


41 MATERIAL AND METHODS

421 Matenrial

4.2.1.1 Plant material
Plant material, products and standards as described in Chapter 2, 2.1 & 2.2 were used.

422 Apparatus

4.2.21 SPE-equipment
Waters Sep-Pak Plus C1s cartridges for solid phase extraction.

4.2.2.2 HPLC-equipment

Hewlett Packard 1050 HPLC, equipped with an HP 1050 multiple wavelength (MWD) and HP 1046A
programmable fluorescence detector (FLD). For determination of the optimal wavelengths for the
MWD and FLD, the University of Pretoria Dept. Chemical Pathology’s diode array detector HP 1050
and fluorescence detector HP 1100 were used as well.

4.2.3 Methods

4.2.3.1 Extraction

4.2.3.1 (a) Simple extraction

Simple extraction was performed on plant material as described in Chapter 3, 3.2.2.1 (b) (). The
extractant used, depended on the compound of interest. For hypoxoside, methanol was used, for
phytosterols, chloroform and for sterolins or the red spot compound, acetone or methanol. See
Chapter 3, 3.3.1.3. Water extraction was also performed as described in Chapter 3, 3.2.2.1 (b) (iii).

For comparison purposes of phytosterols in different plants and products, simple extraction with a

dense solvent, chloroform [as described in Chapter 3, 3.2.2.1 (b) (i)] was performed.

In the case of powders, 500 mg was extracted with 5 ml chloroform, and in the case of products, the

contents of one capsule was extracted with 5 ml chloroform. As capsule weight varies, the powder

mass removed from the capsules was standardised: DISCOVERIES OF NATURE’s Hypoxis —

African potato 5 (600 mg), PLANTANICAL MEDICINE’s Hypoxis — African potato 6 (500 mg),
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Immunochoice® (300 mg), Moducare® (200 mg), Nutricare® (400 mg), Phytogard® (400 mg) and
Prostol Herbal® (500 mg) extracted with 5 ml chioroform. The dried extracts were redissolved in
HPLC methanol to yield the desired concentration.

To improve the sensitivity of analysis, the herb powders (H. hemerocallidea powder - African potato
1,4, 5 and 6, P. africana bark and leaf powder, S. repens berry powder) and products containing
herb powders (Nutricare®) were prepared as 10 mg/mi concentrations, but to avoid overioading, the
powder extracts (P. africana extract and S. repens extract) and products containing extracts
(Immunochoice®, Moducare®, Phytogard® and Prostol Herbal®) were prepared as 1 mg/ml
concentrations before HPLC injection. Harzol® (German equivalent of Moducare®) was analysed
previously — 203 mg was extracted and the concentration injected into HPLC was 0.13 mg/ml.

If the extracts were to be used for quantification with HPLC, HPLC grade solvents were used from

extraction to injection. This was done as a contaminant was found in some analytical grade
extractants (stored in plastic containers) with exactly the same retention time as B-sitosterol in the
HPLC system used, and accumulation of this contaminant was feared. This is discussed at a later
stage.

4.2.3.1 (b) Solid phase extraction (SPE)

Solid phase extraction (SPE) can be used to clean and concentrate analytical samples. SPE can be
used in either of two ways: In the first approach, the analytes of interest are retained on the packing
material, and the sample and most contaminants pass through the packing unretained. In the second
approach, the sample is applied to the SPE cartridge, and the analytes of interest are collected as
they pass through the adsorbent, unretained. Contaminants are held on the packing and can be
disposed with the cartridge.

For hypoxoside analysis H. hemerocallidea was extracted with methanol, but methanol extracts to
many highly polar compounds, that effect the subsequent separation and makes the extract
unsuitable for HPLC injection. When a methanol extract is injected into the HPLC, neither
hypoxoside nor phytosterols are detected, therefore, SPE was applied to separate hypoxoside and
B-sitosterol from the other compounds in the methanol extract.
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4.2.3.1 (b) (i) Preparation of plant samples for HPLC injection with Solid Phase Extraction
(SPE)

Powdered plant material (H. hemerocallidea powder) was extracted with simple extraction
(methanol) as described in Chapter 3, 3.2.2.1(b)(i), dried and redissolved in a proper solvent (50%
aqueous methanol) to yield a particular concentration (10 mg/ml).

After several trial runs the following SPE method was developed and applied:

1. Condition/saturate the SPE sorbent (C1s cartridge): Pass 5 ml of 50% aqueous methanol through
the column to wet it and to ensure reproducible retention of the compound of interest. Collect the
liquid that elutes (saturation solution).

2. Retention: Apply 2 mi of the 10 mg/ml sample (20 mg), dissolved in 50% aqueous methanol to
the sorbent. Selective retention of the analyte is allowed, while the other materials are removed.
Collect the liquid that elutes (sample elute).

3. Rinse/Elution: (a) Polar eluent: wash the column with 10 ml 50% aqueous methanol to remove
the polar compound hypoxoside. Collect the eluting liquid (water-methanol fraction 1). Repeat
twice with 5 ml 50% aqueous methanol, but collect the fractions separately (water-methanol
fraction 2 and 3), to ascertain that all the hypoxoside is recovered.

(b) Intermediate polarity eluent: Wash the column with 10 ml acetone to mediate mixing of the
water-methanol and hexane fractions. Collect the eluting liquid (acetone fraction).

(c) Non-polar eluent: wash the column with 10 ml hexane to remove the non-polar phytosterols
(mainly B-sitosterol). Collect the eluting liquid (hexane fraction 1). Repeat twice with 5 ml
hexane, but collect the fractions separately (hexane fraction 2 and 3), to ascertain that all the
phytosterols are recovered.

4. Dry the collected fractions and redissolve them in 1.0 ml HPLC grade methanol.

5. Inject 100 ! samples into the HPLC. Use FLD detection for hypoxoside and MWD for sterols.

*The modified SPE method is the same as above, but only two 10 m! 50% water-methanol fractions
are eluted, no acetone and only one 10 ml hexane fraction.

4.2.3.1 (c) Water extraction of H. hemerocallidea

According to African potato 1’s promotional pamphlet, one tablespoon (6.4 g) dried, grated corm of
H. hemerocallidea must be simmered in six cups (1200 ml) water for 15 to 20 minutes and
refrigerated until use.
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4.2.3.2 Preparation of standards

Al the standards, sterols, B-sitosterolin and hypoxoside were dissolved in methanol, as 96.5%
methanol was used as HPLC mobile phase and injection of another solvent would cause changes in
retention times.

4.2.3.3 HPLC for quantitative measurements

The method as described by Emara et al. (1999) for determining the “bioavailability of B-sitosterol
from Pygeum africanum extract in humans®, was applied for quantitative determinations of
phytosterols in plant extracts.

Chromatographic parameters: Phenomenex LUNA C1g column, 250 mm x 4.6 mm and 5 pm particle
size, and a Phenomenex Security Guard Cis pre-column. The temperature was controlled at 50 °C
and the mobile phase was isocratic 96.5% methanol, with a flow rate of 2 mi/min. The MWD was set
at 205 nm and the FLD was set with an excitation wavelength of 230 nm and an emission
wavelength of 245 nm (FLD for hypoxoside measurement). The injection volume was usually 100 w,
but when the sample volume was very limited, 10 pl loops were used; in these cases, a correction
factor was applied in the calibration and quantification.

4.2.3.3 (a) Calibration curve from composite sample for multiple determinations

The B-sitosterol (c. 95.7%), campesterol (c. 65%), stigmasterol (c. 95%) standards as well as
isolated B-sitosterolin and hypoxoside were simultaneously dissolved in HPLC grade methanol to
give a 1 mg/ml stock solution, which was serially diluted to give concentrations of 100, 50, 25, 12.5,
6.25, 3.125, 1.56 & 0.78 pg/ml. This series was injected as 100 wl volumes into the HPLC with
MWD, and recorded to set up calibration curves by calibration of peak area. As the purity of the
standards was not the same, the concentrations were adjusted accordingly, e.g. p-sitosterol’'s (c.
95.7% pure) concentrations were adjusted with a factor 0.957 giving 95.7 pg/ml instead of 100 pug/mi
efc. The purity of the isolated standards, B-sitosterolin and hypoxoside, was unknown, therefore,
these were regarded as 100% pure. From the composite sample, four calibration curves were
constituted, and they could be used to determine simultaneously B-sitosterol, campesterol and/or
stigmasterol (these last two compounds could not be separated in an isocratic system with 96.5%
methanol), B-sitosterolin and hypoxoside and report the quantities in pg/ml.

67



4.2.3.3 (b) Calibration curves for single determinations

Individual samples of 100 pg/ml of each standard and isolated compound, were also prepared for
cases in which one of these compounds was measured on its own. Only B-sitosterol was determined
in serum, but in herbal powders and products, B-sitosterol, campesterol and/or stigmasterol and
hypoxoside could be measured. However, B-sitosterolin could not be detected, but it was included in

the calibration curves of the composite sample.

68



4.3 RESULTS AND DISCUSSION

4.3.1 Evaluation of the HPLC method of Emara et al. (1999)

Emara et al (1999)'s HPLC method to determine the “bioavailability of B-sitosterol from Pygeum
africanum extract in humans’, was evaluated by using the same chromatographic parameters that
they used, and injecting sterol standards e.g. 100 ug/ml stigmasterol (dissolved in HPLC grade
methanol) into the HPLC.

The mobile phase composition was kept isocratic at 96.5 % methanol, but the MWD'’s wavelength
was adjusted, to determine the wavelength of optimal absorption. The chosen wavelength 205 nm of
Emara et al (1999) was applied as well as shorter wavelengths 203 nm and 200 nm, and longer
wavelengths 208 nm and 210 nm. The large number of compounds that absorbed at 200 and 203
nm, makes it clear why these wavelengths were not used. At 208 nm and 210 nm, the spectra were
less crowded, but 205 nm was clearly the best choice — only five compounds in the stigmasterol

solution absorbed at 205 nm. The same results were found for B-sitosterol. See Figure 4.1
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Figure 4.1: Absorbance spectra of 100 pg/ml 95% stigmasterol standard dissolved in HPLC grade
methanol and measured with MWD at wavelengths 200.4, 203.4 and 205.4 nm.
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To confirm that 205 nm is indeed the wavelength of optimal absorbance, the absorbance spectra of
B-sitosterol, campesterol, stigmasterol, B-sitosterolin and hypoxoside were determined, with a diode
array detector. The maximum absorption, with minimal interference of other compounds was
confirmed to be 205 nm.

The next step was to change the mobile phase composition: A 1:1 mixture of B-sitosterol and
campesterol standards, separated well with 96.5% methanol as mobile phase. {-sitosterol had a
retention time of 12.139 and campesterol 10.719 minutes. When the mobile phase was changed to
100% methanol, the baselines of the two peaks were barely separated and it was feared that with
complex samples the peaks might overlap. The advantage of 100% methanol, however, was shorter
retention times. B-sitosterol had a retention time of 6.221 and campesterol 5.702 minutes. A lower
percentage methanol (lower than 96.5%) as mobile phase, would result in good resolution, but even
longer retention times than ¢. 12 minutes. Therefore, the mobile phase was kept the same as in the
method of Emara et al. (1999): 96.5% methanol in an isocratic system for separation of phytosterols.

4.3.2 Calibration curves

Three types of calibration curves were constituted:

(a) Calibration curves from a composite sample of five standards to simultaneously determine f-
sitosterol, campesterol and/or stigmasterol, B-sitosterolin and hypoxoside.

See this chapter 4.2.3.3 (a) for the preparation method and Figure 4.2 and Figure 4.3.

(b) Calibration curves for single determinations. See this chapter, 4.2.3.3 (b).

(c) A calibration curve to determine B-sitosterol in serum. Discussed at a later stage.

Although the retention times varied with temperature and changes in mobile phase composition (as
result of evaporation efc.), the retention times of the five standards in the composite sample, with
96.5% methanol as mobile phase, were as follows: B-sitosterol (tz=10.020), campesterol (tz=8.933)
stigmasterol (tz=8.933), B-sitosterolin (t:=5.534) and hypoxoside (tz=1.195). Note that campesterol
and stigmasterol had exactly the same retention time, as a 96.5% mobile phase could not separate
them. This means that phytosterol peaks with a retention time of c. 8.933 can either be campesterol,
stigmasterol or a combination of the two and quantities were reported as such.
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Figure 4.2: Overlayed absorbance spectra of eight different concentrations of 95.7% pB-sitosterol
(t=10.020), 65% campesterol (tr=8.933) 95% stigmasterol (tr=8.933), B-sitosterolin (tz=5.534) and
hypoxoside (tr=1.195) in HPLC grade methanol, measured with MWD at a wavelength of 205.4 nm

with 96.5% methanol as mobile phase. These absorbance spectra were used to calculate calibration
curves for each compound.

The chromatogram in Figure 4.2 was used to constitute calibration curves for the five compounds.
The correlation coefficients were as follows: B-sitosterol (0.9997), campesterol and stimasterol
(0.9996), B-sitosterolin (0.9996) and hypoxoside (0.9997).

The MWD'’s limit of detection for B-sitosterol was c. 2.0 ug/ml with a sample volume of 100 pil.
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Figure 4.3: Calibration curves of B-sitosterol, campesterol and stigmasterol, B-sitosterolin and
hypoxoside, obtained from MWD absorbance spectra, with their correlation coefficients.

As the FLD is much more sensitive and selective than the MWD, the fluorescence spectra of f3-
sitosterol, campesterol, stigmasterol, B-sitosterolin and hypoxoside were determined. Unfortunately
none of the sterols or B-sitosterolin fluoresce, but at an excitation wavelength of 230 nm hypoxoside

fluoresces and emits UV light of 345 nm. See Figure 4.4

Hypoxoside’s retention time is very short (k=1 — 2 min) with 96.5% methanol as mobile phase, and it
usually elutes with other polar compounds that overlap with the hypoxoside peak when measured
with MWD. However, the number of compounds that fluoresce at 230 nm and emit UV light at 345
nm are few. Thus, FLD was used for sensitive and selective determination of hypoxoside and a new
calibration curve for hypoxoside was constituted. This new calibration curve from fluorescence
spectra had a correlation coefficient of 0.9996.
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Figure 4.4: Three dimensional fluorescence spectra of hypoxoside. At an excitation wavelength of
230 nm, hypoxoside emits UV light of 345 nm.

4.3.3 Solid phase extraction (SPE)
To clean up the crude methanol extract for hypoxoside analysis, the developed SPE method was
applied. See the SPE method in 4.2.3.1 (b).

After SPE, the sample was analysed for hypoxoside and B-sitosterol with HPLC. Chloroform
extraction of phytosterols is much easier than methanol extraction followed by SPE; but it is not
necessarily more effective. See this chapter, 4.3.4. Three fractions of 50% water-methanol (10 ml +5
ml + 5 ml), one fraction of acetone (10 ml) and three fractions of hexane (10 ml +5 ml + 5 ml) were
eluted through the C1s cartridge, to ascertain that all the hypoxoside and B-sitosterol were removed
from the cartridge. The water-methanol fractions were supposed to extract the hypoxoside, the
acetone should mediate the mixing of the water-methanol and hexane, and the hexane should
extract the B-sitosterol. See Figure 4.5 for TLC of the different eluants tested in the development of

the SPE process to isolate hypoxoside and B-sitosterol from H. hemerocallidea methanol extract.
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Figure 4.5: TLC on a glass plate of different SPE eluants tested in the development of a SPE
process to isolate hypoxoside and B-sitosterol from H. hemerocallidea methanol extract. From left to
right: Isolated hypoxoside (1), 10 mg/ml African potato 1 methanol extract, placed on the SPE Cis
cartridge (2) and the following eluants in the order as a applied to the SPE cartridge: 50% water-
methanol (3), 100% methanol (4), acetone (5), methylene dichloride (6) and hexane (7). On the right
are 95% stigmasterol standard (8), 97.5% P-sitosterol standard (9) and isolated B-sitosterolin (10).
The plate was developed in CEF and sprayed with p-anisaldehyde.

4.3.3.1 Detection of a contaminant in analytical grade solvents

To determine how complete the extraction process was from the SPE Cis cartridge, 2 ml of a
standard mixture containing 25 pg/ml B-sitosterol and 25 ug/ml hypoxoside in 50% water-methanol,
was applied to a conditioned cartridge. The method as described in 4.2.3.1 (b) was applied and the
following results obtained from HPLC with FLD and MWD respectively. See Table 4.1.

According to the results from 50 pg hypoxoside, 41.04 ug (82.12%) was extracted; and from 50 pig

B-sitosterol, 155.6 ng (311.2%) was extracted. As this is clearly impossible, the possibility of a
contaminant was investigated.

74



Table 4.1: HPLC quantities of hypoxoside and B-sitosterol from a standard mixture containing 50 pg
of both, applied to a C1s SPE cartridge

SPE Fraction Hypoxoside (ug/ml) B-sitosterol (.g/ml)

Sample eluate 14.3 3.1

50% Water-methanol 1 255 0

50% Water-methanol 2 0.45 0

50% Water-methanol 3 0.22 0

Acetone 0.27 112.8
Hexane 1 0.13 21

Hexane 2 0.17 93

Hexane 3 0 94

Total 41.04 155.6

To determine whether the contaminant was in the SPE cartridge or in the eluants, 10 ml of all the
solvents used (water, methanol, acetone and hexane) were dried and redissolved in 1.0 ml HPLC
grade methanol and injected into the HPLC to scan for a contaminant. Some of the solvents
presented a peak at the retention time of B-sitosterol.

Table 4.2: HPLC quantities per 10 ml (calibrated according to B-sitosterol's calibration curve)

analytical grade solvent of a contaminant with exactly the same retention time as B-sitosterol.

Solvent “B-sitosterol” contents (ug/ml)
Water 0

Methanol 321

Acetone 68.19

Hexane 19.15

When the dried acetone, dissolved in HPLC grade methanol, was spiked with B-sitosterol, it gave a
symmetric peak on the HPLC. The contaminant had exactly the same retention time as B-sitosterol!
See Figure 4.6.
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Figure 4.6: HPLC chromatogram of analytical grade acetone, stored in a plastic bottle (dried and
redissolved in HPLC grade methanol — 10 mg/ml) with a contaminant with exactly the same retention
time as B-sitosterol (tz = 10.141) and calibrated as 68.19 pg/mi B-sitosterol. The mobile phase was
96.5% methanol.

All contaminated eluants were analytical grade solvents stored in plastic botties. Further investigation
found that the plasticizer (phthalic acid), dissolved in HPLC methanol and injected into the HPLC had
a retention time of 10.282. It was, therefore, calibrated by the HPLC software as §3-sitosterol.

All the HPLC grade and analytical grade solvents were evaluated for the contaminant and impure
solvents were avoided in future work.

A standard mixture of 25 pug/ml B-sitosterol and 25 pg/ml hypoxoside in 50% water-methanol, was
put through the SPE process again. However, this time pure solvents were used. The yield was
found to be 100.3 % for hypoxoside and 107.7% for B-sitosterol. From the results it was clear that
the second hexane fraction contained so litle p-sitosterol that only one fraction was needed for
elution. On the other hand, two 10 ml fractions water-methanol were necessary to elute hypoxoside.
Acetone was not needed at all. The SPE method in 4.2.3.1 (b) was modified accordingly — Modified
SPE method.

After a number of H. hemerocallidea powder SPE analyses with the same pattern, it was accepted
that hypoxoside elutes in the second water-methanol fraction although this was not the case with the
isolated hypoxoside.
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4.3.4 Methanol versus chloroform extraction of phytosterols
As methanol and chloroform both extract phytosterols, it was important to quantitatively confirm the
conclusion from TLC in Chapter 3, 3.3.1.3, that chloroform is the best extractant for phytosterols.

The methanol extract had to be cleaned with SPE. The standard mixture with uncontaminated
solvents (See section 4.3.3) gave a yield of 107.7% for B-sitosterol, which indicates complete
extraction from the C1s cartridge. Therefore, the HPLC quantities from the SPE sample could directly
be compared with those from the simple chloroform extraction.

A 10 mg/ml methanol extract (2 mil x 10 mg/ml = 20 mg), extracted from 500 mg of H. hemerocallidea
powder (African potato 1), was placed through the modified SPE process as described in 4.2.3.1 (b).
The hexane fraction was dried, redissolved in 1.0 ml HPLC grade methanol and injected into the
HPLC:

Dry mass applied to SPE = 20 mg.

Hexane fraction, dried and redissolved in 1.0 ml MeOH = 10.83 ug/ml B-sitosterol.
Thus, 20 mg extract = 10.83 ug B-sitosterol.

But, total volume of 10 mg/ml extract = 11.5 ml and that is 115 mg dry mass extract.
Thus, 115 mg extract = 62.3 pug B-sitosterol.

0.0623mg x 100 = 0.0125% B-sitosterol in H. hemerocallidea powder with MeOH
500 mg

A chioroform extract of H. hemerocallidea powder, dried and redissolved in HPLC grade methanol
(10 mg/ml) was also injected into HPLC:

10 mg/ml chloroform extract = 187.5 pg/mi B-sitosterol
187.5 ng B-sitosterol per 1.0 ml chioroform extract
But, total volume of 10 mg/ml extract = 0.13 m|

Thus, 0.13 ml = 24.4 ng B-sitosterol

0.0244mg x 100 = 0.0049% P-sitosterol in H.hemerocallidea powder with CHCl3
500 mg
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4.3.5 HPLC Application

Chloroform extracts of H. hemerocallidea, P. africana, S. repens and related phytosterol containing
products were analysed with HPLC. The mass of the raw material, dry mass extracted with
chioroform and HPLC quantiies were taken into consideration to calculate the percentage -
sitosterol, campesterol and/or stigmasterol in the particular raw material. Chloroform, however, does
not extract all the phytosterols present in the plant material/product. Methanol extracts more (but not
necessarily all) phytosterols per gram material, but time consuming SPE is necessary. See section
4.34. Therefore, the calculated percentages are not absolute and were used for comparison
purposes only.

4.3.5.1 Phytosterol analysis of different plants

4.3.5.1 (a) H. hemerocallidea

H. hemerocallidea powder from four different sources was extracted with chloroform (5 ml), dried,
redissolved in HPLC methanol and analysed with HPLC. The percentage f-sitosterol was calculated
from 500 mg H. hemerocallidea powder for African potato 1 and 4, 597 mg for African potato 5
(African potato 5 contains 627 mg H. hemerocallidea per 630 mg capsule, but 600 mg powder was
used thus 597 mg H. hemerocallidea), and 326 mg for African potato 6 (African potato 6 contains
300 mg H. hemerocallidea per 460 mg capsule, but 500 mg powder was used; thus 326 mg H.
hemerocallidea).

Table 4.3: B-Sitosterol contents of H. hemerocallidea powder from four different sources.

H. hemerocallidea | [Extract] | p-sitosterol | Extract ngpSS | Percentage
(mg/mi) (ng/mi) Volume extracted BSSin
(mi) plant
African potato 1 10 187.5 0.13 244 0.00488 %
African potato 4 10 118.9 0.16 19.02 0.00380 %
African potato 5 10 144 1 0.16 23.06 0.00386 %
African potato 6 10 158.7 0.12 19.04 0.00584 %
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African potato 6 was the only H. hemerocallidea powder to contain 0.0014% campesterol and/or
stigmasterol. See Figure 4.7. Hypoxoside was not measured as chloroform extraction was
performed and hypoxoside is not extracted by chloroform.
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Figure 4.7: HPLC chromatogram of a chloroform extract of H. hemerocallidea powder from
PLANTANICAL MEDICINE (African potato 6), which contains campesterol and/or stigmasterol
(tz=8.957) and pB-sitosterol (tz= 10.040). The mobile phase was 96.5% methanol.

4.3.5.1 (b) P. africana
P. africana bark extract (5:1), bark powder and leaf powder (500 mg of each) was extracted with
chloroform (5 ml) ), dried, dissolved in HPLC methanol and analysed with HPLC.

Table 4.3: B-Sitosterol (BSS) contents of P. africana bark extract (5:1), bark powder and leaf
powder.

P. africana [Extract] | B-sitosterol Extract ug BSS Percentage
(mg/ml) (ng/ml) | Volume (ml) | from 500mg | BSS in plant
Bark extract (5:1) 1 401.14 28 112319 225%
Bark powder 10 239.71 0.49 117.5 0.023 %
Leaf powder 10 72.86 1.51 110.0 0.022 %
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Table 4.4: Campesterol (CS) and/or stigmasterol (SS) contents of P. africana bark extract (5:1), bark

powder and leaf powder.

P. africana [Extract] | Campe- &/or Extract ug CS &lor | Percentage
(mg/ml) | Stigmasterol | Volume (ml) | SS from CS &Jor SS
(ng/mi) 500 mg in plant
Bark extract (5:1) 1 386.08 28 10810.2 2.16 %
Bark powder 10 50.08 0.49 245 0.0049 %
Leaf powder 10 0 0 0 0

P. africana leaf powder apparently does not contain any campesterol and/or stigmasterol, but the p-

sitosterol content is very similar to that of the bark powder. See Figure 4.8.
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Figure 4.8: HPLC chromatogram of a chloroform extract of P. africana bark extract (5:1) with 96.5%
methanol as mobile phase. See campesterol and/or stigmasterol (t:=8.991) and B-sitosterol (tr=
10.086).

4.3.5.1 (c) S. repens
S. repens berry extract (4:1) and powder (500 mg of each), was extracted with chloroform (5 ml),
dried, redissolved in HPLC methanol and analysed with HPLC.
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Table 4.5: B-Sitosterol (BSS) contents of S. repens berry extract (4:1) and powder.

S. repens [Extract] | B-sitosterol Extract ug BSS Percentage
(mg/ml) (ugiml) | Volume (ml) | from 500mg | BSS in plant
Berry extract (4:1) 1 84.68 0.4 339 0.0068 %
Berry powder 3.75 18.6 0.08 1.49 0.00030 %

Table 4.6: Campesterol (CS) and/or stigmasterol (SS) contents of S. repens berry extract (4:1) and

powder.
P. africana [Extract] | Campe- &lor Extract ug CS &lor | Percentage
(mg/ml) | Stigmasterol | Volume (ml) | SS from CS &lor SS
(ng/mi) 500 mg in plant
Berry extract (4:1) 1 76.09 04 304 0.0061 %
Berry powder £ 2 10.3 0.08 0.82 0.00016 %
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Figure 4.9: HPLC chromatogram of a chloroform extract of S. repens berry extract (4:1) with 96.5%
methanol as mobile phase. See campesterol and/or stigmasterol (t==9.163) and f-sitosterol (tr=
10.279).
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