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Abstract

Amphypterygium adstringens is a Mexican tree known as cuachalalate whose bark is habitually used for the
treatment of fresh wounds, gastric ulcers, gastrointestinal cancer and various inflammatory conditions. The aim of this
study was to evaluate the immunostimulant effect of the aqueous extract of A. adstringens on immune cellular
response in immunosuppressed mice. An aqueous extract from the bark of cuachalalate was administered into
BALB/c mice for 10 days. We assessed their immunostimmulant activity on cellular immune response by Delayed
Type Hypersensitivity Response (DHT) to dinitrofluorobencene (DNFB) and by MTT assay. L5178Y lymphoma was
used as immunossuppression model. An increase in DHT was observed after treatment with 10 and 100 mg/kg of the
aqueous extract from A. adstringens oral treatment in lymphoma bearing mice. Splenocyte proliferation rate was
significantly increased (2.5 time) in immunosuppresed mice treated with 10 mg/kg oral treatment compared with group
that received vehicle only. The present study showed for the first time the agueous extract from A. adstringens as a
positive immunostimulant agent in lymphoma bearing mice and we demonstrated evidence to support the traditionally
use of cuachalalate in conditions in which the immune system is depressed.

Keywords: A. Adstringens, Cuachalalate, immunostimulant, lymphoma, medicinal plants, Cancer.

Introduction

Amphypterygium adstringens Schiede ex Schlecht (synonym Juliania adstringens) is a Mexican tree that
belongs to Julianaceae family, whose bark is traditionally used for the treatment of cholelithiasis, fresh wounds,
hypercholesterolemia, gastritis, as a cicatrizant agent, anti-inflammatory, to treat gastric ulcers and tract digestive
cancer (Olivera-Ortega et al., 1999; Argueta,1994; Estrada, 1992). Active principles and extracts from bark have
been shown to posses anti-ulcer (Navarrete et al., 1998, 2005), anti-inflammatory (Navarrete et al., 2005; Oviedo-
Chévez et al., 2004) and antitumor properties. A methanol extract showed an anti-tumor effect in a murine mammary
tumor model (Gonzalez et al., 1962). Further, Makino et al. (2004) showed growth inhibitory activity against leukemia
cells (L-1210) of five tirucallane-type triterpenes were isolated along with nine known triterpenes from the bark of J.
adstringens. For these reason, the aim of this study was to evaluate the immunostimulant effect from agueous extract
of A. adstringens on immune cellular response in murine immunosuppression model.

Material and Methods
Plant materials and extraction

Bark of Amphypterygium adstringens Schiede ex Schlecht were collected in Cabo Corrientes, Jalisco
(Mexico). A voucher specimen has been deposited at the Herbarium of Botany Department from University of
Guadalajara under the number IBUG-169301. Bark from A. adstringens (80 g) was dried and powdered. The aqueous
extract was prepared by the addition of 2 L of twice distilled water at boiling point for 5 minutes. The crude extract was
then concentrated in a rotary evaporator (MOD. RE47, YAMATO Scientific CO., LTD. Tokyo, Japan) and lyophilized
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(Freeze Dry System/Freezone 4.5. LABCONCO Corporation. Kansas City Missouri 64132). The lyophilized was
solubilised in distilled water before being fed to the mice.
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Figure 1: Effect of aqueous extract from A. adstringens on DHT to DNFB.
The figure shows the effect of aqueous extract from A. adstringens on the cellular immune response in vivo
of healthy and immunosuppressed mice with L5178Y lymphoma cells, by measuring the Delayed Type
Hypersensitivity Response (DTH) to DNFB. The data are mean * standard deviation of the percentages of
increment of the ear thickness. * p < 0.05 respect to lymphoma group that received vehicle only (0 mg/kg).

Animals

Male BALB/c mice aged 6—8 weeks were maintained and bred under conventional laboratory conditions at
the University of Guadalajara, Guadalajara, Mexico, according to the guidelines for the use and care of laboratory
animals and World Medical Association Declaration of Helsinki (amended by the 52nd WMA General Assembly,
Edinburgh, Scotland, October 2000). Animal protocols were approved by the Biomedicine Sciences Committee.

Lymphoma cell line

The murine lymphoma cell line L5178Y was derived from murine thymic lymphoma of DBA/2 mice (H-2d/d),
and was maintained in ascitic form by weekly intraperitoneal (i.p.) passages of 1X10%cells in syngenic BALB/c mice
(H-2d/d) (Puebla-Pérez et al., 1998).

Lethal-dose 50 (LDsp) and Acute Toxicity

Oral single doses of aqueous extract from A. adstringens at 1200, 1600 and 2000 mg/kg body weight were
administered in mice from three independent groups (n=10 each). Clinical signs of acute toxicity (postration,
grooming, piloerection and motor activity) and death were evaluated parameters by 72 hours (Loomis, 1992)

In vivo cellular immune response

Groups of 10 male BALB/c mice were used in a murine immunosuppression model (Orozco-Barocio, 1998),
in which the animals were inoculated intraperitoneally (i.p) with 0.1 ml of suspension of fresh ascitic fluid containing 1
x 107 lymphoma murine L5178Y cells (day 0). Treatments with A. adstringens and vehicle (distilled water) were
started the same day of lymphoma inoculation and, were administered orally during 10 days. Control groups (healthy
and lymphoma bearing mice) received 0.1 ml distilled water and experimental groups (healthy and lymphoma bearing
mice) were treated with 10 and 100 mg/kg body weight of agueous extract of A. adstringens. Five days after
lymphoma evolution, Delayed Type Hypersensitivity Response (DTH) to dinitrofluorobenzene (DNFB) (1-Fluoro-2,4-
dinitrobenzene. Sigma-Aldrich Co. LLC. St. Louis, Missouri) in the four groups were tested. The tumor-bearing or
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normal mice were sensitized to DNFB by placing one drop of 0.5% DNFB in acetone-olive oil on their shaved
abdomens on days 7 and 8. On day 11, one drop of 0.2% DNFB solution was placed on the right ear. Ear thickness
was monitored using a precision micrometer (General 102, USA), before challenge and 48 h after challenge. (Streilein
et al.1980). The results were expressed as the Percentage Increment (PI) and it was calculated using the following
formula:

PI = (Final thickness — basal thickness / Basal thickness) x 100.

Cell Proliferation Assay

Cell cultures were used to evaluate cellular immune response in healthy and lymphoma bearing mice
(immunosuppressed), treated or not with 10 mg/kg body weight with aqueous extract of A. adstringens (10 mice per
group). Concanavalin A (Sigma Chemical, St. Louis, MO) was used as mitogenic stimuli. At eleven day of lymphoma
evolution, the spleens were removed aseptically, splenocytes were isolated and cultured and measured by MTT
assay (Sigma-Aldrich, Inc; St. Louis, MO.) described by Hansen et al. (1989). Cell proliferation was measured using
3,(4,5-dimethylthiazol-2-yl)-2,5-diphenyl-tetrazolium bromide (MTT). The method involves conversion of MTT to
coloured formazan by the living cells. Then, 40 pl of MTT (5 mg/ml) was added to each well. After 2 h incubation at
37° C, 160 pl of extraction buffer pH 4.7 containing 20% w/v of SDS (Bio-Rad, Richmond, CA) in a solution of 50%
N,N-dimethyl formamide (Sigma Chemical, St Louis, MO) in demineralized water were added. After overnight
incubation at 37° C, optical densities at 570 nm were measured with an ELISA plate reader using the extraction buffer
as blank. Cellular proliferation was determinated by Stimulation Index (Sl) according to the following formula:

S| = (Optical Density with mitogen/ Optical Density without mitogen).

Statistics

The results are expressed as means + standard deviation. Statistical significance was calculated using a
one-way analysis of variance (ANOVA). Significant differences between means were determined by Tukey test with
respect to control group. Values of p < 0.05 were considered significant.

Results and Discussion

The aqueous extract of A. adstringens showed no lethal effects at high doses (1200-2000 mg/Kg body
weight). Animals were observed until 72 hours after administration. However, these animals did not die or show signs
of acute toxicity such as prostration, grooming, piloerection and altered motor activity. Starting from this evaluation,
we decided to use a range of doses (10 and 100 mg/kg body weight) that are 20-200 times lower than doses
administrated in the LDsg test (Kent, 1998).

Stem bark from A. adstringens has shown anti-inflammatory (Oviedo-Chavez, 2004) and anti-tumor activities
(Gonzalez et al., 1962; Makino et al., 2004). However, the aqueous extract from this plant (folk use) has not been
tested before in an in vivo immunosuppression model. We showed that the aqueous extract from A. adstringens had
no lethal effects at high doses in mice. These findings are consistent with its anti-cytotoxic effect from anacardic acid
isolated from bark of A. adstringens evaluated in murine lymphocytes and which did not produce chromosome
damage (Acevedo et al., 2006). Furthermore, extracts of the powdered bark, did not exert toxic effects (LDso < 5 @),
(Déciga-Campos et al., 2007; Navarrete et al., 2006).

In order to evaluate in vivo effect from agueous extract from A. adstringens in cellular immune response, we
used DTH test (Figure 1). Healthy and lymphoma groups that received vehicles showed a Percentage Increment (PI)
of 69.79 * 3.36 and 40.95 * 1.85 respectively. The treatment of aqueous the extract from A. adstringens in lymphoma
bearing mice at doses of 10 and 100 mg/kg body weight , significantly increased the magnitude of ear swelling on
DHT to DNFB test respect to lymphoma group without treatment (69.35 + 3.56 and 66.88 + 3.71 vs 40.95 + 1.85
respectively). Furthermore, there was no statistical significant difference between healthy group and
immunosuppressed mice treated with A. adstringens at doses of 10 and 100 mg/kg body weight.

We also evaluated lymphoproliferative response in healthy mice and lymphoma bearing mice by MTT assay
(Figure 2). We used the dose of 10 mg/kg due to increase in vivo cellular immune response in immunosuppressed
mice with DTH test. According to the in vivo results, there was a statistical significant increase in cellular immune
response in immunossuppresed mice that received 10 mg/kg of A. adstringens compared with immunosupressed
mice without treatment (Stimulation Index [SI]: 3.35 + 0.40 vs 1.36 + 0.12 respectively, p<0.05). However, the healthy
mice groups with and without treatment of aqueous extract of A. adstringens did not have any difference in the
splenocyte proliferation (Sl: 3.89 + 0.22 vs 4.01 + 0.26 respectively).

In this work, we found that A. adstringens stimulated in vivo some aspects of immune response, such as
delayed type hypersensitivity response and cell proliferation assay in BALB/c mice bearing L5178Y, a model
characterized by defective immune response. However, in healthy mice neither delayed type hypersensitivity
response to DNFB nor cell proliferation assay were increased by cuachalalate. This indicates that the A. adstringens
could restore the cellular immunity of immunosuppressed mice to levels of healthy mice.
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To conciliate our findings, we need to consider that delayed type hypersensitivity response is a complex

process where many cells are involved; namely, T-lymphocytes, dendritic cells, keratinocytes, endothelial cells,
macrophages, and polymorphonuclear cells (Akiba, et al 2002). For these reasons, A. adstringens may modulate
delayed type hypersensitivity response at sensitization phase (dendritic cells, macrophages, keratinocytes, and
Tcells) or efferent phase (T-cells, mastocytes, macrophages, and polymorphonuclear cells). In any case, in the
present work we found that deficient T-cell proliferative response was restored by the addition of A. adstringens.
This work demonstrates for the first time that A. adstringens improves immunological parameters in a tumor-bearing
host. The next step would be to answer questions related with A. adstringens mechanisms, such as cellular pathways
implicated in macrophage activation, cell subpopulations as CD4+, CD8+ and CD4+/CD25+ cells and the study of
different components of innate and specific immunity.
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Figure 2: Effect of treatment of aqueous extract from A. adstringen on splenocytes proliferation rate.

The figure shows the effect of aqueous extract from A. adstringens on the splenocytes proliferation of healthy and
immunosuppressed mice with L5178Y lymphoma cells. The data are mean * standard deviation of the Stimulation
Index. * p < 0.05 respect to lymphoma group that received vehicle only (0 mg/kg).
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