SEGUNDO FORUM INTERNACIONAL

APIMEDICA & APIQUALITY 2008

PAPERS CIENTIFICOS



STUDY OF BEE ROYAL JELLY IMMUNISTIMULATH
CHARACTERISTICS IN "IN VITRO" EXPERIENCES

Presenter: Professor Dr Vasily Krylov

Other Authors: 1B Ulitin EV Kry/lova S.8. Sckyigky
COrganisaton: Nizhni Novgorod Stare University Russia

Emall: kfg@bio.unn.ru

The iImmunomodulate activity of bee Roual J Iy (RJ) is its one of the

e is
most important mechanisms of therapeutic effects. Howevar known RJ

sz“nunomodu,atﬂ characteristics are basad on apitharapy phenomena most

L—O

often and do not open mechanisms, through which these characteristics revea
1tself in the organism. We suppose that listed below experiments on insulated

immunocompetent human blood celis will contribute a certain contribution io ihe
study of these mechanisms.

In first series of experiencas it was studied a l\'n“r’noc-/tes viability on the system
chosen immunocompetent human blood cel (lymphocytes) practically sound
people, i.e. range optimum physiological and a RJ rapids toxic concentrations
.r-:qu_.!rr;d for the following experiments on revealing its immunomodulate activity
mechanismq Viability valued, painting dead celis by 0.5 % solution of tri pane
ue. It was ‘ﬂbIchd that oosgess' g toxic action on the cells RJ minimum
concen . Not influencing upor. a lymphocytes
::’ab'!,ty physiciogical concentration was within the range of 62.6 - 500 mkg/mi.

T

\ T-lymphocytes rosette modeling apility defined a method of spontaneous
formation with ram erythrocytes after their incubations with RJ different
concentrations solutions. It was installed that T-lymphoc ytes most activity show
at RJ concentrations 125 mkg/ml, that on 32 % more than in checking.

1

'ymphocyte incubated with RJ solution adhesive characteristic vaiuad on
degrees their adhesia on a synthetic filarment On immu inocompetent bicod
Cells achesia infiuence of the RJ differant concentrations studyes have shown

¢ ~al! briend 725 AT vy B Fe ey e e b
that celis showad maxmurm abilits o acdresia at incubations them with RdJ in

LT

¥
concentrations 125 mkg 'ml. Under given concentrations of under inves tigation
1aterial the cells ability to adhesia increased or 22 2% in contrast with factors
hie checking group findizater panel. 3 Lympnoc,tes possessed the least abilit
t0 adhesia. which were added a RJ in 500 mkq, ml concentratione
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PERFIL DE FLAVONOIDES E INDICES DE OXIDACION DE ALGUNOS
PROPOLEOS COLOMBIANOS

Presenter: Dr Guillermo Salamanca Grosso

Organisation: Universidad del Tolima Tolima Colombia

Email: salamancagrosso@gmail.com

Los flavonoides son compuestos quimicos de origen botanico con marcada
actividad biologica y han sido usados como marcadores de la calidad

de! propoleo. En este trabajo se presenta la metodologia necesaria en la
determinacion cuantitativa de flavonocides totales usando dos metodos
calorimetricos compiementarios, basados en la reactividad diferencial del
tricloruro de aluminio y el la 2-4 dinitrofenithidrazina. frente a flavonas. flavonoleg
y flavanonas. las determinaciones se hicieron mediante espectrofotometria
Ultravioleta-Visible. Adicionalmente se evaluaron los indices de oxidacion en un
arupo de muestras de propoleos colombiano. Las determinaciones se realizaron
sobre extractos alcoholicos usando etanol del 96% v/v (EEP). Las muestras
fueron colectadas en los Departamento de Arauca y Boyaca, en las zonas de
vida de bosque humedo tropical (bh-T) y seco montano bajo (bs-MB). Los indices
de oxidacion se determinaron siguiendo el test del permanganato de potasio en
medio acido. Las determinaciones para el contenido total de flavonoides vario
entre 7.50+0.48 y 22.3 + 5.41%; los valores observados en el test de tricloruro
de aluminio (Flavonas y Flavanoles), estuvieron entre 0.52+0.03 y 3.26+0.26%
entre tanto para 2,4D (Flavanonas) 9.90x 0.20y 11.7+0.20% respectivamente.
Los indices de oxidacion observados en muestras con altos contenidos de
flavonoides totales estuvieron por el orden de 2.0 a 10 segundos, demostrandose
asi la actividad antioxidante de las muestras analizadas y la calidad de los EEP de
la zona estudiada. Se concluye que la calidad de los EEP esta influenciada por el
metodo de recoleccion de las muestras, su almacenamiento y manejo durante la

preparacion de los extractos.




Therapeutic effects of honeybee (Apis Mellifera L.) venom
injection on bovine mastitis

Presenter: Dr Sangmi Han

Other Authors: Dr Kwanggill Lee Dr Joohong Yeo Dr Haeyong Kweon Mrs
Soonok Woo Mr Haju Baek Dr Soontae Kim

Organisation: National Institute of Agricultural Science and Technology Kyonggi-
do South Korea

Email: sangmih@rda.go.kr

The therapeutic effective way of honeybee venom collected using bee venom
collector on bovine mastitis was investigated. Bovine mastitis is the most
serious problem in the dairy industry in terms of economic losses to the dairy
industry. Bovine mastitis can broadly be classified into contagious mastitis and
environmental mastitis. Staphylococcus auresus and Streptococcus agalactiae
are the most important contagious agent of bovine acute and chronic mastitis.
Environmental mastitis is caused primarily by Escherichia coli, Streptococcus
dysgalactiae and Streptococcus uberis. We was carried to evaluate the potential
application of treating bovine intramammay infections by applying honey bee
venom collected in Korea to inactivate the primarily bacterial mastitis pathogens
in milk. Mastitis cows from four farms were selected in the Yang-pyeong areas.
Chronic mastitis cows were injected with the various concentrations of honey-
bee venom per day. There was significant difference in the reduction rates of
SCC according to treatment concentration and method of bee venom. The milk
somatic cell counts (SCC) were significantly lower on 3 days in all concentrations
after bee venom treatment. The reduction rates of SCC for treatment of 3, 6, 12

and 24 honeybee venom were 20, 43, 63.3 and 65.8% respectively. Hone
venom treatment ways divided by a syringeful and bovivet spenstift. The

treatment ways with Bovivet Spenstift was higher the reduction rates of SC
compared with s syringeful. Thirty two out of 53 quarters were cures were ¢
by bovivet spenstift with 12 bee venom per day for 14 days. The cure rate
bee venom for Escherichia coli, Stapylococcus aureus, Gram positive bacte
and Gram negative bacteria were 33.3, 75, 75 and 43.8% respectively. The:
results suggested that bee venom treatment (by bovivet spenstift with 12 )

be effective for treatment of bovine mastitis.



Effect of protein hydrolysates of bee collected rape pollen on
superoxide anion radical

presenter: Mrs Liping sun
Other Authors: Ms Xiaoli Zhu Ms Jie Dong

Organisation: Bee Research Institute, China Academy of Agricultural Sciences
China

Email: apis@vip.sina.com

Protein hydrolysates were prepared from bee collectad rape pollen by enzymatic
treatment using an alkaline protease in order to increase the water solubility
- and bioactivity of the pollen. Ultrafiltration was applied to separate protein
- hydrolysates into five fractions based on the molecular weights. The antioxidant
: activity of the proteins hydrolysates was evaluated by their abilities to scavenge
superoxide anion radical produced by the action of xanthine oxidase on xanthine.
~ Significant radical scavenging capacity was demonstrated by the fractions with
- molecular weight higher than 1000. Membrane filtration was found to be effective
- o concentrate functional ingredients.
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Chemical composition and antimicrobial activities against five
oral pathogens of Chinese propolis extracts

Presenter: Dr Zhiwu Zhang

Organisation: Bee Research Institute. China Academy of Agricultural Sciences
Beijing Ching

Email: zhangzhiwu@yahoo.com

D

Ethano! extract of Chinese propolis was assayed for their abilities to inhibit oral
pathogens and scavenge DPPH radicals. Propolis extracts could be effective at

low concentrations in inhibiting Actinomyces viscosus and Streptococcus mutans.

Le. minimum inhibitory concentration of 50 pg/ml. Growth of Porphyromonas
agingivaiis. Prevotella intermedia. and Fusopacterium nucleatum was inhibited
in higher propolis concentration. It was believe that 14% of flavonoid in the
extract contributed to the stronger radical scavenaing activities and antimicrobial
activities of propolis. HPLC profiles indicated the major bioactive ingredien
pe phenolic compounds such as fl
phenohcs.

IS L
lavonoids. phienolic acids and some unidentified




The Brazilian Red Propolis: Botanical origin, chemical
composition and physiological activities

Presenter: Dr Andreas Daugsch
Other Authors: Prof. Dr. Yong Kun Park
Organisation: UNICAMP SP Brazil

Email: andreas@daugsch.com

The Brazilian red propolis is found in the northeast of Brazil inside the mangrove
swamps. Brazilian propolis was divided into 12 distinct groups according to its
botanical origin and chemical composition. The red propolis was recently classified
as group 13 with the botanical origin Dalbergia ecastophyllum (Leguminosae).
The botanical origin was verified by observation and different chromatographic
methods / histological exams. Propolis of group 13 is rich in flavonoids and other
phenolic compounds with highly interesting physiological properties. The following
flavonoids were identified in Brazilian red propolis from Dalbergia ecastophyllum:
liquiritigenin, isoliquiritigenin, daidzein, dalbergin, formononetin and biochanin A.
Isoliquritigenin and liquiritigenin inhibited the growth of prostate cancer in vitro.
It also inhibited the enzyme xanthine oxidase. Xanthine oxidase inhibitors were
suggested in the treatment of hepatitis and cerebral tumors, as these diseases
are augmenting the levels” of xanthine oxidase in the serum. Isoliquiritigenin
and liquiritigenin demonstrated also an anti-allergic activity, which was dose-

dependant. Formononetin and biochanin A are isofiavonoids with estrogen and
anti-fungal activity. They are metabolized to daidzein and genistein. respectively,
which are well-known isoflavonoid aglycons found e.q. in soy and are largely used
to treat women with problems related to menopause. They showed activity against
prostate cancer and breast cancer. Red propolis had shown analgesic effects in
vivo. in concentrations of 25 - 40 mg dry extract/kg body mass. I has also shown

high free radical scavenging and hepato-protective activity.
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antibacterial activity of Melipona honey from Yucatan

presenter: Dr Elizabeth Ortiz-Vazquez

1

other Authors: Francisco Cabailero MSc Luis cuevas-Glory Dr Elizabeth Ortiz-
vazquez

Crganisation: Insitituto Tecnologico de Merda Yucatan Mexico

email: eortiz@itmerida.mx

The melipona honey has been used since pre-hispanic time, by the Mayan
civilization, such as a medicinal product. Yucatan has sixteen species of stingless
bees that belong to the tribe Meliponini. The melipona honey has many properties,
including antibacterial activity, this property is an important parameter for medicinal
use, healing to wound and to avoid bacterial infection.

Cultured either Staphylococcus atreus or E. coli were added to warm nutrient agar,
which was poured into plates, wells were punched in the set agar. Honey sampies
were tested at a concentration of 80%, 50% and 30% for antibacterial activity.
Catalase solution was used for analyzing non-peroxide activity. It was measured the
diameter of the area of inhibition around the wells. Minimum inhibitory concentration
was determined using 0 to 10% of honey with nutrient Agar.

The melipona honey had inhibitory activity against S. aureus equivalent to that

of 10% (w/v) phenol, as determined by an in vitro assay, the effect was greater
against E. coli. Differences in the average of diameters of inhibition zones were
found among honey samples of Melipona honey. Apis honey was not able to
nhibit S. aureus growth as it has been shown with other researchers. However, it
has been reported that S. aureus was not susceptible to that honey from Trigona.
The minimum inhibitory concentration of Melipona honey was 5%, in Manuka
honey has been reported 3%. We are concluding that Melipona honey has a
Potential as antimicrobial agent.
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Royal Jelly Prevents Osteoporosis in Rats: Beneficial Effects in
Ovariectomy Model and in Bone Tissue Culture Model

Presenter: Prof Saburo Hidaka

Other Authors: Lecturer Yoshizo Okamoto Ph.D Satoshi Uchiyama Master Kaori
Ishiyama Pn.D Ken Hashimoto Prof Masayoshi Yamaguchi

Organisation: Fukuoka College of Health Sciences Fukuoka Japan
Email: sabrnrn@college.fdcnet.ac.jp

Royal jelly (RJ) has been used worldwide for many years as medical products,
health foods, and cosmetics. Since RJ has some steroid hormone-type
activities, we hypothesized that it may have beneficial effects on osteoporosis.
Rats were divided into eight groups: sham-operated (Shamy}, ovariectomized
(OVX), OVX given 0.5% (w/w) freeze-dried royal jelly (RJ), OVX given 2.0%
(w/w) RJ, OVX given 0.5% (w/w) protease-treated RJ (pRJ), OVX given 2.0%
(w/w) pRJ. OVX given 17-estradiol, and OVX given its vehicle, respectively. The
administrations of 2.0% (w/w) RJ and 0.5-2.0% (w/w) pRJ to OVX rats recovered
the tibial bone mineral density (BMD) by 85% or more. This result indicates
that both RJ and pRJ are almost as effective as 17-estradiol in preventing the
development of bone loss induced by ovariectomy in rats. In tissue culture
models, both RJ and pRJ increased calcium contents in femoral-diaphyseal
and -metaphyseal tissue cultures obtained from normal male rats. However, in
a mouse marrow culture model, they neither inhibited the parathyroid hormone
(PTH)-induced calcium loss nor affected the formation of osteoclast-like cells
induced by PTH. Therefore, our results suggest that both RJ and pRJ may
prevent osteoporosis by enhancing intestine calcium absorption, but not by
directly antagonizing the action of PTH.
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gotanic Origin and Chemical Composition of a Novel Brazilian
propolis: Red Propolis

presenter: Dr. Severino Alencar

other Authors: Severino M. Alencar Masaharu tkegaki Pedro L. Rosalen
Organisation: ESALQ/USP Sao Paulo Brazil

Email: alencar@esalqg.usp.br

The Brazilian propolis is a resinous non-toxic substance, collected from

buds or exudates of plants by Apis mellifera bees, which was classified in 12
types according to physicochemical properties and related with geographic
localization. The chemical composition of propolis is quite complicated. More
than 300 compounds such as polyphenols, phenolic aldehydes, sequiterpenes,
coumarins, and steroids have been identified in propolis. A new propolis named
Brazilian red propolis (BRP) because of its color, non-classified, has been found
in Maceio City (Alagoas state, Northeastern Brazil) and has been speculated by
the international market.This unigue type of propolis is not found in any other
Brazilian State, which can be explained by the local biodiversity characterized

by mangrove around that city, not present in any other Brazilian ecosystem. The
objective of this study was to identify botanic etiology and chemical composition
of the new Brazilian red propolis by exploratory phytochemistry analyses of the
microflora resin produced in the mangrove area. Thus, the novel Brazilian propolis
and the plant secretion from 20 species, most frequently mentioned as probable
botanical sources of this type of propolis, were investigated by RP-HPTLC. Based
on phytochemical evidence provided by Absorbance of UV-visible spectrum,
RP-HPLC and CG-MS, Dalbergia ecastophyllum (L.) Taub. was shown to be the
main propolis source of red propolis in Alagoas state. Both the propolis and

the plant resin showed high relative percentages of isoflavones 3-Hydroxy-8,9-
dimethoxypterocarpan and medicarpin. This appears to be the first report on the
occurrence in the leguminosae family as a botanical source of Brazilian propolis.
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Anticancer Activity of A Mew Type of Propolis (G6) Provided
From Bahia - Brazil

pPresenter: Dr. Severino Alencar

Other Authors: Severino M Alencar Joao E. Carvalho
Organisation: ESALQ/USP Sao Paulo Brazil
Email: alencar@esalqg.usp.br

Propolis has been used in folk medicine for centuries and is appreciated for

its anti-microbial, antioxidative, anti-ulcer, hepatoprotective, anti-inflammatory
and anticancer activities. More than 300 compounds, such as polyphenaols,
phenolic aldehydes, sequiterpenes, coumarins, and steroids have been

identified in propolis samples. Thus, the scope of this work was to evaluate the
antiproliferative activity of a new type of propolis (G6), collected in the State of
Bahia, Brazil. The crude extract (CEG6) and a semi-pure fraction (F1G6) were
evaluated on suiforhodamine B antiproliferative assay at different concentraticn
levels against nine human tumor cell lines: leukemia (K-562), prostate (PCO-3),
kidney (C786-0), ovary (OVCAR), melanoma (UACC-62), colon (HT-29), fung
(NCI-460), breast (MCF-7), multi-drug resistant breast cells (NCI-ADR), and one
normal cell, human skin fibroblast (HF). The crude extract (CEG6) displayed
antiproliferative activity against cancer cells tested in a concentration-dependent
way (IC_, 3.2-40). The semi-pure fraction (F1G6) displayed similar antiproliferative
activity profile as CEG6 for most cancer cell lines, presented lower IC,, values
(0.5-1.7), and showed selective activity against leukemia (K-562). Both EBG6
and F1G6 displayed a lower antiproliferative activity against normal cell (FH),

IC,, (66 and 1000). Most chemotherapeutic agents present “antiproliferative”
rather than “anticancer” activity; hence there is a growing need for anticancer
drugs presenting less toxicity and more efficacy and selectivity. In this study we
observed this characteristic when crude propolis (CEG6) and one of its semi-pure
fraction (F1G6) were evaluated. CEG6 presented a significant anticancer activity,
whereas F1G6 was more effective, selective and presented less toxicity.
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How To Obtain Bees From The Hive For Use In Apitherapy

Presenter: Mrs Barbara Dalby

Organisation: Pebadale Apiairies Herts ENGLAND
Email: apither-queen.eng@virgin.net

The purpose of this presentation is to describe and demonstrate, graphically and
verbally, some of the different methods of obtaining and maintaining bees from

the hive for use in Bee Venom Therapy.

Bees need to be removed from the hive and maintained away from the hive
environment to enable non-beekeeping live Bee Venom Therapy users to have a
ready supply of bees for their use. Users need to be aware of any maintenance
needed to keep bees alive for a period of time as it may not be practical to obtain

bees on a daily basis.

Bees should be removed from the hive with minimum disturbance to the colony
ensuring the queen stays in the main colony. There are various methods
suggested for this by many people and the aim of this presentation is to show
some of those and discuss any advantages and disadvantages of them.

Removal of bees from the hive is possible at all times of the year and in all
weathers but care needs to be taken to ensure minimal disruption to the mother
colony. With information from this presentation it may be easier to perform this

procedure swiftly and safely.
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Prevention and Treatment of Bee Yenom related Adverse

Reactions

Presenter: Dr. Stefan Stangaciu
Organisation: AC&TI Romania
Email: drstangaciu@apitherapy.com

The adverse reactions to bee products, including the anaphylactic shocks, as
rare as they are, are causing though worldwide problems in the acceptance of

beekeeping and Apitherapy.

If we want to prevent and treat the adverse reactions to a bee product, we must
concentrate our efforts in order to find what is wrong with:

A) The bee product itseif.
B) The client/customer, seen as a person with possible medical problems.
Among the problems that are related more often to the bee product itself are:
* Poor quality (inappropriate processing and storage);
s Poor or wrong description written on the commercial label, etc.
Among the problems that are related more often to the customer itself are:

¢ History of various intolerances and allergies to other foods and/or
remedies;

*» \Weaknesses in the adrenal glands area;

*  Weaknesses or malfunctioning in the immune, nervous and endocrine
system of various causes, etc.

With enough patience and a good knowledge of the bee products and the
functioning of the human body we can establish a practical general set of rules
and principles that can easily prevent and treat most of the adverse reactions,

even in remote areas like isolated apiaries.
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Effects Of Royal Jelly Of Different Forms On The Amount Of 5-HT
On Rat In Vivo

Presenter: Prof Jihong Yan
Other Authors: Dr Xue Wang Dr Rong Zhand

Organisation' Apicultutal Rasearch Institijte of (Cninase Academy of Agricultural

- kIS T ]

Sciences PR.China

I

mail: yanjihong@vip.sina.cot

Introduction

This study chooses 5-HT as the ar al /Sis subiact to investigate the mechanism on
sleeping guality improvement by royai jelly in order ézo get the effects of royal jeily
of different forms on the amount of 5-HT on rat in vivo.

This study is based on the axperimental method. The investigation was
composed by three groups. i.e. digastive royal ielly group, royal jelly group and

dlank control.

Resuits

It s damonstrated in the exparimsantal (asults that. the digaested royal 2y can
y Bt g e B2 AT Ly ghes 5o & ok S - & =1 O e .~
ob HMCLISY INDrave the 5-HT {ave2is in carebral cortax, ~:{$}f!-.\:1| nuciat, i LECCan Dal

5 and serum in rats (P-0.001). and the values ara cbviously hig rsr than
‘ igested royal j2lly (P<0.005), 50 it is 31.'(3@5:%&'1 [hat t'r‘.e

smali peptides from digested royal ielly can smoothly pass ©

level of o-HT u.d it is helpful on the mprover 'wmf of m-“'\mnnq_
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HOMNEY ADDED WITH PROPOLIS: PHYSICOCHEMICAL QUALITY

CONTROL

Presenter: Prof. Ligia Bicudo Almeida-Muradian
Organisation: University of Sao Paulo Sao Paulo Brazil
Email: ligiabi@Qusp.br

Propolis is a glue-like substance composed of plant resins, bee wax and pollen
with antibacterial activity As the alcoholic extract has a strong taste and may
provoke rejection, it is added in honey, so that it can be better accepted by
consumers. In Brazil, there is a special regulation for honey (Instrucao Normativa
n°11/2000) and propolis (Instrucao Normativa n°03/2001) separately, but not for
their combination. Despite this lack of regulation, the product is sold with the
authorization of the Ministry of the Agriculture. However, it is important to state
the methods that can be used for the quality control of this product. The objective
of this work is to verify if the same methods for the quality control of pure honey
can be used for honey added with propolis. The methods used were based on
the honey regulation methods: moisture, reducing sugars, apparent sucrose,
ash, hydroxymethylfurfural, water insoluble solids, diastase activity and acidity.
Honey samples with 2-5% of propolis were used. The results suggested that all
the methods were suitable for all the samples except for diastase activity method
which had to be adapted for honey with propolis samples.



Biological Properties of Australian Propolis

Presenter: Dr Colin Duke
Other Authors: Dr Van Tran Ms Seokkwan Tan Mr Abdallah Abu-Mellal

Organisation: University of Sydney New South Wales AUSTRALIA

Email: colind@pharm.usyd.edu.au

|ntroduction: Propolis is a complex resinous substance produced by worker
honeybees from exudates and secretions of young shoots and buds collected
from certain trees and shrubs. The chemical composition of propolis is variable
depending on the plant source, geographic location and honeybee species.
propolis has been reported to exert biological activities such as anti-bacterial,
anti-viral, anti-inflammatory, anti-cancer. antioxidant actions and also having
penefit in lowering blood glucose and lipids. The purpose of this study is to
determine the chemical constituents contributing to the biological properties of
Australian propolis, and identify biologically active components that may be used
to define medicinal propolis products of consistent quality or used as lead active
substances for the development of pharmaceutical products.

Methods
Samples of propolis from various locations in Australia.

Fractionation of the propolis by chromatography and spectroscopic analysis of
the fractions to detect and characterise components.

Biological properties of detected substances are evaluated from published
literature or from in-house testing of pure isolated substances.

Results

Propolis constituents identified from:- Sydney; flavonoids (40%), caffeic acid
ester derivatives (10%), cinnamyl cinnamate and derivatives (5%), “triterpenoid”
substances (30%). Helensburgh NSW; flavonoids (40%), cinnamyl cinnamate
(10%). Wolumla NSW; flavonoids, caffeic acid isopenteny! esters. Kangaroo
Island; prenylated substances (70%), coumaric acid derivative (3%).

Discussion

Based on compaosition and biological testing evaluation useful but non-identical
medicinal properties may be attributed to the propolis samples, The sample from
Kangaroo Island is of particular interest as it appears to contain novel substances.
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Phenylacetaldehyde in Honey - Residue or natural compound?

No

Presenter: Mrs Gudrun Beckh
Other Authors: Dr Cord Lullmann Prof Dr Karl Speer

Organisation: Quality Services International GmbH Bremen Germany
Email: beckh@qsi-q3.de

In its report about chemical analyses of honey, Stiftung Warentest, in its

April issue 2004, rejected some of the products tested due to an increased
concentration of phenylacetaldehyde, although there is no legal maximum limit
for it. Phenylacetaldehyde can be used as a bee repellent for a simplified harvest
of honey, which means that the substance could be regarded as residue. But
phenylacetaldehyde can also be generated in the honey itself from the amino aci
phenylalanine, for example with the help of enzymes or in the Maillard Reaction.

In this research project the attempt was made to find a relationship between

the content of phenylacetaldehyde and phenylalanine, respectively, under
consideration of several parameters, e.g. temperature and light. The analysis of
phenylalanine was carried out with an amino acid analyser. It was shown that the
content of phenylalanine largely depends on the botanical origin of the honey.
Concentrations from 5 ppm (Fir honey) up to more than 1000 ppm (Lavender
honey) were found. These results correspond to literature. To determine the
concentration of phenylacetaldehyde a Headspace-GC/MS method without
special sample preparation was used. Honey samples with known concentrations
spiked with phenylalanine, were analysed as well. The more phenylalanine the
samples contained, the higher was the detected amount of phenylacetaldehyde,
this same relationship occurred between the incubation temperature during
Headspace analysis and the concentration of phenylacetaldehyde: the more the
temperature was increased, the more phenylacetaldehyde was found. Due to the
fact, that the Headspace-GC/MS method was not suitable another method has
to be developed in which phenylacetaldehyde was extracted with TBME and the

extract analysed by GC/MS.

In the next step, storage tests were carried out. Certain honey samples and also
a honey-like sugar syrup (pure and spiked with phenylalanine) were analysed

for their respective content of phenylalanine and phenylacetaldehyde. Then,

the samples were divided and stored (A) in darkness at room temperature,

(B) at increased temperature and (C) under UV lighting for a few weeks. The
concentrations of phenylacetaldehyde in each sample were determined gradualy-
Under (A) the concentrations remained as at the beginning of the experiment,


mailto:beckh@qsi-q3.de

Total antioxidant activity, polyphenols, total flavonoids and color

of Czech Republic honey.

Presenter: Prof. Patricia Vit

Other Authors: Prof Antonio Rodriguez-Malaver Ing Michal Bedna&#345; Dr
Dalibor Tit&#283:ra Prof Patricia Vit
Organisation: Universidad de Los Andes Merida Venezuela

Email: vit@ula.ve

Honey is known as the product of hive that is obtained after the collection of nectar
or honeydew, mixed with substances produced by bees, stored and matured in
the honey comb. Beside 20% of water and 80% of sugar, honey contains organic
acids, flavonoids, enzymes, pollen, etc. The bioactivity of honey has been used in
apitherapy, however theoretical basis of its medical properties waits for experimental
demonstrations. Floral origin and entomological origin cause variations in the active
compounds of a product seemingly homogeneous, colored in a range from almost
no color until dark brown. The antioxidant activity of this food was evaluated for
its capacity to act as free radical scavenger. In this work, it was examined the total
antioxidant activity (TAA), polyphenalic content, total flavonoids and color of Czech
Republic floral and honeydew honeys sent to the Analytical Service of Apicolar
Research Institute at Dol. Following methods based on ABTS cation radical, Folin-
Ciocalteu’s phenol reagent diluted 1:10 of honey with Batterfield’s phosphate buffer
0.25 M KH2PO4, pH 7.2 adjusted with NaOH and measured absorbance at 593 nm.
All samples showed antioxidant activity, and contained polyphenols, particularly
flavonoids. Also, their color was variable. Some authors found a correlation between
honey antioxidant activity and its polyphenolic content. This trend also was found
in our preliminary study with fifty Czech honey samples.




Anti-allergic properties of Brazilian propolis and its components

Presenter: Ph.D Hiroko Tani
Other Authors: Ph.D Kivoshi Okihara Ph D Tomoki Tatefuji Ph.D Ken Hashimot

Organisation: Yamada Apiculture Center. Inc Okayama Japan
Emails Q80 7wrmmi vamada has com
Prapolis has bean used in fo 12d.Cines nany regions ol ihe world and has
veen ro;mvt~<1 0 have various biological activities such as anti-i nitammatory
8 Gy ; . s, g s 1”’-\“""‘ -
and anti-allergic properties. Cysteinyl lfeukotrienes (cys-LTs: LTC4, LTD4. and

LTEY) are ht ronic all mq iC substances generated predominantly by mast cels

1% s

and eosinophils. and induce airway smooth nuscle cantracuun microvascular
leakage. and mucous hypearsacretio 1. During the investigation of effectiveness o
propolis, we found that the ethanoi extract of Brazilian propolis inhibited relea

of cys-LTs from human peripheral blood leukocytes. We. therefore searched for

cys-LTs release inhibi

Brazilian propolis. from Minas Gerais. was extracted with ethano! and the
ethanolic extract was filtrated and evaporated in vacuo. The residue was putified
by chromatographic separations which were guided by the assay using rat
peritoneal mast cails. The purification steps showed the existence of some active
compounds and finally purifications by HPLC gave artepillin C as one of the active
compound. Artepillin C strongly inhibited cys-LTs release from rat peritoneal mast
cells. and the IC, values of ethano! extract and artepillin C are 4.3 and 3.0 g/ml,
respectively. A study of remaining compounds is now in progress
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potential of Australian heneys to promote the growth of bacteria proven to n

M

peneficial effects on health. Austraitan }.oneyb are s,miqu: because they are

oroducad from indiganous flora, spaciiic for 'z’ms country. It is therefore of interest
i.c') =xanmine the prebiotic capacity of vanous florai species of honeys sourced
from Australia. Each mney 1S being tested for its ca ba"‘lt/ to selectively support

the growth of a range of beneficial bacteria. From the findings, statements can
pe ma de about the pot ntial heaith benefits of the various species of Australian
hon . It can be concluded that evidence of the prebiotic benefits of the

A‘xht alian honeys will give the food industry a valuable functional food ingredient.

The term “functional food™ Is used to ref “to a rood ingredient that provides

a health benefit beyond basic nutrition. This wiil gurh the honeybee industry a
amet‘ng claim that will add value to honey and in turn increase both sales and

orice of Australian honeys.
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PHYSICOCHEMICAL EVALUATION OF BRAZILIAN HONEY FROM
JATAl BEE (Tetragonisca.angustula)

Presenter: Prof. Ligia Bicudo Almeida-Muradian
Other Authors: Fernando Baricn Ligia B. Almeida-Muradian

~AAanicatinn: L inivarcitv of San Pandn San Panln Rrazd
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Nr
A

Emaii. ligiabigusp.or

Honey is considered as a food that provides energy. being elaborated from the
dehydration and transformation of the nectar of the flowers by the bees. For
the human consumption. the honey needs to attend the minimum reqguirements
of identity and quality demanded by their regulation. In Brazil beekeepers can
oe divided in two practical distinct ones: the traditional ones, which use Apis

mellifera bees and the Meliponiculture which uses shingless bees as Jatal bee

(Tetragonisca angustula). There is no identity and quality parameters or regulation

for this type of honey. The results of the physicochemical analysis of Jatai
honey from southeast region of Brazil (city of Lins - State of Sao Paulo), were:
moisture (21.21 %). total acidity (37.05 meg/ kg). reducing sugars (67.71 %)
apparent sucrose (0.86 %), HMF (0.09 mg/100g). diastase activity (DN= 16.6).

insoluble solids (0.099 %41, ashes (0.17 %). proteins (1.09%). lipids (0.07%) and

carbohvdrates (77 22%). This works aims to collaborate with the International
Honey Commission (IHC). International Bee Research Association (IBRA), and
Brazilian government to collaborate with the future regulation for stingless bee

honev leaiglation
ney ledisigiion.
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Apitherapy For Systemic Lupu

Presenter: Dr. Cristina Aosan
Organisation: Nippon Apitherapy Society Romania

Email: draosan@gmail.com

C.V. - 30 years (woman)

Diagnosis: SYSTEMIC LUPUS ERYTHEMATOSUS. VASCULARY PURPURA

Debut: at 17 years old (vascuiary skin eruption on both calfs: swelling and pains
burning-like to the same level: fever: in time: appearing pains of the joints and of
the muscles)

Evolution: progressively bad: at 29 years old: has pension off for sickness reasons

First consultation (June 30, 2004): the eruption: all the inferior limbs, including
posteriors; extended to the forearms: is permanent and it appears even if she is
sitting on a chair; she is practically obligated to sit almost al the time straight in
the bed: lupus cells: present in the blood: taking prednisone 15 mg/day from 6

months, with no changing of the symptoms

Treatment with herbs and bee products {excepting bee veriom): internally
administration; all symptoms pegins to diminished

* after 6 weeks: starting to diminished the doses of prednisone: the
sruption appears only on the right calf. with a few eiements

warehiouses. Total carotenoids and-carotene were quantified and then stored
for four months in packages (one of them protected from light, supplied by the
producer, Carotenoids were quantified in spectrophotometer (=450nm) and -
carotene was analyzed by open column chromatography. The average content of
total carotenoids and-carotene ranged from 86.39 to 222<76pg/g and from 4.89
to 19.97pg/g. respectively. The pro-vitamin A value was between 0 41 and 1.63
Hg retinol/g sample. Losses of tota] carotenoids and -carotene of 44 to 60% and
53 t0 84%. respectively. were observed when €xposed to light during storage and
losses of 37 to 61% and of 53 to 56%. in that order. when stored in the dark. The
difference between the two storage conditions was not significant (p=0.05).



Antioxidant Activity and Chemical Composition af a New Type of
Brazilian Propolis

Presenter: Dr. Severino Alencar

Other Authors: lvani A. M. Morano Pedro .. Rosalen Masaharu lkegaki Severino
M. Alencar

Crganisation: ESALQ/USP Sdo Paule Brazii
Email: alencar@esalq.usp.br

Propolis is a resinous substance collected by honeybees (Apis mellifera) from
several parts of plants. It has been used in folk medicine for centuries and shows
a variety of biological sffects such as antiviral. antimicrobial, antioxidant. anti-
infammatory, anticancer, anaesthetic, and cytostatic activities. In vitro studies
nave shown that a new type of Brazilian propolis. known as red propolis, presents
important biological activities. The obiective of this study was to @valuate the
Chemical composition and antioxidant proparties of this new type of Brazilian
oropalis, collected in the State of Alagoas. The et Mnom axtract of propolis (EEP)
~as analyzed by CG/MS. This analysis mads possible tha identification of 20
-Gmpounds. among which the isoflavones homopterocarpin, medicarpin. and
l .7-dimethoxy-2"-iscflavonol showed to be present in highast amounts. fhrotign
the use of CG, MS. Aftarwards. EEP was fracticnater] by ~<;u.f$~f-qt.ud axtraction
with nexane and chloroform, with yield of two fractions. FR-Hex and FR-Chig.
raspectively. Fr-Hex and Fr-Chio were rafractionated by preparative r«P HPLC.
ariginating a semi-pure fraction (SP-F) and a pure compound. identified as
astitol. respectively. Thew antioxidant a upuwty was determined Dy two assays:
free radical scavenging activity on DPPH and inhibition of Iinoleic acid oxidat on
by -carotene bleaching. The results showed that vastitol pre ‘anr«:J higher aq Ctivity
against the oxidation of finoleic acid (39.5%) than SP-F {35.64); SP-F showad
a strong actlwty for the free radical %ca\,mgulq (39.97%%). while \/estitﬁi showed
activity of 9.5%. Consequently, SP-F was s=lacted to continue identification
orocess due to its important antioxidant properties.



Apitherapy For A Group Of Patients Wi

Presenter: Dr. Cristina Aosan
Organisation:
Email:
QUESTION: CAN WE CURE MULTIPLE 8C

dracsan@gmail.com
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1. Presentation of the group of patients (treated many years)

2. Presentation of the diagnose criterions \date of the MRI and date of
starting Api — Phyto - Therapy.

3. The length of the disease from the first symptoms until the moment
of starting the Apl = Phyto - Therapy.

4. General presentation of the symptoms andg associated nealth
prooiems

5. Treatments made before the Api - Phyto - Therapy

8. The Natural Therapy:
* Preparation part for the bee venom therapy
* Apitherapy: detailed presentation of the treatment
* Phyto - Therapy
* Basic elements for diet. ! € style. psychotherapy

7. Clinical results:
for one part of the patients all the symptoms have almost
disappeared:
for some patients the s Symptoms have an important diminishing. and
some of them have d isappeared

MRI resuits (pres enting MRI Imagines for each of the patients)
maxing control MRI after one vear. and then vear by vear we h:;»%
Cbserved the disappearin 'g of some of the demyelization lesions and
ducrease of other =k talals
nis MRI evolution vas continuously good for n iany years: as the

clm'ca:!y evolution. toop

8. Comments
MRI evolution for many years: it is possible the regeneration of the

demyelization lesions



The protocol treatment is individual for each patient, depending all
the health problems and the individual evolution in the time of the
treatment

ANSWER : the actua! resyits give us the HOPE that it is POSSIBLE,
The time will give to us the complets answer. .



Effects Of The Therapeutic Nutrition For Liver Diseases In Dogs |

Presenter: Dr Adrian Siceanu

Other Authors: Dr Mateescu Cristina Dr Rado! Cecilia Dr Cauia Eliza Dr Radai

lon
Oraanisatior:: Institute for Beekeeping Research& Development -Bucharest
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ROl halna BOIVMANTA
Email: beeswoborders@yahoo.com
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Introduction

dlermnative and complementary madicine and

The ever increasing interest for the aternat
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Study on iis therapeultic

Material and method
The researches on the [TJ!‘(}');".!'&?:-’C"T, of Hepro-vit v
Beekeeping R(Qe: arch and Deve
were carried out at H : Miedica! Cli :
from University of Veterinary Medicines Buchares!. The studied api-therape
product. prepared frormn a mixture of bee products (bee pollen and pPropoiis), &
plant extract {commor: celandine tincture (Chelidoniun 1 M&jus;. microelements
and vitamins was administered aione or in various therapeutic schemes * E
ccording to the disease. T 1e clinical tests were carried out on compar Iy animale
(dogsj of various ages and races. showing d;agnoseo hepato- billiary diseases
(liver insufficiency. acute f)E,’)CTﬂ" liver cirrhosis, cholestasisi. The clinical
investigations were completed by echo-graphic and biochemica! examir natione
(BIL, ALAT. G.GT. PAL,-_ and the values were registered before and after the
treatment.

Results and discussions

4 days after the application. of Hepro-vil, the best resulls were noted in dogs
with lsgh r at-“ insufficiency where the analyses showed e normalization of the
BIL values (0,3-0.5 mg'd!) anid & decrease of transaminases (ALAT-33- 51.,5U1/,
These results were superior 1o those obiained followin g the classic medicina!
treatme El 0.5-0.6 mg g’ TRANS, ALLT-R0-67.8 U“ I

sk

In dogs with acute hepatitis. 2fter the applicatior of Hepro-vii the decrease of Bl
1.9-2.2 mg/dl obtained

f AY AT %= is ; iy B
of ALAT to values ra; ngmng betweer 33-
:
L

values ranged between C. Fi 1. ]
after the medicinai treatment. A decreas
68Ul as compared to 8&- 109U/ in medicmna!

sl
3
' &

' p Q‘;
=
Q
®
Q

s b -3 T e
reaiment. were glsg noted

Conclusions
The methods of nutritiona! therapy with Hepre-vit, applie

r
I

g cct s e S Hin e T e g =

were al least as efficient ac the standard treatment methods
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comparalive anaiysis of the different beesting me: frads
Presemer: Mr Aleksey Mazhov

~iher Authors, Dr Rad Wivsmratun
jrisation: The Tentor'um Apicompan

y Russia
I

emal: kate@tentorium.ru

The aim of the work Is to estimate efficiency of the ultiple beestings method by
separated sting for the patients with di fuse lesion f nmculnswh;etal system.

Two grotips of patients with fow back pain and arthropathies of dystrophic
genesls had a course of beestings.

The first group was ten paTlrﬂﬂt‘: with lesion of muscuioskeletal system with
allergic anamnesis, concomitant pathology as well as beesting symptomatic local
reaction.

As a result the multiple beestings method by separated sting into acupuncture
soints and affected joints was chosen. The basal value of pain sensation was
svaluated by visual analog scale (VAS). on average.

sensation of pain in cervical spine was 4 points: in lumbar spine - 7.2 points:
horacic spine — 5.3 points: in small joints - 6.83 points: in extremities joints - 6.2
Yoints on average.

‘he second group was twenty people with extensive dystrophic lesion of
nusculoskeletal system. The method of classical beesting into acupuncture
oints and affected joints was chosen for treatment. The basal value of pain
ensation according to VAS was 6.75 points in cervical spine; 6.2 — in lumbar
pine: 5.88 - in small joints of extremities: 6.79 - in big joints.

he treatment for the patients of the both groups included 8 procedures on
verage. The total number of beestings was 36 and the total exposure of sting in
body‘ was 123 minutes for the second group during the procedures.

Ositive result was obtained for the both groups

gduction of pain sensation was noticed by the patients of the first group In
ervical spine by 90% of the basal value: in lumbar spine by 51.6%.: in thoracic
dine by 87.5%: in small joints of extrernities by 65%: in big joints by 75.7%. The
atients of the second group noticed pain reductior inc
Fthe basal value; in lumbar spine by 83.8%. in smali joints of extremities by
J 7 in big joints by 70.9%

-\; ~~'

ICdi O}J‘r\"_: 1_) t 86.37%

(P.

i - yo | & -~
Thus. the miuaitin hy gonarated sting for the e -
tTuls. Ui z.‘._,l,wr_,, > = I=R 1
- . PR
diffuse lesior ot v is as effactive a 15 et




INTRODUCTION OF BEE PRODUCTS IN THE ORGANISM

Presenter: Professor Dr Vasily Kryloy

Other Authors: S. Kopylova S Peretyagin O, Sandova V. Novikov
,,,,, University Russia
Email. kfg@bio unn ry

The influation of water-alcohol suspension of royal jelly and propolis mixture

of inhalation (preparation "Apinhalin™) in the burn of human and animals. In
connection with this we have made up the inhalative preparation Apinhalin which
represents aerosol of water-alcoho! mixture of propolis and royal jelly. Mixture
consistend of propolis 1 etyl alcohol (9694 12- royal jelly 2: deionized water
8576 from weight, respectively (drug Apinhaiin | patent RU 2174002 C1).

In the first serieses there are 15 patients with |l degree A-B of a burn (30-40

y to 40 years old were observed. In the
third series isolated rat s trachea was placed into "Apinhalin”. The analysis of
blood composition. of lipid peroxidation activity, of erythrocytes. some ferments
of plasma. the dynamic of spirometric parameters of patients was made. In
experinients of isolated rat s trachea the influence of preparation on contract
activity was researched. Polyorganic alteration bringing to the breakup of blood
composition. level of aminotransferase balance. increase of |lipid peroxidation
rate appezared as a result of burn disease Becides that. burn disease reduced of
minute voiume and respiratory volume

v of body surface) at the age from 20 up

[
XyQen concentration decreased.

. alveolar o



Antibacterial Effects of Australian, Nepalese, and Thai Propolis

against the Pathogenic Bacteria of External Wounds

Presenter: Dr. RATNA THAPA
Organisation: Mae Fah Luang University Chiang Rai THAILAND

Email: rthapa@yahoo.com

Propolis is a resinous substance coilected by honevbees Apic malfifara

various plants. The medicinal properties O'f pr Opf)l! and 1ts use as a tt
substance have been known sinc

H—‘rfj(‘ﬂ {EEG

ancient times. The main purpose of this

e
research was to evaluate antibiotic effects of thraa gecgraphically different

countries; Australia, Nepla. and Thaialnd

YEE] 5 E B s s e SRS S . o 2 Tt Tt e LR Ty e N
A total of 6 species of pathogenic hactena: Staphyincoccus aureus.

4

Staphylococcus epidermidis. Acinetobacter baurnanny, En.e:ac occus faecium.

Klebsiella pnsumoniae. and P:euricfrn'w;* asry
Department of Microbiology. Chiang Rai H ;,,iit

Saen, Chiang Rai. Thailand. were extracted with 70 percent ethanol to

three different concentrations: 10. 20. and 30 percent (w ' v). res;)e\c.t:‘-..--,z’

e T

C‘ el (O NE
3 C‘:“‘:(a g Ra Tﬂcu,czﬂd vere
used to test the antibacterial effects of propolis. Propolis san nples '“o”f—w te
Kuyan Apiaries. Gin- gin, Perth, Western Australia: Kathmandu. Nepal. and

d from
Ciufmg

antibacterial activities of three differs ‘r.t concentrations of propolis were tested

by the agar disk diffusion method. Pathogenic bacteria previou Qéj.,- solate

wounds vsere cultured (10" CFU ml). 30::} mcubated at 37 C for
disk filter papers were dipped in 10. 20. and 30 percent propolis for 15

Pt

]
Lz C

ISKS were then placed giractly on the plates. s'md incubated at 37 C for

hr. Ethano! (70 percent). and distilied water were Usea a8 contro! sckvents,. The
3

Ory zone was measursd by a vernier caliper,

The results showad clear zones with 10 percent of Australian. Nepaiese -
@] SE.

Thai propolis against S. aureus. S. enidermidis. A, baumannii. E fa
pneumoniae. and R aeruginosa of 12.48 7.0 43100, and 2 0-
6.0. 10.0. and 5.0rmim: and 2.8, 6.0. 5.0, 3.5. 6.0. and 2.3mm. respactivel
these country sourc ' 2
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€2.0.6.7.72.19 11.9 and 5.5:
" : ¢

W\ By
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42.43.34and51:and 4.2.5.9.3.1. 3.6.
country sources..

In conclusion. K. prieumoniae was found to be h lighly sensitive to all thres typas of
(] i )

propolis. Nevertheless. S. aureus, S. agalactiae, S. epidermidis. A. baur
faecium and P, aeruginosa also showed se ensitivity to the propolis coilect
i

=

three different geographical regions-- Australia. Nepal, and Thailand.

2U percent Austraiian. Nepale

3 :s. The ZOnes v : - :
and Thai propolis against S. aureus. S. epi dﬂ/mfol“ A. baumannii. E. faescium.
K. pneumoniae. and P aeruginosa were 2.5 20 2 4,.24.89. and 5.0:6.1. 38

3 6

4.3. and 3.6mm. respectivaly,
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egiaermiais. A. baumannii. E. faecium
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Honey is a natural and sweet substance produc ed by hon

ey
of flowers. Honey is composed of sugars. acids. proteins. vitamins. enzymes
L.}

and mminor ingredients. Honey is a readily available source of glucos .
fructose. Thus it plays an important role in food and 1?'1%!’\‘&0 8. Hr“'ze\,f also acts
as an antibiotic agent on few strains of bacterla. To analyse this function, different

aria were collected and cultured under the laboratory Cﬂndlfmm
The effect of different concentrations of honey on these bacterial strains is tested

strains of bacteria

SAJ

It is found that the honey sampies showed antimicrobiai activity on d'r‘ﬁrem
hacterial strains. The minimum inhibitory zones of different strains of bacterial

piates are recorded. The honey samples collected from (Jou.g district showed
higher antimicrobial activity than the other regions of Karnataka




