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SOHA JISSA Co.
Plentation Industries & Processing of Medicinal Plants
Doc.No.F.0439 Certificate of A.nalysis: Zataria Batch No.025
multiflora
Test Method Standard Result
Color Organoleptic | Ligth brown-Dark brown Brown
Odor Organoleptic Natural odor Natural odor
Dry residue (100-105°c/2h) BP2009 1.5% - 4% 2.95%
Density BP2009 0.96-0.99 0.97
pH BP2009 45-6.5 5.34
Alcohol contents In house 10% - 20% 19%
Identification TLC Conform Conform
Assay(Total phenolic as thymol) DABI10 85 — 120 mg/100cc 111.1 mg/100cc
Total bacterial count USP32 Max. 10*per ml Max. 10*per ml
Total mould and yeasts USP32 0 0
Staphylococcus aureus USP32 Absent Absent
Pseudomonas aeroginosa USP32 Absent Absent
Salmonella USP32 Absent Absent
E. coli USP32 Absent Absent
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SOHA JISSA Co.Plentation Industries & Processing of Medicinal Plants
Doc.No.F.0438 Certificate of Analysis: Allium sativum Batch No.025
Test Method Standard Result
Color Organoleptic Ligth brown-Dark brown Brown
Odor Organoleptic Natural odor Natural odor
Dry residue(100-105°c¢/2h) BP2009 2% - 4% 3.03%
Density BP2009 0.85-1 0.98
pH BP2009 5-7 6.36
Alcohol contents In house 10% - 20% 19%
Identification TLC Conform Conform
Assay DAB10 85 — 120 mg/100cc 108.2 mg/100cc
Total bacterial count USP32 Max. 10* per ml Max. 10*per ml
Total mould and yeasts USP32 0 0
Staphylococcus aureus USP32 Absent Absent
Pseudomonas aeroginosa USP32 Absent Absent
Salmonella USP32 Absent Absent
E. coli USP32 Absent Absent
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LOCUS JX987090 1407 bp DNA linear

BCT 13-AUG-2013

DEFINITION Aeromonas hydrophila 16S ribosomal RNA gene, partial sequence.
ACCESSION JX987090

VERSION  JX987090.1 GI:441088528

KEYWORDS

SOURCE  Aeromonas hydrophila
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ORGANISM Aeromonas hydrophila

Bacteria; Proteobacteria; Gammaproteobacteria; Aeromonadales;
Aeromonadaceae; Aeromonas.

REFERENCE 1 (bases 1 to 1407)

TITLE Identification of Aeromonas hydrophila in sturgeon

JOURNAL Unpublished

REFERENCE 2 (bases 1 to 1407)

TITLE Direct Submission

JOURNAL Submitted (20-OCT-2012) Disease, International Sturgeon Institute,
Sade Sangar, Rasht, Guilan, Iran

COMMENT  ##Assembly-Data-START##

Sequencing Technology :: Sanger dideoxy sequencing
##Assembly-Data-END##

FEATURES Location/Qualifiers

source 1..1407
/organism="Aeromonas hydrophila"

ORIGIN

1 aaaagttagg ctttgctact tttgccggeg ageggeggac gggtgagtaa tgectgggga

61 tctgcccagt cgagggggat aacagttgga aacgactget aataccgeat acgecctacg

121 ggggaaagga ggggaccttc gggcectttcg cgattggatg aacccaggtg ggattageta
181 gttggtgegg taatggctca ccaaggegac gatcectage tggtctgaga ggatgatcag
241 ccacactgga actgagacac ggtccagact cctacgggag gecageagtgg ggaatattge
301 acaatggggg aaaccctgat gcagecatge cgegtgtgtg aagaaggect tcgggttgta
361 aagcactttc agcgaggagg aaaggttgge gectaatacg tgtcaactgt gacgttacte
421 gcagaagaag caccggctaa ctccgtgeca gcagecgegg taatacggag ggtgcaageg
481 ttaatcggaa ttactgggcg taaagcgeac gecaggeggtt ggataagtta gatgtgaaag
541 cccegggete aacctgggaa ttgcatttaa aactgtccag ctagagtctt gtagaggggg
601 gtagaattcc aggtgtagcg gtgaaatgeg tagagatctg gaggaatace ggtggegaag
661 gcggeccect ggacaaagac tgacgetcag gtgegaaage gtggggagea aacaggatta
721 gataccctgg tagtccacge cgtaaacgat gtcgatttgg aggetgtgte cttgagacgt

781 ggcttccgga getaacgegt taaatcgace gectggggag tacggecgea aggttaaaac
841 tcaaatgaat tgacgggggc ccgecacaage ggtggageat gtggtttaat tcgatgecaac
901 gcgaagaacc ttacctggcec ttgacatgtc tggaatcetg tagagatacg ggagtgectt

961 cgggaatcag aacacaggtg ctgcatgget gtcgtcagcet cgtgtegtga gatgttgggt
1021 taagtccecge aacgagegea acceetgtee tttgttgeca geacgtaatg gtgggaactce
1081 aagggagact gccggtgata aaccggagga aggtggggat gacgtcaagt catcatggec
1141 cttacggcca gggetacaca cgtgetacaa tggegegtac agagggetge aagetagega
1201 tagtgagcga atcccaaaaa gegegtegta gtceggateg gagtetgeaa ctecgactecg
1261 tgaagtcgga atcgctagta atcgcgaate agaatgtcge ggtgaatacg ttcccgggec
1321 ttgtacacac cgccegteac accatgggag tgggttgcta ccagaagtag atagettaac

1381 cttcgggagg gegtctatag gggatag
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Abstract:

In order to investigate the effect of ethanol extracts of garlic (Allium sativum) and Zataria multiflora on
Aeromonas hydrophila bacteria Persian sturgeon (Acipenser persicus)took the kids to the isolation and
identification of bacteria , the minimal inhibitory concentration (MIC) and minimal bactericidal concentration
(MBC) of bacteria Aeromonas hydrophila by garlic (Allium sativum) and Zataria multiflora hydroalchoholic
extracts to determine the lethal concentrations of hydroalchoholic extracts of garlic (Allium sativum) and Zataria
multiflora hydroalchoholic extracts on Persian sturgeon (Acipenser persicus)children , and also to evaluate the
efficacy and determine the effective doses of the bacterium Aeromonas hydrophila extracts of in vitro and in
vivo were measured.Due to the absence of the Aeromonas hydrophila identification by molecular country in the
study of bacteria isolated from sturgeon disease is suspected after detection by screening DNA extraction and
molecular By toward action and results by NSBI Aeromonas hydrophila bacteria and Authentication Code NSBI
was recorded in Gen Bank JX987090 . Based on studies done in vitro (in vitro) in this study, the minimum
inhibitory concentrations (MIC) Aeromonas hydrophila bacteria by extracts of garlic and thyme and arrange 1
mg/ml, 0.25mg/ml and the minimum bactericidal concentration (MBC) of bacteria Aeromonas hydrophila by the
extracts, respectively , and 2mg/ml, 0.5mg/ml.

Study on lethal concentration (LCs) of Zataria multiflora hydroalchoholic extract on fingerlings of Persian
sturgeon showed that during 96h and 1h, the LCs, was 766.65 and 9933.44 mg/L, respectively. Also, LCs; of
garlic extract during 96h and 1h was 1279.97 and 12624.08 mg/L, respectively. Investigation on white blood
cells (WBC) showed significant difference in lymphocyte and neutrophil numbers in different treatments
(P<0.05). But, there was no significant difference in monocyte and eosinophil numbers in different treatments
(P>0.05).

In this study, concentrations ranging from 400 to 1,000 mg/ml of hydroalchoholic extracts of Zataria multfor
treating Persian sturgeon (Acipenser persicus) infected with the Aeromonas hydrophila by intraperitoneal
injection were determined. Based on the results of the concentration of the extract to 800 mg/ml during shower
hour was determined . Assay to determine the concentration of garlic extract on the bacteria in the Persian
sturgeon (Acipenser persicus)concentration range of 600 to 1200 mg/ml determine the effective concentration of
extract equivalent to 1,000 mg/ml during shower hour was calculated.

Study on the pictures taken out from sections of gill, liver and kidny of Persian sturgeon fingerlings (Acipenser
persicus) showed that in different doses of garlic (Allium sativum) and Zataria multiflora hydroalchoholic
extracts the teretment grups were examined and some microscopic damages observed. They are hyperemia,
adhesion in the gill filaments, cell necrosis, melanin pigments in gill primary filaments, cloudy swelling of
hepatocytes, liver necrosis, hyperemia and increase in melanin pigments and melano macrophage centers in
liver, glomerular changes such as congestion and blocked the dilation of Bowman's space , bleeding, cell
necrosis , cloudy swelling of the in kidny.
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