 50 ml centrlfuge tube Record the mass to the
nearest 0,000 1 g.

6.2.1.4 Wetblended powder samples

For wet blended homogenous powder samples, accurately weigh (1 + 0,1) g powder into a 50 ml centrifuge
tube and record the mass to the nearest 0,000 1 g. Add 4 ml water centrifuge tube and mix well.

6.2.2 Extraction

In a fume hood, add 10 ml methanol to each sample and stir for atleast 20 min or vortex for at least 1 min
and allow samples to set for at least 20 min. Add 20 ml chloroform and stir for at least 5 min or vortex
for at least 1 min and allow samples to set for at least 5 min. If large clumps form when chloroform is

© IS0 2015 - All rights reserved 5
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added, cap tube and shake well for at least 1 min to mix sample. Add 5 ml 6 % metaphosphoric acid
(4.2.9) and 1 ml 1 mol/1 NaCl (4.2.6) and mix well. Centrifuge until layers separate. Using a 25 ml glass
gas-tight syringe with a stainless steel needle (5.21), transfer the bottom chloroform layer to a clean

50 ml centri

fuge tube and evaporate the chloroform with nitrogen in a 60 °C water bath.

6.2.3 Cleanup

In a fume hood, condition a 1 g silica SPE cartridge (5.20) with 6 ml hexane. Dissolve residue in the
bottom of the centrifuge tube in 1 ml chloroform:methanol (2:1). Quantitatively transfer dissolved
residue to the conditioned silica SPE cartridge. Rinse the 50 ml centrifuge tube with 3 ml hexane:diethyl
ether (80:20) and then transfer to the SPE cartridge. Discard the eluent. Rinse the 50 ml centrifuge

tube with 3
clean 50 ml
SPE cartridg
methanol:ch
centrifuge t

6.2.4 Hyd

In a fume h
to the resid
oven for 2 h
hydroxide (4
an aliquot o

6.3 HPL(Q

6.3.1 Inst
Pump 1 pre
Pump 1 mo}
Pump 1 flow
Pump 2 pre
Pump 2 molj
Pump 2 flow

Injection vo

Myo-inosito

ml hexane:diethyl ether (50:50) and then transfer to the SPE cartridge. Collect eluen
centrifuge tube. Rinse 50 ml centrifuge tube with 4 ml methanol and then transfer-t
re. Collect eluent in the same 50 ml centrifuge tube. Rinse 50 ml centrifuge tube with
loroform:water (75:15:10) and transfer to the SPE cartridge. Collect eluent inthe'same !

rolysis

ood, add 40 pl glacial acetic acid (4.1.1) and 2 ml concentrated hydrochloric acid (4
le in the centrifuge tube from the sample cleanup step. Tightly’'cap tube. Heat in a 1
Cool. Add approximately 10 ml of water and swirl to mix.Add 1,25 ml 50 % (m/m) so
.1.12). Transfer sample to a 50 ml volumetric flask and‘dilute to volume with water. }
f sample filtrate through a 0,45 pm syringe filter into an‘autosampler vial.

analysis

rument operating conditions

bsure limit 13 790 kPa (2 000psi)

ile phase 0,12 % (30(mumol/1) NaOH
I rate 0,40 mil/min

bsure limit 13790 kPa (2 000 psi)

ile phase 4 % (1 mol/1) NaOH

 rate 0,40 ml/min

ume 20 pl

retention time 11 min to 13 min

ibe. Evaporate eluents collected from SPE cartridge with nitrogen in a 60 °G-water bath,.

[ in a
b the
4 ml
50 ml

1.1.7)
PO °C
dium
Filter

Run time

25 min
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0,00 min Configuration 1 See Figure 1
1,50 min Configuration 2 See Figure 2
13,50 min Configuration 1 See Figure 1
1 /— 2 —\
6 [«— 5 3
4
Key
Fump 1 4~ waste
A1 guard column 5 MA1 guard and analytical columns
Pump 2 6  electrochemical detector
Figure 1.~=Switching valve configuration 1
1 2
6 [e— 5 3
a
Key
1 Pumpl 4  waste

2 PA1 guard column
3 Pump?2

© ISO 2015 - All rights reserved
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6.3.2 PAD settings with gold electrode

Analog rang

e:1pC

Detector program: Dionex ICS 3000 or ICS 50003)

0,0s +0,10V
0,20s +0,10V
040s +0,10V
0,41 s —=2;60V
042s | -2,00V
0,43s| +0,60V
044s| -0,10V
0,50s| -0,10V
Integration period: 0,20 s to 0,40 s

Examples of

6.3.3 Inst

Prepare mo
reservoirs. |
phase over t
that the det

at least 5 times and note the peak areas or heights..If the system is equilibrated, the relative stan

deviation (R

6.3.4 Standard and sample analysis

Once the sy
set of stand
standards s

6.3.5 Syst

After all san
needle and {
Turn off the

typical standard chromatograms are shown in Annex A.

rument startup

bile phases. If necessary, helium sparge mobile phases and/or pressurize mobile
fnecessary, clean and polish the gold working electrode. Turn on the detector and pump m
he columns at a flow rate of 0,40 ml/min for@t least 30 min to equilibrate the system.
bctor is stable before beginning an analysis. Inject 20 pl of the most concentrated star

SD) of the peak areas or heights of the]last three standard injections should be < 2,0 %.

stem has equilibrated, inject one standard at each concentration (4.2.4 and 4.2.5). Af
hrds has been injected, samples and a control sample can be injected before another §
hould be injected.

em shutdown

hples andstandards have been analysed, inject 20 ul of water to clean out the autosar
ubing.<Stere the analytical columns in mobile phase [0,12 % (30 mmol/1) sodium hydroj
electrochemical cell. Flush the pump heads with water to remove sodium hydroxide.

hase
obile
erify
dard
dard

ter a
et of

hpler
kide].

7 Calculations

7.1 General

Before calculating myo-inositol concentrations in samples, compare the myo-inositol standard peaks
with the myo-inositol sample peaks and confirm that there are not any interfering compounds and that
the myo-inositol sample peak areas or heights are within the range of the myo-inositol standard peak
areas or heights. The concentration of myo-inositol cannot be calculated if there are interferences or if

3) Thisis an example of a suitable product available commercially. This information is given for the convenience of
users of this document and does not constitute an endorsement by ISO of the product named. Equivalent products
may be used if they can be shown to lead to the same results.

8
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the separation is poor. The myo-inositol retention time should be 11 min to 13 min depending on the

individual analytical column.

7.2 Concentration of calibration standards

Calculate the concentration of calibration standards using Formula (1):

A, A A A
CW:mexix—lx—zxp:mXZX—lx—zxp (@8]
0,05 10 VvV, V, "z
where
Cw is the concentration of the calibration standard solution in milligrams perlitre
I' is the mass, in milligrams, of myo-inositol standard weighed;
,05 is the dilution volume of the stock standard in litres (see 4.2.2);
1/10 isthe intermediate standard dilution (10 ml to 100 ml);
A1 is the aliquot of intermediate standard used, in millilitres\(see 4.2.4.1);
V1 is the dilution volume of the calibration standard high'in millilitres (see 4.2.4.1);
A2 is the aliquot of calibration standard high usedsin millilitres, if applicable (see 4.2.4.2);
2 is the dilution volume of the calibration standard low in millilitres, if applicable (see 4.2.4.2);

7.3 | Preparation of standard curve

I is the purity in mg/mg from the primary standard label or determined experinentally.

For pach calibration standard congentration, average the peak areas or heights fromn each two
consgcutive sets of standards. Prepare-a standard curve by performing linear least squares [(regression)

on tHe concentrations versus the averaged peak areas or heights.

7.4 | Calculation of free or'free plus bound myo-inositol in samples

7.4.1 Calculation 6ffree myo-inositol

The ¢oncentration of free myo-inositol in a prepared sample is extrapolated from the stahdard curve
preppred in Z3,'From the diluted, prepared sample concentration, the product concentration can be

calcylated usinig Formula (2):

~ €y %100

i
mS

where

(2)

Ct is the concentration of free myo-inositol in the product sample in milligrams per kilogram;

Cq  isthe concentration of myo-inositol in the prepared sample in milligrams per litre;

100 is the dilution volume in millilitres;

mgs  is the sample mass in grams.

© ISO 2015 - All rights reserved
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7.4.2 Calculation of bound myo-inositol

The concentration of bound myo-inositol in a prepared sample is extrapolated from the standard curve
prepared in Z.3. From the diluted, prepared sample concentration, the product concentration can be
calculated using Formula (3):

Cd><50
C, = (3)

m

where

Cp  igthe concentration of bound myo-Inositol In the product sample In milligrams per Kilogram;
Cq  igthe concentration of myo-inositol in the prepared sample in milligrams per litre}
50 id the dilution volume in millilitres;

ms  igthe sample mass in grams.

7.4.3 Calculation of free plus bound myo-inositol

The concentration of free plus bound myo-inositol in a prepared sample {5 calculated using Formulp (4):

where Ct iy the concentration of free plus bound myo-inosifol in product sample in milligram$ per
kilogram.

10 © IS0 2015 - All rights reserved
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Annex A
(informative)

Examples of chromatograms

N

360,00
340,00
320,00
300,00

280,00
260,00
240,00
220,00
200,00
180,00
160,00
140,00
120,00
100,00

80,00

R —

0,00 2,00 4,00 6,00 8,00 10,00 12,00 14,00, 16,00 18,00 20,00 22,00 |24,00

—>

X time, in min
arbitrary units
1 myo-inositol

Figure A.1 — Example of a typical standard chromatogram
Y T 260,00 1 _\
240,00
220,00
200,00
180,00

160,00
140,00

120,00

claa s b beaa boann A pa s la g lanal
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Figure A.2 — Example of a SRM 1849a chromatogram
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Annex B

(informative)

Precision data

The data given in Tables B.1, B.2 and B.3 were obtained in an interlaboratory study and published in
2015,[3] in accordance with ISO 5725-2[4] and the AOAC-IUPAC Harmonized Protocol for collaborative

study procddures, to assess precision characteristics of a method of analysis.[2] The methed| was
validated fqr the quantitation of free myo-inositol and myo-inositol from phosphatidylinositol in
infant and adult nutritionals. Repeatability was determined from duplicate analyses penformgd on
multiple days. Accuracy was determined from spike recovery experiments (free myo-ingsitel and myo-
inositol from phosphatidylinositol). Instrument limits of detection and quantitation were determined
statistically|from injections of low-level standards and by spiking samples with lowlevels of free myo-
inositol. The study was performed based on requirements given in Reference [6]¢
More information on the validation of the method can be found at http://standards.iso.org/iso/20637
Table B.1 — Unbound (free) myo-inositel
Sample tyjpe Total No. Number | Total No. Mean Sy SR Cyr | Cyr |HorRata
laboratories | of outlier |replicates|(mg/100 g
excluding | laborato- | accepted RTF)
outliers ries
NIST SRM 1849a 10 0 22 A12b 11,3 11,4 2,75 | 2,77 0443
Infant fornjula
powder sqy- 10 0 22 4,22 0,127 | 0,305 | 3,03 | 7,26 0,80
based
Infant fornula
powder mjlk- 10 0 20 4,26 0,168 | 0,232 | 3,95 | 5,43 060
based
Infant formula 9 0 20 717 | 0,095 | 0,207 | 1,33 | 2,89 | 034
RTF milk-based ’ ’ ’ ’ ’
Infant fornjula
powder paytial 10 0 22 3,65 | 0,035 | 0412 | 097 | 11,4 | 1[22
hydrolysed milk-
based
Infant fornjula
powder paytial 10 0 22 3,11 |0,0899 0,389 | 2,92 | 12,61 | 1332
hydrolysed [soy*
based
Child formula 10 0 22 510 | 0,185 | 0,246 | 3,61 | 4,81 | 0,54
powder
Infant elemental 10 0 22 510 | 0,227 | 0,318 | 445 | 6,24 | 071
powder
Infant formula
RTF milk-based, 9 0 20 3,17 0,0582(0,0910| 1,84 | 2,87 0,30
unfortified

b Results in mg/kg powder.
RTF is ready-to-feed.

a  HorRat value, according to Reference [7].

12

© ISO 2015 - All rights reserved


http://standards.iso.org/iso/20637
https://standardsiso.com/api/?name=7310bb183047968b160089aa853aae58

	Foreword
	1	Scope
	2	Terms and definitions
	3	Principle
	4	Reagents and materials
	5	Apparatus
	6	Procedure
	6.1	Free myo-inositol
	6.1.1	Sample preparation
	6.1.2	Extraction
	6.2	Myo-inositol bound as phosphatidylinositol
	6.2.1	Sample preparation
	6.2.2	Extraction
	6.2.3	Cleanup
	6.2.4	Hydrolysis
	6.3	HPLC analysis
	6.3.1	Instrument operating conditions
	6.3.2	PAD settings with gold electrode
	6.3.3	Instrument startup
	6.3.4	Standard and sample analysis
	6.3.5	System shutdown
	7	Calculations
	7.1	General
	7.2	Concentration of calibration standards
	7.3	Preparation of standard curve
	7.4	Calculation of free or free plus bound myo-inositol in samples
	7.4.1	Calculation of free myo-inositol
	7.4.2	Calculation of bound myo-inositol
	7.4.3	Calculation of free plus bound myo-inositol
	Annex A (informative)  Examples of chromatograms
	Annex B (informative)  Precision data
	Bibliography

