PROJECT PROPOSAL
TOPIC: POTENCY OF RHIZOPUS STOLONIFER TOXIN
INTRODUCTION AND LITERATURE REVIEW 
Rhizopus Stolonifer (black bread mold) is a widely distributed thread-like mucoralean mold commonly found on bread surfaces. It is composed of branched non-septate white hyphae that forms a feeding structure, a mycelium. It is conical/cylindrical in shape with many branches that makes it appear tangled. It has a texture similar to cotton candy. It takes food and nutrients from the bread and causes damage to the surfaces where it lives. It is regarded as an opportunist pathogen of human as it causes the parlous disease called zygomycosis in which fungal infection are seen in face and oropharyngeal cavity (schipper et al., 2014). Rhizopus Stolonifer contaminates bread and other food with mycotoxins including Zearalemones, Rhizonin A, ipomeamarone which are toxic to man and animals. Rhizopus Stolonifer, a filamentous fungus has been seen to cause infections such as sinusitis, pneumonia and respiratory infection in man and animal. The toxin of R.stolonifer has been tested on animals and seen to weaken the immune system and found potent as the primary cause of health related issues in rat infected by them. In previous studies, the affected rats were exhibiting clonical signs of toxicity characteristed by bleeding, weakness anorexia and death (Kamar et al., 2008) owing to these already experimented facts, it is deduced that the toxins produced by Rhizopus Stolonifer is potent and positive for infection and the potency should be further studied. The aim of this study is to check the efficiency of the toxin on rat. The objective of the study are:
· Isolate and identify Rhizopus Stolonifer found on spoilt bread surfaces.
· Subject Rhizopus Stolonifer to produce toxin 
· Investigate the potency of the toxin on white rat. 
METHODOLOGY AND MATERIALS 
COLLECTION OF SAMPLE 
Bread will be bought at any area close to kwara state polytechnic. The bread will be kept till mold start developing.
STERILIZATION OF MATERIALS 
All glasswares will be washed and sterilized and then sterilely kept for use. The workbench will also be cleaned with 70% Ethanol. All media will be prepared and also sterilized.
PREPARATION OF MEDIA 
All media would be prepared according to the manufacturer’s instruction and autoclaved at 121oc for 15minutes.
ISOLATION OF RHIZOPUS STOLONIFER FROM THE SAMPLES (SPOILT BREAD)
The bread sample will be kept for few days and observed till molds start to develop. The sample will then be mashed using pistil and mortar. Ten grams of the mashed bread will be mixed with peptone water and sub samples will be serially diluted decimally 4times and 0.1ml will be spread on Potato Dextrose Agar (PDA) for enumeration of fungi. The PDA plates will be inverted and incubated at room temperature for 3-5days. The colonies will be counted and expressed as colony forming unit per gram (cfu/g) of samples.
CHARACTERISATION AND IDENTIFICATION OF FUNGI (RHIZOPUS STOLONIFER)
A small portion of fungal colony from each plate will be picked from the plate using sterile inoculating loop into a glass slide. One to two drops of lactophenol cotton blue stain will be added and covered with cover slip. The glass slide will be passed over flame to expel the air bubbles trapped in the glass and then microscopic examination will be done to study each isolate to determine their morphological features. (Hassan et al., 2014). Features like mycelia colour. Spore shape, pigmentation, sporephore will be checked. 
SUB-CULTURING AND EXTRACTION OF RHIZOPUS STOLONIFER 
[bookmark: _GoBack]After characterization, fungi identified as Rhizopus Stolonifer in the isolate will be sub-cultured in Potato Dextrose Broth and incubated at room temperature for 3-5 days to assess toxin production based on color and cloudiness. The liquid will be centrifuged, filtered, analyzed with a spectrophotometer. Rhizopus Stolonifer toxin like Rhizonin A, Ipomeamarone should be successfully extracted/seen (John et al., 2021).
ADMINISTRATION OF THE TOXIN IN WHITE RAT.
The mycotoxin extracted will be injected into grouped experimental white rat, with about 0.50 or 100mg/kg of the extract (purity >99%) for few days under different concentration (100%, 60%, 40%, 20%). The potency of the toxin will be monitored in the rats for 10-14 days, observing body weight changes, behavioral alterations, physiological symptoms (such as lethargy, tremors, or respiratory distress), and mortality rates to assess the potency of the mycotoxin. The rat used will be kept in proper laboratory conditions prior to the experiment 
MATERIALS
The following materials will be used during the course of the research: Petri dishes, Ethanol, Bursen burner, Potato dextrose agar, Conical flask, Beaker, Weigh balance Distilled water, Test tubes, Inoculating loop, Cotton wool, Gloves,  Nose mask, Measuring cylinder, Stirring rod ,Spatula, Reagent bottles, Potato Dextrose broth(PDB) , Scapel, Buffer solution, Normal saline, Centrifuge, Test tube rack, Pipette, Kovac’s reagent, Methyl red, Barritt’s A and B reagent, Magnetic stirrer, Mortar and pistil, lactophenol cotton blue stain, Bread, Peptone water, cover slip, microscope, Syringe, incubator, Spectrophotometer and needle
LIKELY RESULTS 
CHARACTERISATION AND IDENTIFICATION OF RHIZOPUS STOLONIFER 
The result of the morphological, microscopic and biochemical test would be recorded. Each fungi found on the plate and identified would be recorded 
DATA ANALYSIS:
A detailed method of toxin analysis will be followed as described by Kuiper-Goodman et al., in 1987. The effect of the toxin in Rhizopus Stolonifer on white rat would be recorded. The result should show whether the toxin is potent or not after injecting the rats with it. All observations would be duly written out
CONCLUSION AND RECOMMENDATION 
The discovery of the effect and potency of the toxin of Rhizopus Stolonifer is an eye opener as the fungi is able to spoil food and also cause damage to animals an effective awareness should be made on preventive measures against R. stolonifer toxins by vaccination and good eating hygiene.We recommend that to reduce exposure of mycotoxins moldy feeds and food should be awarded.
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