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Chemical composition of propolis and American foulbrood: Is there any relationship?
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American foulbrood (AFB) is the most destructive brood diseases of honeybees, causing significant losses to
beekeepers. Propolis is an important element of the bee colony social immunity and has demonstrated activity against
the causative agent of AFB Paenibacillus larvae. However, knowledge on the relationship between propolis chemical
composition and the health of the bee colony is still scarce. We studied by GC-MS the chemical profiles of propolis
samples from healthy bee colonies and colonies with clinical symptoms of AFB. Healthy colonies produced propolis
with higher content of balsam. Although the qualitative composition of all samples was the same, there were
quantitative differences: propolis from healthy colonies contained much higher levels (statistically significant, p<0.01)
of ferulic acid and coniferyl benzoate, than the propolis from colonies with AFB. Our results are only preliminary,
further research should be performed to clarify whether these differences are indeed related to the health of the colonies.
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INTRODUCTION

Propolis (bee glue) is a sticky material collected
by honeybees from plants and used in the hive both
as building material and chemical defense against
infections. It is well known to possess diverse
beneficial  biological  activities, such as
antimicrobial, ~ immunostimulating,  antitumor,
antiinflammatory, etc., and is widely used in health
foods and over-the-counter preparations [1,2].
Recently, propolis has been attracting growing
attention with respect to its potential to combat bee
pathogens and the possibility to replace pesticides
and antibiotics in beekeeping [3]. Several studies
revealed the role of propolis as an important
element of bees’ “social immunity” [4]. Propolis
extracts have been found to act against varroa mites
[5,6], and extracts as well as some individual
propolis  constituents demonstrated in  vitro
significant activity against the causative agent of
American Foulbrood [7,8]. American Foulbrood
(AFB) is an infectious disease of honeybees caused
by Paenibacillus larvae, a gram positive spore
forming bacterium which is distributed worldwide
[9]. AFB is considered the most destructive brood
disease [10]. Some antibiotics are effective against
P.larvae but antibiotics are poorly metabolized by
honeybees, and their residues or those of their
metabolites can be stable in honey for over a year

* To whom all correspondence should be sent:
E-mail: bankova@orgchm.bas.bg

[11]. Moreover, the use of antibiotics in beekeeping
is banned in the EU countries. The current most
typical solution to deal with an AFB affliction is to
burn the entire hive [12]. Thus, finding alternatives
is an important issue in beekeeping.

Although propolis is known to be a defensive
material against microorganisms, the knowledge on
the relationship between propolis chemical
composition and the health of the bee colony is still
scarce. We have recently found a significant
difference between the composition of propolis of
colonies susceptible and resistant against Varroa
destructor in France [13]. In the present study, we
continued our attempt to clarify some aspects of the
relationship propolis chemistry-colony health,
studying the chemical composition of propolis (by
GC-MS) and correlating it with health issues of the
colonies, specifically the presence or lack of
clinical symptoms of AFB.

EXPERIMENTAL

Propolis samples

Propolis samples were collected in Northern
parts of Sweden by Prof. Ingemar Fries, Swedish
University of Agricultural Sciences, Uppsala,
Sweden. Five samples, 1 - 5 were collected from
healthy colonies and three samples: 6, 7 and 8, from
colonies with clinical symptoms of AFB.
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Propolis extraction

Frozen propolis (freezer) was grated and 1 g was
dissolved in 30 mL 70% ethanol in a 100 mL flask
and left for 24 h at room temperature. The extract
was filtered and the extraction was repeated. The
two extracts were combined and diluted to 100 mL
with 70% ethanol in a volumetric flask.

Balsam percentage

From each crude sample, three parallel extracts
with 70% ethanol were prepared as described
above. Two mL of each were evaporated to dryness
in vacuo until constant weight, and the percentages
of balsam in the extracts were calculated as the
ethanol soluble fraction. The mean of the three
values was determined.

GC-MS analysis

5 mg of the propolis dry extract was dissolved in
50 ul of dry (water-free) pyridine, and 75 ul of
bis(trimethylsilyl)-trifluoroacetamide (BSTFA)
were added. The mixture was heated at 80 °C for 20
min and analyzed by GC-MS. The GC-MS analysis
was performed with a Hewlett-Packard gas
chromatograph 5890 series Il Plus linked to a
Hewlett—Packard 5972 mass spectrometer system
equipped with a 30 m long, 0.25 mm i.d. and 0.5-
um film thickness HP5-MS capillary column. The
temperature was programmed from 60 to 300 °C at
a rate of 5 °C/min, and a 10 min hold at 300 °C.
Helium was used as a carrier gas at a flow rate of
0.8 mL/min. The split ratio was 1:10, the injector
temperature 280 °C, the interface temperature 300
°C and the ionisation voltage 70 eV, as described
elsewhere [13]. Identification of the compounds
was performed using comparison of mass spectra
and retention times of reference compounds (21
compounds), and the rest was tentatively identified
using their mass spectra and retention time analysis.
The semi-quantification was carried out by internal
normalisation with the area of each compound. The
addition of individual areas of the compounds
corresponds to 100% area.

RESULTS AND DISCUSSION

We studied 5 healthy and 3 American foulbrood
infected colonies, starting with the content of
balsam. The extract with 70% ethanol is known as
propolis balsam and contains the biologically active
secondary plant metabolites of the resins collected
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by bees [14]. The undissolved material consists
mainly of waxes and mechanical impurities. The
balsam percentage characterizes the amount of
resins that bees have collected from plants and used
to produce propolis. The balsam content of the
studied samples is presented in Table 1. The mean
value of the percentage of propolis balsam in the
bee glue of colonies with AFB was significantly
lower, compared to healthy colonies: 55% against
72% (p = 0.008). This is an indication that
honeybees from infected colonies have allocated
lesser resources to resin collection, than bees from
healthy colonies. The reason for this fact however
remains unclear.

By GC-MS, we were able to identify completely
or tentatively over 70 individual compounds in the
studied samples (data not shown). The chemical
profiles of all eight samples were very similar
qualitatively and quantitatively. They were all of
practically pure trembling aspen (Populus tremula)
origin and thus displayed a very low flavonoids
concentration [15,16]. Instead, they contained high
amounts of phenolic acids and their esters, and the
typical aspen chemical markers: glycerol esters of
substituted cinnamic acids. The chemical profiles of
the studied samples can be represented in a concise
manner by the percentage of the main structural
groups of chemical constituents (Table 1): aromatic
acids (major components [MC] coumaric, ferulic
and benzoic acid), esters of aromatic acids (MC
benzyl p-coumarate and coniferyl benzoate),
flavonoids, including chalcones, flavones/flavonols,
and flavanones/dihydroflavonols (no individual
flavonoid was found in amount over 2%, most were
under 1%); glycerol esters of cinnamic acids (MC
2-acetyl-1,3-di-p-coumaroylglycerol), and sugars,
fatty acids and others (all minor components under
0.5% of total ion current)

The large amount of data obtained from the GC-
MS studies were analyzed wusing Principle
Component Analysis (PCA). The central idea of
PCA is to reduce the dimensionality of a data set in
which there are a large number of correlated
variables, while retaining as much as possible the
total information. We selected for PCA analysis the
relative amounts of the main groups of chemical
constituents of propolis: aromatic acids, phenolic
acid esters, flavonoids, sugars, and others. The
application of PCA produced a two-dimensional
plot (Fig. 1) which covered 94% of the total
variation and formed two distinct groups of
samples: from healthy colonies and from colonies
with clinical symptoms of AFB.
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Table 1. Balsam content and chemical composition (compound groups, GC/MS, percentage of TIC) of propolis from
healthy and AFB infected colonies

Compound 1 2 3 4 5 6 7 8
CLEAN American Foulbrood
Balsam content 68,1 798 69,7 664 76,00 51,3 51 62,5
Aromatic acids 32,0 391 326 299 32,2 25,8 249 288
Esters of aromatic acids 28,1 26,7 296 174 25,2 12,7 16,5 19,0
Chalcones 1,4 06 1,3 5.2 2,8 3,5 1,8 1,3
Flavanones and dihydroflavonols 0,1 0 0,2 0,8 0,7 0,4 0,1 0,1
Flavones and flavonols 1,2 0,3 0,8 6,9 2,0 5,8 1,8 0,5
Glycerols esters of cinnamic acids 7,9 80 103 97 10,0 13,9 7,1 11,0
Sugars 71 50 3,7 7,2 4,2 6,1 171 174
Fatty acids 04 04 0,4 0,8 0,6 2,0 1,9 0,9
Others 36 37 3,4 4,7 4,1 4,0 3,6 4,0
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Fig. 1. PCA of propolis secondary metabolite profiles from healthy and AFB infected colonies. 1-5, samples from
healthy colonies; 6-8, samples from infected colonies.

Looking into detail, it became evident that the
chemical difference between propolis of healthy
and AFB infected colonies are less obvious than the
ones in balsam content. The most substantial
distinction between the two groups was the content
of two individual propolis constituents: propolis
from healthy colonies contained much higher levels
(statistically significant, p<0.01) of ferulic acid and

the benzoic acid ester coniferyl benzoate, than the
propolis from colonies with AFB (Fig. 2).
Especially the concentration of coniferyl benzoate
was 3 — 4 times higher. Recently we found
considerable activity of some propolis flavonoids
and phenolic acid esters against P. larvae. Those
active compounds were isolated from propolis
originating from P. nigra and are practically absent
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in aspen (P. tremula) propolis. It is interesting to
note that coniferyl alcohol and some of its esters
have antibacterial activities [17,18].
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Fig. 2. Content of balsam, ferulic acid and coniferyl
benzoate in propolis from healthy and AFB infected
colonies.

CONCLUSIONS

Our results are only preliminary and they cannot
give an unambiguous answer to the question about
the possible relationship between propolis chemical
composition and bee colony health. Nevertheless,
they give some indications that such a relationship
might be present. We established that chemical
differences exist between propolis from colonies
with AFB and healthy colonies. Further research
should be performed to clarify whether these
differences are indeed related to the health of the
colonies. Special attention should be paid to the
specific compounds that are more abundant in
healthy colonies
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CBbCTAB HA TTPOITIOJINMCA 1 AMEPUKAHCKHU I'HUWJIEL: UMA JIM1 BPB3KA?

M. Ilonosa, /I. AuToHoBa, B. bankosa*

Hnemumym no opeanuuna xumus ¢ Llenmvp no gpumoxumus, Boneapceka akademus nHa Haykume, yi. Axao. I
bonues, 61. 9, 1113 Cogpus

IMoctrenmna Ha 3 mait 2017 r.; Kopurupana na 19 mait 2017 r.

(Pestome)

AwmepukanckuaT rHwiel (Al) e Haii-paspyliuTenHoTo 3a00jsBaHe, 3acAralio MUETHOTO MWIO W MPUYHHABA
3HAYMUTEIHU 3ary0H Ha MYETapCKUTE CTOMAHCTBA. [IPOMONHCHT € BaXKeH eJIEMEHT OT COLIMAITHHS HMYHUTET Ha MUCSITHUTE
ceMeicTBa U e ToKa3asl akTHBHOCT cpeiny npuumHutens Ha AT Paenibacillus larvae. Tlpu Bce ToBa mo3nanusTa 3a
Bpb3KaTa MEXIYy XUMHUYHHSA CHCTAB Ha IMPOIOJIHCA M 3[PaBETO Ha IMYCIHOTO CEMEHCTBO ca MHOro orpaHudeHu. C
MIOMOIITA Ha ra30Ba XpoMaTorpadus — MacCIeKTPOMETPHS HHE H3yYHXMe XUMHYHUTE MPOGUIH Ha IPOOU MPOIOINC OT
3[]paBU KOLIEPH M OT TaKHMBa C KIMHUYHU cUMITOMHU Ha AT Okasa ce, 4e 3ApaBUTE ITUESIHH CEMEHCTBA IMPOU3BEKIAT
MPOIIONUC ChC 3HAYUTEIHO MMO-BHCOKO ChIbpXKaHHWE Ha Oancam. Makap 4ye KayeCTBEHHAT ChCTAB HA BCHYKH MPOGH
Oelle MPAKTHYECKH HACHTHYCH, OsiXxa HaMEPEHH KOJHMYECTBCHH DPA3MYdsi — MPOMOJUCHT HA 3APaBUTE MUYCITHU
ceMeicTBa ChABpIKAIIE MO-BHCOK IPOLEHT (CTaTHCTHYECKH 3HauyuMMHu pasnuku, p<0.01) d¢epynoBa kucenuHa u
koHHGepmIOeH30at B cpaBHeHue ¢ OonuuTe 0T AT TToydeHuTe pe3yaTaTu ca caMo MPEeIBAPUTEIIHU U ca HEOOXOAUMU
MO-HATATBIIHN M3CIICIBAHUS, 32 Ja CE U3SCHU Jald Te3H PA3IMKM HAUCTHHA Ca CBBP3aHH ChC 37[PaBETO HA MUYEITHHTE
ceMmelicTBa.
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