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Green propolis phenolic compounds act as vaccine adjuvants, 
 improving humoral and cellular responses in mice inoculated  

with inactivated vaccines
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Adjuvants play an important role in vaccine formulations by increasing their immunogenicity. In this study, the 
phenolic compound-rich J fraction (JFR) of a Brazilian green propolis methanolic extract stimulated cellular and 
humoral immune responses when co-administered with an inactivated vaccine against swine herpesvirus type 1 
(SuHV-1). When compared to control vaccines that used aluminium hydroxide as an adjuvant, the use of 10 mg/dose 
of JFR significantly increased (p < 0.05) neutralizing antibody titres against SuHV-1, as well as the percentage of 
protected animals following SuHV-1 challenge (p < 0.01). Furthermore, addition of phenolic compounds potentiated 
the performance of the control vaccine, leading to increased cellular and humoral immune responses and enhanced 
protection of animals after SuHV-1 challenge (p < 0.05). Prenylated compounds such as Artepillin C that are found 
in large quantities in JFR are likely to be the substances that are responsible for the adjuvant activity.
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Vaccination is a practice that aims to stimulate strong 
and lasting immune responses in the defence against 
infectious and parasitic agents (Aguilar & Rodríguez 
2007). Unlike live attenuated vaccines, inactivated or 
highly purified vaccines, such as subunit vaccines, gen-
erally require the addition of an adjuvant to be effective 
(Petrovsky & Aguilar 2004).

Several compounds have been investigated for their 
adjuvant activity, including microbial products, miner-
al salts, emulsions, liposomes and immunostimulating 
complexes, as well as natural substances such as plant 
extracts (Cleff et al. 2008, Mosca et al. 2008). Propolis 
has been suggested to be a promising adjuvant substance 
in duck inactivated vaccines (Cai et al. 2001). Our group 
has recently focused on the adjuvant properties of green 
propolis (Fischer et al. 2007a, b). Total ethanolic extracts 
of this particular propolis have been shown to improve 
humoral and cellular immune responses in mice inocu-
lated with an inactivated vaccine against bovine herpes-
virus type 5. However, this resinous substance, which is 
collected from plant exudates by Apis mellifera bees and 
to which salivary enzymes are added (Cai et al. 2001), 
may contain over 200 different compounds (Shimaza-
wa et al. 2005) that can both stimulate and suppress the 
immune system (Sforcin 2007, Fischer & Vidor 2008). 
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Phenolic compounds such as flavonoids, aromatic acids 
and diterpenes are the main components that account for 
the numerous biological activities of propolis (Galal et 
al. 2008), which include antioxidant, antifungal, anti-
viral, antimutagenic and immunomodulatory activities 
(Ansorge et al. 2003, Jasprica et al. 2007, Paulino et al. 
2008). In fact, the total amount of phenols is a parameter 
used in quality control for propolis (Gardana et al. 2007). 
Moreover, phenolic compounds have been identified as 
major substances in several Brazilian propolis samples, 
especially green propolis (Barros et al. 2008, Fischer & 
Vidor 2008, Paulino et al. 2008). Thus, the aim of this 
study was to evaluate the effect of green propolis pheno-
lic compounds on the humoral and cellular immune re-
sponse of mice immunized with an inactivated vaccine 
against swine herpesvirus type 1 (SuHV-1). 

MATERIALS AND METHODS

Separation of green propolis fractions - Green 
propolis (30 g) was frozen, macerated and stored in a 
paper filter cartridge for Soxhlet extraction with 250 mL  
methanol. Extraction was carried out at 50ºC for 8 h and 
the wax was separated by cold precipitation. The super-
natant was evaporated in a rotoevaporator at 40ºC to ob-
tain the green propolis alcohol-free methanolic extract 
(PME) which was dissolved in a minimum amount of 
ethanol and fractionated by gel filtration chromatogra-
phy on an LH-20 Sephadex column (Amersham Phar-
macia, G&E, USA) into six parts designated as O, Q, 
U, J, A and I. After concentrating the fractions, the six 
collected fractions plus the original sample were inject-
ed into a high performance liquid chromatography ap-
paratus (L-7100, Merck-Hitachi, Darmstadt, Germany) 
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with a photodiode network and an automatic injector. The 
chromatographic conditions used were Lichrochat 100 
RP-18 reverse phase column (12.5 x 0.4 cm, particle di-
ameter 5 μm) (Merck, Darmstadt, Germany) and formic 
water-acid (95:5, solvent A) and methanol (solvent B) for 
the mobile phase. Elution was carried out at 1 mL/min 
flow through a linear gradient and the injected volume 
amounted to 20 μL. The maximum analysis time was 
50 min and detection was performed at 280 and 340 nm 
wavelengths. The software used for data analysis was 
the Model D-7100 Merck-Hitachi Chromatography Data 
Station-DAD Manager (Darmstadt, Germany). In the 
present study, only the phenolic compound-rich J frac-
tion (JFR) extracted from green propolis was used.

Vaccine preparation and immunization protocol - 
Experimental vaccines were produced from a SuHV-1 
sample isolated from an Aujeszky’s disease outbreak 
provided by the Virology and Immunology Laboratory, 
Federal University of Pelotas (UFPel), Rio Grande do 
Sul, Brazil, following standard methodology (Fischer 
et al. 2007a). After virus cultivation in RK13 rabbit 
renal cells, viral suspensions at a cell culture infec-
tious dose (CCID50) of 105.50 per 25 μL were inactivated 
by 20 mM bromoethylamine BEI (C2H7BR2N; Merck, 
Brazil), pH 7.5 (Bahnemann 1975).

Evaluation of JFR adjuvant activity was performed 
using six groups of 10 BALB/c 6-8-week-old mice as fol-
lows: group 1, 1 mg JFR; group 2, 10 mg JFR; group 3, 
aluminum hydroxide [Al(OH)3] (positive control); group 
4, Al(OH)3 + 1 mg JFR; group 5, Al(OH)3 + 10 mg JFR; 
group 6, phosphate buffered saline (PBS) (negative con-
trol). Animals were inoculated intramuscularly at days 
zero and 21 with 200 μL of the experimental vaccines 
(130 μL of inactivated SuHV-1 antigen plus adjuvant 
combinations described above at 30% of antigen vol-
ume). The negative control group (group 6) was inocu-
lated with the antigen (130 μL) plus PBS (70 μL). All 
vaccines were prepared from suspensions with the same 
initial infectious titre.

Humoral immunity and protection - For measure-
ments of neutralizing antibody titres against SuHV-1, 
blood samples were collected by retro-ocular venous 
plexus puncture at days 0, 21 and 42. The serum was 
processed and stored at -20ºC until use. Animals ob-
tained from the UFPel animal house remained isolated 
in an environment with a temperature between 22-24ºC 
and they received food and water ad libitum. The experi-
ment was approved by the Ethical Committee in Animal 
Experimentation from UFPel (process 2253/2008-91).

Antibodies were titrated by the serum-neutralization 
technique (Fischer et al. 2007a). Each serum sample 
was serially diluted from 1:2 down to 1:256 and tested 
in quadruplicate. Antibody titres were calculated by the 
Behrends and Kärber method (Mayr et al. 1982).

To evaluate the protection afforded by experimen-
tal vaccines, six animals from each experimental group 
were challenged subcutaneously with 0.1 mL of SuHV-1 
containing lethal doses (LD) 50% of SuHV-1 21 days af-
ter the second vaccination. The number of dead animals 
was recorded daily until the 10th day after the challenge.

Cellular immunity - IFN-γ mRNA levels in sple-
nocytes were measured by reverse transcription-
polymerase chain reaction (RT-PCR) (Bastos et al. 
2002) and used as a measure of the cellular immune 
response. Briefly, a splenocyte suspension was ob-
tained from the spleens of four mice per treatment. 
Following erythrocyte lysis with ammonium chloride 
(NH4Cl; Casquímica, Brazil), the cells were cultured 
at a concentration of 107 cell/mL in tissue culture 
plates 96-wells (TPP-Switzerland). After a 24-h incu-
bation period at 37ºC in a 5% CO2 environment, the 
supernatant was removed, the cells were stimulated in 
triplicate with minimum essential medium (negative 
control; Gibco, Invitrogen, USA) and SuHV-1 at a mul-
tiplicity of infection of 0.1 or 5 μg/mL Concanavalin A 
(positive control; Sigma-Aldrich Inc, USA). After 24 h 
or 48 h of stimulation, total RNA was extracted with 
TRIzol (Invitrogen, USA) according to the manufac-
turer’s instructions. cDNA synthesis was performed 
with 5 μL of total RNA in a 25-μL reaction containing 
0.5 μL (150 ng) random primers (Invitrogen, USA), 1 μL  
deoxynucleotide triphosphates (dNTP, 10 mM), 1 × First 
Strand buffer (New England Biolabs, Ipswich, MA, USA), 
0.1 M DDT, 40 U RNaseOUT (Invitrogen, USA) and 50 U  
of M-MuLV reverse transcriptase (New England Biola-
bs, Ipswich, MA, USA) following standard methodology 
(Ulett et al. 2000). After incubation for 10 min at 25ºC, the 
samples were incubated at 42ºC for 50 min, followed by 
70ºC for 15 min in a thermocycler (Eppendorf Mastercy-
cler gradient). The resulting cDNA was stored at -20ºC. 
PCR reactions were performed in triplicate with 2 μL  
of cDNA, 200 μM dNTPs, 1 × reaction buffer, 1.5 U 
Taq DNA polymerase (Invitrogen, USA), 1 μM of each 
primer, 3 mM MgCl2 for IFN-γ or 1.5 mM MgCl2 for 
ß-actin and RNase free water (Gibco, Invitrogen, USA) 
in a final volume of 25 μL. The thermocycler settings 
were as follows: 95ºC for 2 min, followed by 30 cycles at 
94ºC for 50 s, 60ºC for 50 s and 72ºC for 1 min and then 
a final extension at 72ºC for 7 min. The primers used in 
this experiment were described by Ulett et al. (2000) and 
synthesized by MWG-Biotech, Inc, USA: IFN-γ forward  
5’-AGCGGCTGACTGAACTCAGATTGTAG; IFN-γ re-
verse 5’-GTCACAGTTTTCAGCTGTATAGGG; ß-actin 
forward 5’-TGGAATCCTGTGGCATCCATGAAAC; ß-
actin reverse 5’-TAAAACGCAGCTCAGTAACAGTCCG. 
Control PCR reactions were performed using primers 
for ß-actin or without cDNA. PCR products were visual-
ized under ultraviolet light after electrophoresis in 2% 
agarose gels containing ethidium bromide.

Statistical analysis - Antibody titres, expressed in 
log2, were compared by means of variance analysis. 
The least square difference test and Statistix software 
were used to determine significant differences (p < 0.05) 
among the averages in each treatment. Protection pro-
vided by experimental vaccines was evaluated by the 
Reed and Muench statistical method (Mayr et al. 1982).

RESULTS

JFR characterization - Six green propolis fractions 
were extracted by gel filtration chromatography on a 
Sephadex column. Only the JFR was rich in phenolic 
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compounds and was therefore used in this study. This 
fraction represented 14.74% of the green PME (Fig. 1). 
Artepillin C and its derivatives (Fig. 1, peaks 2, 3, 5, 
7-11) were the most abundant substances (5.61%), fol-
lowed by 3-prenyl-4-hydroxycinnamic acid (4.975%) 
and p-coumaric acid (3.097%).

Phenolic compounds increased antibody titres and the 
percentage of protected animals after SuHV-1 challenge - 
The mean ± standard error of the means titre obtained for 
each experimental group is shown in Fig. 2. SuHV-1 plus 
PBS (negative control) did not induce significant antibody 
titres. The combination of SuHV-1 plus Al(OH)3, which 
was used as the control adjuvant, induced the second low-
est antibody titre against SuHV-1 21 days after the second 
inoculation. Although not statistically significant, inclu-
sion of green propolis JFR (at 1 mg and 10 mg/dose) in the 
SuHV-1 and aluminium hydroxide vaccine resulted in an 
increase in antibody titre from 1.93 log2 to 2.49 and 2.68 
log2, respectively. The adjuvant activity of JFR was most 
evident when JFR was used as the only adjuvant. Inclu-
sion of JFR at 1 mg/dose resulted in an increase of about 
1 log2 in the anti-SuHV-1 antibody titre (2.88 log2) when 
compared to the Al(OH)3-containing vaccine. JFR used at 
10 mg/dose resulted in an even higher humoral response 
(4.4 log2), which was twice that elicited by the Al(OH)3-
containing vaccine (p < 0.05).

The percentage of protected animals after chal-
lenge with 50 SuHV-1 LD (Vidor et al. 1991) correlated 
with antibody titres against SuHV-1, as shown in Fig. 
3. The use of 1 mg/dose JFR, alone or at 10 mg/dose 
with Al(OH)3, resulted in 32% protection (p < 0.05). The 
use of 10 mg/dose JFR resulted in 66% protection (p < 

0.01). On the 10th day after challenge, all six mice from 
the negative control group that had been inoculated with 
vaccine plus PBS died, suggesting that the protection ob-
served was due to immunization.

Increase in IFN-γ mRNA expression - IFN-γ mRNA 
levels were measured by RT-PCR and used as a measure 
of the cellular immune response induced by JFR. As 
shown in Fig. 4B, IFN-γ mRNA expression was higher 
in splenocytes from mice immunized with vaccine plus 
phenolic compounds (samples 2 and 3) compared to sple-
nocytes from mice in which Al(OH)3 was used as the only 
adjuvant (sample 4). This increase in IFN-γ mRNA levels 
was also evident in splenocytes from mice immunized 
with phenolic compounds plus Al(OH)3 (samples 5 and 6) 

Fig. 1: identification and quantification of phenolic compounds in 
fraction J from green propolis methanolic extract by high performance 
liquid chromatography. 1: p-coumaric acid; 2: 3-[4-hydroxy-3-(oxo-
butenyl)-phenylacrylic] acid (propol); 3: dihydrokaempferide: 4: 3-pre-
nyl-4-hydroxycinnamid acid; 5: 3-prenyl-4-(2-methylpropionyloxy)-
cinnamic acid; 6: 2,2-dimethyl-6-carboxyethenyl-2H-1-benzopyran; 
7: 4-hydroxy-3(E)-(4-hydroxy-3-methyl-2-butenyl)-5-prenyl cinnam-
ic acid; 8: 3,4-dihydroxy-5-prenylcinnamic acid; 9: 3-hydroxy-2,2-di-
methyl-8-prenyl-2H-1-benzopyran-6-propenoic acid; 10: betulethol; 
11: (E)-3-{-4-hydroxy-3-[(E)-4-(2,3-dihydrocinamoyloxy)-3-methyl-
2-butenyl]-5-prenyl-phenyl}-2-propenoic acid; 12: 3,5-diprenyl-4-
hidroxycinnamic acid; 13: 3-prenyl-4-dihydrocinamoyloxy-cinnamic 
acid; 14: 6-propenoic-2,2-dimethyl-8-prenyl-2H-1-benzopiran acid. 
Peaks 2, 3, 5, 7-11: Artepillin C derivatives.

Fig. 2: antibody titers (log2) of mice inoculated with an inactivated vac-
cine against swine herpesvirus type 1 co-administered with 1 mg or  
10 mg/dose of Brazilian green propolis phenolic compounds [J frac-
tion (JFR)], aluminum hydroxide [Al(OH)3], Al(OH)3 + 1 mg/dose 
JFR or Al(OH)3 + 10 mg/dose JFR. The titers were determined by se-
rum neutralization 21 days after the last inoculation. The data repre-
sents the mean ± standard error of the means (n = 10). PBS: phosphate 
buffered saline. Asterisk means p < 0.05.

Fig. 3: percentage of protected animals after the challenge test. Twen-
ty-one days after the last inoculation, six animals from each group 
were challenged with 50 lethal dose of swine herpesvirus type 1. The 
number of dead and alive animals in each experimental group was 
analyzed by the Reed and Muench statistical method. Al(OH)3: alu-
minum hydroxide; JFR: J fraction; PBS: phosphate buffered saline; *:  
p < 0.05; **: p < 0.01.
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compared to splenocytes from mice in which aluminium 
hydroxide was used as the only adjuvant (sample 4). The 
highest IFN-γ mRNA expression was observed when 
JFR was co-administered with the vaccine at 10 mg/
dose (sample 3) and was consistent with serologic evalua-
tions. mRNA expression of ß-actin (positive control) did 
not vary across the different treatments, indicating that 
changes in IFN-γ expression were not non-specific (Fig. 
4A). Similar results were obtained after stimulation of 
splenocytes for 48 h (Fig. 4D), reinforcing the adjuvant 
activity of green propolis phenolic compounds. However, 
a significant reduction in IFN-γ mRNA expression was 
observed in splenocytes of animals that had been in-
oculated with vaccine plus Al(OH)3 (sample 4). Again, 
mRNA expression of ß-actin (positive control) did not 
vary across different treatments (Fig. 4C).

DISCUSSION

The evaluation of compounds with adjuvant poten-
tial has been on going and aims to increase the list of 
substances that can be added to human or animal vac-
cines to increase their immunogenicity (Podda 2001). 
Studies have shown that the Brazilian green propolis 
total ethanolic extract has immunomodulatory activity 
(Fischer et al. 2007a, b). Some of the substances found 
in this kind of propolis are: phenolic compounds such 
as Artepillin C (3,5 diprenil-4-hydroxycinnamic acid), 
flavonoids and caffeic, ferulic, p-coumaric and cin-
namic acids (de Funari et al. 2007, Barros et al. 2008, 
Medana et al. 2008). However, propolis has a complex 
composition and is composed of numerous immunos-
timulatory and immunosuppressive substances (Sforcin  
2007, Fischer & Vidor 2008), thus highlighting the 
need to link individual components of propolis to spe-
cific biological activities (Bankova 2005). To this end, 
several studies have evaluated either propolis com-

pounds or specific substance groups such as phenolic 
compounds (de Funari et al. 2007, Barros et al. 2008, 
Paulino et al. 2008). 

In this study, Brazilian green propolis phenolic 
compounds were evaluated for their adjuvant activity 
when co-administered to an inactivated vaccine against 
SuHV-1 in the presence or absence of Al(OH)3. Out of 
six fractions of the PME obtained by gel filtration chro-
matography, the JFR was selected for further study be-
cause it showed high levels of phenolic compounds (Fig. 
1). The prenylated phenolic acid Artepillin C and its de-
rivatives were the most abundant substances, followed 
by 3-prenil-4-hydroxycinnamic and p-couramic acids. 
The results were similar to those obtained by de Funari 
et al. (2007), which identified Artepillin C to be the 
most common substance in green propolis samples. In 
addition, chemical analyses from other studies support 
the abundance of phenolic compounds in green propo-
lis (Barros et al. 2008, Paulino et al. 2008, Pontin et al. 
2008, Viuda-Martos et al. 2008).

In the evaluation of new substances with adjuvant 
potential, aluminum compounds such as Al(OH)3 have 
become a reference, as they are the only adjuvants regu-
larly used in human vaccines (Gupta & Rost 2000). The 
use of 1 mg/dose of Brazilian green propolis JFR pro-
vided nearly a 1 log2 increase in neutralizing antibody 
titres compared to use of Al(OH)3, whereas 10 mg/dose 
JFR doubled the humoral response when compared to 
the control adjuvant (p < 0.05). Moreover, these pheno-
lic compounds induced an increase in antibody titres 
against SuHV-1 when co-administered with the vaccine 
and Al(OH)3 and this effect was dose-dependent (Fig. 2), 
i.e., JFR potentiated the effects of the control vaccine and 
increased the humoral immune response. These results 
are different from those obtained when a total ethanol 
extract of green propolis was evaluated for its adjuvant 
activity (Fischer et al. 2007a). In that study, propolis in-
creased humoral responses against SuHV-1 only when 
co-administered with a particulate adjuvant [Al(OH)3]. 
The presence of both immunostimulatory and immuno-
suppressive substances (Sforcin 2007, Fischer & Vidor 
2008) in total green propolis ethanolic extract might 
explain those results. Phenolic compounds are found at 
high levels in various propolis samples and have been 
shown to be the main substances in propolis bearing bio-
logical activity (de Funari et al. 2007, Galal et al. 2008). 
Their adjuvant and co-adjuvant actions have been attrib-
uted to flavonoids and cinnamic acid derivatives such as 
Artepillin C (Park et al. 1998, Tazawa et al. 1998). 

The combined use of vaccines and immunostimula-
tory agents is a growing and innovative approach in ad-
juvant development (Gautam et al. 2008). In this study, 
co-administration of green propolis JFR to the inacti-
vated vaccine against SuHV-1 was shown to be an effec-
tive strategy in inducing immunity against SuHV-1, as it 
increased the percentage of protected animals after chal-
lenge with 50 LD SuHV-1 21 days after the last vaccina-
tion (Fig. 3). Only 16% (1 animal) of the mice inoculated 
with the vaccine containing only Al(OH)3 survived the 
challenge. This percentage doubled (32%, p < 0.05) and 
quadrupled (66%, p < 0.01) in the group of animals in-

Fig. 4: agarose gel electrophoresis of reverse transcription-poly-
merase chain reaction (RT-PCR) products resulting from the amplifi-
cation of IFN-γ mRNA from mice splenocytes, collected 21 days after 
the second inoculation with different experimental vaccines. A, B: 
twenty-four hours after splenocytes stimulation with 0.1 multiplicity 
of infection of swine herpesvirus type 1; A: ß-actin used as internal 
control; B1: Ladder 100 pb (Ludwig Biotec); 2: 1 mg/dose Brazilian 
green propolis phenolic compounds [J fraction (JFR)]; 3: 10 mg/dose 
JFR; 4: aluminum hydroxide [Al(OH)3]; 5: Al(OH)3 + 1 mg/dose JFR; 
6: Al(OH)3 + 10 mg/dose JFR; C, D: forty-eight hours after spleno-
cytes stimulation; C: ß-actin used as internal control; D1: Ladder 100 
pb (Ludwig Biotec); 2: 1 mg/dose JFR; 3: 10 mg/dose JFR; 4: Al(OH)3; 
5: Al(OH)3 + 1 mg/dose JFR; 6: Al(OH)3 + 10 mg/dose JFR.
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oculated with vaccines containing 1 mg and 10 mg/dose  
green propolis JFR, respectively, which underscores 
the immunostimulatory capacity of JFR phenolic com-
pounds. These data complement those obtained in the 
serological evaluations (Fig. 2), as the percentage of pro-
tected animals (Fig. 3) increased proportionally to the 
increase in antibody titre against SuHV-1.

In addition to stimulating the humoral immune re-
sponse (p < 0.05), JFR phenolic compounds also in-
creased cellular immune responses, as evidenced by the 
increase in IFN-γ mRNA expression (Fig. 4B, D). These 
results are consistent with the increase in percentage 
of protected animals after SuHV-1 challenge in treat-
ments using JFR. These results are also consistent with 
the study by Wittmann (1982) that demonstrated that 
cellular immunity is responsible for protection against 
Aujeszky’s disease, which is caused by SuHV-1 in pigs. 
Using a Polish sample, Ansorge et al. (2003) found that 
propolis has immunoregulatory effects that may be me-
diated by Erk2 MAP kinase (MAPK) signals that pro-
mote cellular growth.

Although the immunomodulatory effects of propo-
lis are still unclear, these properties are attributed to the 
high concentrations of phenolic compounds. In a study 
performed by de Funari et al. (2007), the phenolic com-
pounds of an ethanolic extract showed high absorption 
by the human skin as a result of their ability to form 
complexes with proteins via hydrogen bridges. The im-
munostimulatory effect of JFR on both humoral and 
cellular responses observed in this study can be linked 
to its effects on cells such as macrophages that induce 
production of cytokines such as IFN-γ (Ansorge et al. 
2003). Furthermore, the increase in humoral and cellular 
immune responses induced by JFR is probably related to 
the mitogen activated kinase p38 (p38 MAPK) signal-
ling pathway. Extracellular signals are transduced in im-
mune cells by a series of protein kinases and are initiated 
by a group of Ras proteins with GTPase activity, which 
is activated by post-translational prenylation. Once these 
proteins are activated, several intracellular proteins, in-
cluding p38 MAPK (Lee et al. 2003), are sequentially 
phosphorylated. In mammals, MAPK proteins regulate 
cell growth (Zhang et al. 1999, Mavropoulos et al. 2005). 
Our hypothesis is that the green propolis JFR, which is 
rich in prenylated compounds such as Artepillin C, acts 
by increasing Ras protein prenylation and activating the 
p38 MAPK pathway and activator factor 2 transcrip-
tion factor, which ultimately increases cellular and hu-
moral immune responses. Marcucci et al. (2001) found 
that many of the biological activities of Brazilian green 
propolis are associated with prenylated compounds such 
as Artepillin C.

The data presented in this paper clearly demonstrate 
the adjuvant activity of phenolic compounds obtained 
from Brazilian green propolis when co-administered in 
mice with an inactivated vaccine against SuHV-1. This 
adjuvant activity was evident in the increase in both 
cellular and humoral immune responses. Prenylated 
phenolic compounds such as Artepillin C that act at the 
cell signaling level are likely the main substances with 
adjuvant activity.

REFERENCES

Aguilar JC, Rodríguez EG 2007. Vaccine adjuvants revisited. Vaccine 
25: 3752-3762.

Ansorge S, Reinhold D, Lendeckel U 2003. Propolis and some of its 
constituents down-regulate DNA synthesis and inflammatory 
cytokine production but induce TGF-beta1 production of human 
immune cells. Z Naturforsch 58: 580-589.

Bahnemann HG 1975. Bynary ethylenimine as an inactivant for foot-
and-mouth disease virus and its application for vaccine produc-
tion. Arch Virol 47: 47-56.

Bankova V 2005. Chemical diversity of propolis and the problem of 
standardization. J Ethnopharmacol 100: 114-117. 

Barros MP, Lemos M, Maistro EL, Leite MF, Sousa JP, Bastos JK, 
Andrade SF 2008. Evaluation of antiulcer activity of the main 
phenolic acids found in Brazilian green propolis. J Ethnophar-
macol 120: 372-377. 

Bastos RG, Dellagostin OA, Barletta RG, Doster AR, Nelson E, Oso-
rio FA 2002. Construction and immunogenicity of recombinant 
Mycobacterium bovis BCG expressing GP5 and M protein of por-
cine reproductive respiratory syndrome virus. Vaccine 21: 21-29.

Cai JL, Tang XL, Yang LF, Su XY 2001. Propolis inactivated vac-
cine against infectious serositis in young ducks. Chin J Vet Sci 
21: 552-553.

Cleff MB, Fischer G, Quincozes CG, Anciuti MA, Freitag R, Vidor 
T, Gentilini FP, Nogueira CE 2008. Estudo da ação de Nicotiana 
glauca Graham (erva-paraguaia) como coadjuvante em vacina 
contra a doença de Newcastle em frangos de corte. Cienc Anim 
Bras 9: 375-382.

de Funari CS, de Oliveira Ferro V, Mathor MB 2007. Analysis of 
propolis from Baccharis dracunculifolia DC. (Compositae) and 
its effects on mouse fibroblasts. J Ethnopharmacol 111: 206-212.

Fischer G, Cleff MB, Dummer LA, Paulino N, Paulino AS, de Oliveira 
Vilela C, Campos FS, Storch T, D’Avila Vargas G, de Oliveira 
Hübner S, Vidor T 2007a. Adjuvant effect of green propolis on 
humoral immune response of bovines immunized with bovine 
herpesvirus type 5. Vet Immunol Immunopathol 116: 79-84. 

Fischer G, Conceição FR, Leite FP, Dummer LA, Vargas GD, Hübner 
S de O, Dellagostin OA, Paulino N, Paulino AS, Vidor T 2007b. 
Immunomodulation produced by a green propolis extract on hu-
moral and cellular responses of mice immunized with SuHV-1. 
Vaccine 25: 1250-1256. 

Fischer G, Vidor T 2008. Propolis as an immune system modulator 
substance. In N Oršolić, I Bašić (eds.), Scientific evidence of the 
use of propolis in ethnomedicine, Transworld Research Network, 
Kerala, p. 133-147.

Galal A, Abd El-Motaal AM, Ahmed AMH, Zaki TG 2008. Produc-
tive performance and immune response of laying hens as affected 
by dietary propolis supplementation. Int J Poult Sci 7: 272-278.

Gardana C, Scaglianti M, Pietta P, Simonetti P 2007. Analysis of the 
polyphenolic fraction of propolis from different sources by liquid 
chromatography-tandem mass spectrometry. J Pharm Biomed 
Anal 45: 390-399.

Gautam M, Gairola S, Jadhav S, Patwardhan B 2008. Ethnopharma-
cology in vaccine adjuvant discovery. Vaccine 26: 5239-5240. 

Gupta RK, Rost BE 2000. Aluminum compounds as vaccine adju-
vants. In DT O´Hagan, Vaccine adjuvants: preparation methods 
and research protocols, Humana Press, New Jersey, p. 65-89. 

Jasprica I, Mornar A, Debeljak Z, Smolcić-Bubalo A, Medić-Sarić M, 
Mayer L, Romić Z, Bućan K, Balog T, Sobocanec S, Sverko V 
2007. In vivo study of propolis supplementation effects on antioxi-
dative status and red blood cells. J Ethnopharmacol 110: 548-554.



Phenolic compounds as vaccine adjuvants • Geferson Fischer et al. 913

Lee YJ, Kuo HC, Chu CY, Wang CJ, Lin WC, Tseng TH 2003. In-
volvement of tumor suppressor protein p53 and p38 MAPK in 
caffeic acid phenethyl ester-induced apoptosis of C6 glioma cells. 
Biochem Pharmacol 66: 2281-2289.

Marcucci MC, Ferreres F, García-Viguera C, Bankova VS, De Castro 
SL, Dantas AP, Valente PHM, Paulino N 2001. Phenolic com-
pounds from Brazilian propolis with pharmacological activities. 
J Ethnopharmacol 74: 105-112.

Mavropoulos A, Sully G, Cope AP, Clark AR 2005. Stabilization of 
IFN-gamma mRNA by MAPK p38 in IL-12- and IL-18-stimulat-
ed human NK cells. Blood 105: 282-288.

Mayr A, Bachmann PA, Bibrack BM, Withmann G 1982. Virologische 
arbeitsmethoden. Band IV - Sicherheit bei virologischen arbeiten - 
Biometrische methoden, Gustav Fischer Verlag, Stutgard, 662 pp.

Medana C, Carbone F, Aigotti R, Appendino G, Baiocchi C 2008. Se-
lective analysis of phenolic compounds in propolis by HPLC-MS/
MS. Phytochem Anal 19: 32-39. 

Mosca F, Tritto E, Muzzi A, Monaci E, Bagnoli F, Iavarone C, 
O`Hagan D, Rappuoli R, De Gregorio E 2008. Molecular and cel-
lular signatures of human vaccine adjuvants. Proc Natl Acad Sci 
USA 105: 10501-10506.

Park YK, Koo MH, Abreu JA, Ikegaki M, Cury JA, Rosalen PL 1998. 
Antimicrobial activity of propolis on oral microorganisms. Curr 
Microbiol 36: 24-28.

Paulino N, Abreu SR, Uto Y, Koyama D, Nagasawa H, Hori H, Dirsch 
VM, Vollmar AM, Scremin A, Bretz WA 2008. Anti-inflamma-
tory effects of a bioavailable compound, Artepillin C, in Brazil-
ian propolis. Eur J Pharmacol 587: 296-301. 

Petrovsky N, Aguilar JC 2004. Vaccine adjuvants: current state and 
future trends. Immunol Cell Biol 82: 488-496.

Podda A 2001. The adjuvanted influenza vaccines with novel adju-
vants: experience with the MF59-adjuvanted vaccine. Vaccine 
19: 2673-2680.

Pontin K, Da Silva Filho AA, Santos FF, Silva ML, Cunha WR, 
Nanayakkara NP, Bastos JK, de Albuquerque S 2008. In vitro 
and in vivo antileishmanial activities of a Brazilian green propo-
lis extract. Parasitol Res 103: 487-492.

Sforcin JM 2007. Propolis and the immune system: a review. J Eth-
nopharmacol 113: 1-14.

Shimazawa M, Chikamatsu S, Morimoto N, Mishima S, Nagai H, Hara 
H 2005. Neuroprotection by Brazilian green propolis against in 
vitro and in vivo ischemic neuronal damage. Evid Based Comple-
ment Alternat Med 2: 201-207.

Tazawa S, Warashina T, Noro T, Miyase T 1998. Studies on the con-
stituents of Brazilian propolis. Chem Pharm Bull 46: 1477-1479.

Ulett GC, Ketheesan N, Hirst RG 2000. Cytokine gene expression 
in innately susceptible BALB/c mice and relatively resistant 
C57BL/6 mice during infection with virulent Burkholderia 
pseudomallei. Infect Immun 68: 2034-2042.

Vidor T, Cunha AC, Guizzardi II, Salvo EO, Martins RM, Fer-
nandes GV 1991. Doença de Aujeszky. II. Uso do camundongo 
em teste de eficiência de vacina inativada. Arq Bras Med Vet 
Zootec 43: 387-396.

Viuda-Martos M, Ruiz-Navajas Y, Fernández-López J, Péres-Alvarez 
JA 2008. Functional properties of honey, propolis, and royal jelly. 
J Food Sci 73: 117-124. 
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