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Screening and efficacy of endophytic bacteria for control root and stem rot
of durian caused by Phytophthora palmivora in greenhouse conditions
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ABSTRACT: The root and stem disease of durian caused by Phytophthora palmivora is a serious agent that infects
root and stem, leaves and fruit reducing yield loss. This research aimed to select the endophytic bacteria for their
control root and stem rot of durian in laboratory and greenhouse conditions. The samples of root and stem disease
were collected from root and soil in durian plantations. Whereas, endophytic bacteria were collected from leaves
of healthy durian at Changklang District, Nakhon Si Thammarat Province. The results showed 3 isolates of
Phytophthora and 14 isolates of endophytic bacteria were found. While, 4 isolates of endophytic bacteria, BS003,
BS013, BS011 and BS006 show high efficacy in inhibition P. palmivora obtained 68.60, 66.50, 65.20 and 62.90%,
respectively. The efficacy of 50 ml/tree cell suspensions of antagonistic endophytic bacteria for controlling root and
stem rot of durian in greenhouse conditions showed highly effective. The use of B. subtilis BS013, disease incidence
(9DI) was the least obtained 6.20%. Use of Bacillus BS006, the disease severity index (%DSI) showed the lowest
obtained 0.75% and use of Bacillus BS011, the total populations of bacteria after 30 days inoculated were high
obtained 1.21 x 10’ cfu/g soil.
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ABnsAne
n1susnide Phytophthora anwmglsannuasiauniEeu
\AudegnsfiusarsnySsunndunSeuiidulsasnuaglaunin lasguiudiogialsn $1uau 10 0819 oo 1
wUas $1u7u 3 ulas MnudamSeuvennuning sunetnanats Sminunsesssuny wendeluiesufoinislaeds sol
ditution plate uaziimsusniSonnidaiefiviiulan (tissue transplanting) Uue1ms PDA isndeliuigquiuueims
e V8 finaus1UiTaug (Kongtragoul, 2021) viaaaunisielsavuluydeu Suunviadoanalsasnuagiauin
Tnglddnwauenedugiuing wagdeiieg1elunsiadinseiaiduilondlelng (ITS rDNA) s AudWugIAINTTLLAL
walulad¥in1murann@ (Biotech)
udeghauazuenidouuaiiFeieulalud
WiusegslunisuunAnnulamisauretnunsns eunet1enan JminuasASsITNTIY Lavuenuuaiisoeu
Talolvi FAudasmiunssudsues Qian et al. (2021) Aaluydoududurun 4 x 4 w3 §resindevinafiafsaasiuih
(sodium hypochlorite) Wud 10% 1w 3 Wil waztenuea 70% Wunan 1w aadasinduiiseinge 3 ads duli
wits Fasreene 10 ndu Talulndsisnunissinge ualasBen (fudn 1-2 ven) Feasdeasazanslafounaslse
(NaCl) anuidiudu 0.85% thansavateiideansld (107 - 107) Usums 0.1 wa. ¥luinde (spread) Uwems NA (Zubir
et al,, 2019) Vnflgaungfivios (28-32 °C) WHunian 2 fu iivlalafifies 9 uonidoliuians 2-3 ads ilevlunasouly
funoudald
nasauUsyninmvesuuaiiFeeulaluisenissiuds We P. palmivora 2682 #2833 dual culture
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e P. palmivora 2682 l#¥uamueyasiziaingudeninuis Ssunmstuduaeiugseduluans uasvaaey
arwannsolumadudenelsamnuarlauimFou wuiwiliAnlseedsguusuarsni naaeufeds dual culture
Nadeliiieninvouatu 2 wu. ey 48 vu. TaieuvadiFetoulslulvifiony 48 wu. Tusuwmismsstudmg vihsanveu
Bndu 2 au. MauRuMIVIAaBILUUdNANYIal (completely randomized design; CRD) $1uau 4 61 UsiliTlgamgiivies (28-
32 90) Savunpmasirilaladidoamalugaauauuazyameaey furnn1sduanisiasey (percent inhibition of radial
growth; PIRG) 91ngms 1asiduinisdudaniaaiy = Rl - R2/R1 x 100 iile R1 = fedvedolugnaiunu uaz R2 =
SaflveadeianssauiuuuafiSeuiing (Kim et al, 2021) ﬁ’mﬁamwﬂﬁL'%EJLauimivmﬁﬁﬁiz%w%mwqauazmmmé’ugﬂ
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waznALULABYIN WA
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doadouuaiiFeioulalvivueims NA figumgiivies iunan 24 wu. dramenouwadsg 0.85% NaCl Usudn
gAnduuas (OD) AMue1IAaY 600 nm TrldAwintu 0.2 w3e 10° cfu/ml uslugidwduszeziian 2 wu. Wonszdunns
wigrende douhluldvaaeusudundnieuiusnueunes 01y 6 wou 1938nsfasnuagsadisadesisaieon
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Autdulefiadyuuemstu (mycelial plug) vurmduRIUALSNaN 5 1. §1191 5 Fu/du iierinyszansnmlunisdh
yhansvendenelsn Mavinuseulaufuiisnaasy ndeintu 2 Yu sevinalrudiudeeaduruaesuuaiizeeuln
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JEAUAMUTULTIVDINTTAINLSA (disease severity score) wUadu 6 s¥6U (0-5 scales) 0 = lalifinlsa, seAU 1 =
10.1-10% d1lusae 2-4 1y, 58U 2 = 10.1-20% Tus3e 11An31 5 Ty, sghU 3 = 20.1-30% Tusas wnnndt 10y, seeu 4 =
30.1-60 SHmAUTIHY, 588U 5 = > 0.1 Budune duanduiiniafalan (disease severity index; %DSI) 31NgAT [S(A x
BY/N x K] x 100 1ila A A1 isﬁummgw,msuaﬂsma?{a f65uU 01234 uay 5, B SwIuiiefuanie1ns, N e
Sruaufinitanun, K fo sedulsagedn (faudasain Kim et al, 2021) asatuusinandouuaiiiofounlufiuugniy
yiFou ndan1snaaeulsn 30 Tu #2838113 soil dilution plate Tnsiiaanwinegsfudistinndusinige (10 107) ga
a1sazay U3ums 0.1 wa. laluaiuemns NA indslhidenszasasiave vulifigumndvies iuna 2 Yu asratu

lalatiuupiliienusing

NANISANY
nsueNWe Phytophthora spp. wazn1sgaulsa

nan1swende Phytophthora spp. aglsnsnuazlauiniseuy wuidle Phytophthora vianun 3 lelwian
&uA PhOO1, Ph002 uaz Ph003 Snvanuide Pythium spp. wazidie Fusarium spp. dadudenelsaluaurilfiaalse
snuavlauih wavlsanisziuiuvesiisnarseiin $1uunde Phytophthora Mg uinegn WuILTe Phytophthora
i1 3 lolwan fdnwarlalafivuewnsdsatounnsaiu Tasfiloluan Phoot laladfidun wulew 13guuoimsides
Wonauiudutudousuedraiulddn asreavesusaie (sporangia) une1wis va anelu 72 wu. lelaian Ph002
Taladuweomsidsadeddvnsou ulouie Usvauldudu warleluian Phoo3 Taladdwrudu iduleUsvaiuees
vl (Figure 1) lesuunvdadonisasiadiduianalolng (ITS (DNA) nuia 3 lolean 1udia Phytophthora

Weovhnisnaaeunisnelsauuluyiseu wuinlunewineinisunalngd adieunfeuain wuieatunsnageunieLie

P. palmivora 2682 (Figure 2)

Figure 1 Colony and sporangia of Phytophthora Ph001 (a); Ph002 (b); Ph003 (c) and P. palmivora 2682 (d) on

PDA under compound microscope at 40x.
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(a) (b) (d)

Figure 2 The disease symptoms on the leaves of durian after inoculated with Phytophthora Ph001 (a);
Phytophthora Ph002 (b); Phytophthora Ph003 (c) and P. palmivora 2682 (d) at 72 h.

msuenidenuaiiSeeulnlnivaznageulssansnmussuuaiiSaeulaliiisensiudade P. palmivora 2682 #2853
dual culture

Naﬂ’liLLEJﬂL%EJLL'UﬂﬁL%‘EJL@uIﬂiWﬁmﬂIU‘nL%‘Eluwuﬂzﬂﬁmﬂ 14 Tolytan wuin 4 telatan lawn BS003, BSO13, BSO11
waz BS006 %aﬂszﬁw%qua muﬁaé’ue?gmﬁw%iymau%a P. palmivora 2682 léegnsawiiowmasn 4 dUansi Uszangam
AN5EUS T Wi 68.60, 66.50, 65.20 WAy 62.90% MESU (Table 1) (Figure 3) Lﬁaai’wLLuﬂaﬂ%ﬁé’ammﬁﬂmﬂmaqa

(165 DNA) wuin WenuaiiSeeulaliviva 4 leluian agludila Bacillus Tnedi BS003 way BS006 Wulde Bacillus subtilis

¥
=1

fanuwiouvesduiandlolng 99.78% luvnzilelaian BS011 Wuidle Bacillus velezensis wazlolwian BS013 Wuide

Bacillus siamensis ianuwidlauvesainuilndlabng 99.93% auainu
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Table 1 The inhibitory effect of endophytic bacteria in vitro on the mycelium growth of P. palmivora 2682

Inhibition (%)

Isolates
1 week 2 weeks 3 weeks 4 weeks

Control 0.00+0.00"¢ 0.00+0.00° 0.00+0.00° 0.00+0.00°
BS001 1.50+0.00° 0.00+0.00° 0.00+0.00¢ 0.00+0.00¢
BS002 78.50+2.007¢ 74.40+2.10° 71.20+3.20% 61.60+4.20°
BS003 77.30+1.50°*9  74.80+2.10° 72.40+3.40° 68.60+4.90°
BS004 23.20+6.30" 0.00+0.00° 0.00+0.00¢ 0.00+0.00¢
BS005 31.90+4.30° 0.00+0.00° 0.00+0.00¢ 0.00+0.00¢
BS006 77.10+1.30%°9  76.10+0.60° 71.70+1.90° 62.90+1.90%
BS007 74.60+1.90¢ 70.00+3.00° 66.90+3.20° 61.80+1.70°
BS008 75.50+1.50 67.00+3.30° 34.10+4.20° 26.10+6.50°
BS009 4.80+0.00° 0.00+0.00° 0.00+0.00¢ 0.00+0.00¢
BS010 77.00+£1.20°°9  68.90+3.20° 63.50+3.70° 59.20+1.30°
BSO11 79.50+1.20%° 74.80+1.60° 73.50+2.40° 65.20+2.80°
BS012 75.50+1.10 73.20+1.40° 69.60+5.40%° 61.50+4.50°
BS013 80.30+1.70° 75.70+2.70° 72.00+2.50° 66.50+2.10%°
BSO14 76.40+1.40° 73.90+2.50° 70.50+4.00% 31.00+3.90¢
C.V. (%) 27.17 20.59 22.96 22.75

Y = Means in a same column followed by the different letters are significant different by Duncan (P<0.01)

**= Significantly different (P<0.01)
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>

Figure 3 Inhibition effect of endophytic bacteria on mycelial growth of P. palmivora 2682 based on dual culture
method at 7 days after tested on PDA.

Uszansnmeasuuaiiieeulalvisenisaiuaulsasnuazlaunivawiteuluanmlsaiounaaas
nan1sAnsUsyansnmendeuuaiiseieulaliyi Bacillus e 4 lelewan wWisuiieuifu B, subtilis Asmminglu
Vieamann waranseduuulaey nuanuuanamsaifegditddnyd (P<0.01) Tnenssuisnasld Bacillus BSO13 vilw
FuniBeuiinlsatosiian WAy 6.20% sosawmn Ae msld Bacillus BSO11 way Bacillus BS006 msiialsawiniu 6.88 uaz
7.50% snuansiu lurarfinnssngne B. subtilis iswngluiiasmann, asiafiuiuleey, Bacillus BS003 UATYAAIUAL (i

ndugiNEe) MtAnlsAWInTU 13.55, 14.28, 14.49 uag 32.17% aud sy (Table 2)

'
d

\dofinrsanduiniaiinlsa nuinnssudsnnsld Bacillus BS006 fvianusunssvedsavasiigawiidu 0.75%
5998931 AB NTSUATNNSIY Bacillus BSO11, Bacillus BS013 wag Bacillus BS003 faiin1siinlsa windu 1.38, 2.62 way
2.89% luvnuziide B. subtilis iswinelutiesnann, ansiadusnlaiy, Bacillus BS003 wasynmuax (thnduilssiide) wu
AYllANLTULTIVRILIA WU 2.70, 2.86, 2.89 way 11.84% fuaeiU dlonmatusnusznsdenuaiiFesalufunds
nsmagey 30 Ju wudh nssudsmsld Bacillus BSO11 Suiusransidegean Wity 1.21 x 107 cfu/g soll So%amnie

N3NNI Bacillus BS006 1uauUsensiiswuaitse windu 1.09 x 107 cfu/g soil (Table 2)
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Table 2 Potential of endophytic bacteria for control root and stem rot of durian under greenhouse conditions

Disease
Disease Severity Index Colony Forming Unit
Treatments Incidence
(%Dsl) ¥ (cfu/g soil) V

(%DI) ¥
Bacillus BS003 14.49+0.00° 2.89° 5.25 x 10*
Bacillus BS006 7.50+0.08° 0.75 1.09 x 107
Bacillus BS011 6.88+0.01° 1.38° 1.21x 10™
Bacillus BS013 6.20+0.01° 2.62° 5.65 x 10>
B. subtilis 13.55+0.05¢ 2.70° 6.38 x 10°°
Mancozeb 14.28+0.01¢ 2.86° 5.20 x 10°
Control (Distilled water) 32.17+0.01° 11.84° 3.15 x 10%
Control check (Healthy plant) 0+0.00" 0.00°% 4.38 x 10*
CV. (%) 0.28 0.60 1.29
F‘test *% *% *%

Y = Means in a same column followed by the different letters are significant different by Duncan (P<0.01)

**= Significantly different (P<0.01)

50l

o Phytophthora spp. ‘17|"LLEm"LéfmﬂﬁuLLaziunL%'aquﬁuﬁé’ﬁma%mma FTuATASSIINIIY WUt 3
lolwian defidnwairlelatumnieiu winnlolmanannadelsafulundeu nelu 72 Slumdmsgnide Wwudeitude
P. palmivora 2682 G'TiﬂLfJuFgamsﬂ’uﬁ:m%’maﬂumimaaaﬂ%u’af? o P. palmivora Juedidivilmanlsasnuazlaui
vowFoudmunismenululssnalne @dldad, 2561) edrdlsimumnienunsidenuin Wenelsamnuagiauiives
n3euiiieanidenguadnesinansalidd Idun Yo Phytophthora 1 P. palmivora, P. nicotianae, P. cinnamomi uag
L%a Pythium WU P. cucurbitacearum, P. vexan way P. delicense (Kongtragoul et al., 2021; Suksiri et al., 2018) WJusu

wuaiStewlaluyt Bacillus spp. AUstlevdlunismvaulsaiisuavdngniuildnusiudunisudnfisnaievin
MnuansAny U wuafiFeoulalwiiuenanluyEeuilbidulsauandusunGouiniusdsuunn nans@nvinu
wame 14 lelowan TnsuuaiiSoeulaliifenldfivssansamlunstiudsnsiesaueads Phytophthora spp. wansneiu
Tneflualfunisdududonelsranainuszeviaiiudu Weasusvezinamedeu 4 §Uavi wudn wuailGeieulal
17w 7 lelewan ussaniamdududedelsaldunnit 60% lnsuuaiFeieulalusisuiu 4 leluanfigndmdonunld
nagouluanlsadey wuhillszavsnmlunséudade p. palmivora 2682 Aoutnege aglutie 62.90-66.50% Turaueil
wuAfieioulalusi $1uau 3 leluan fussavsnnlunisdudade P, palmivora 2682 aglutag 26.10-59.20% upNANTE
wudmuafiSeiewlaliy $1uau 4 lelwan fuszansamlunissudade . palmivora 2682 \iles 1 dUniusnuenis
NAgEOU Iﬂamiﬁugﬂagﬂmm 1.50-31.90% nsAnwaenndasiunisAnyves Anjarsari et al. (2021) 57897471 WUATILSY
oulalwst Bacillus $1uau 5 Telaandidmdentdainlulnld dussansamlunisdudade p. palmivora Tne Bacillus
loleian Bal2k2 anwnsadudsnnaiyvonduledorelsngsan 619% lurmedl Zubir et al. (2019) :ee1uInaulnluly
wuaiise 4 leluan laun B, amyloliquefaciens, Pantoea agglomerans, B. pumilus ez B. subtilis mmsaé’ug’qmm?ag

vouduley P. palmivora Ia e B. subtilis aunsadudsduletenslsngean 41.20 uy. Tuveszdi ElSayed et al. (2018)
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10 wuaTiaielalusd 12 3% Fuenldainsn drdu uarlu Smilax sp. fUszavsnmiudade Phytophthora aghs
fiuszansam snmamsinuedsiilddadenuuadiSeroulalns $1uau 4 lelaian léun BS003, BS006, BSOL11 way BSO13
Tnsfinnsananuszansamlumssudaninaiguendulodenelsadsfidesidudnnadudage deuddunnid 1 - 4 uaz
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Bacillus Tneiilelaian BS003 waz BS006 iluite 8. subtilis lolwian BSO11 1iuide B. velezensis waglolwian BSO13 1y
L%a B. siamensis

msAnwiiaenndosiunsfnuues Kim et al. (2021) s1891u B. velezensis AFB2-2 Siuszansanlunisduds
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T B, subtilis SUszAvsamlunsmuANTe P. infestans amglaalulvsivssiusds SnvtevhlunSsdinandniiiuty
uaﬂmﬂﬁé’qwuiwﬁa B. velezensis mmmgugﬂiiﬂﬁﬂﬂﬂunﬁl,ﬁmﬁnﬂL‘?}Ia Rosellinia necatrix (Sawant et al., 2022) wazlsa
wauunsnluaesnsn (Shin et al,, 2021) Tuaauedl B. siamensis mmmé’ug’aﬁa Fusarium oxysporum f.sp. cucumerinum
mmqhmﬁ'aﬂuum (Zhou et al,, 2022) NSUIBINITAYAT LAY UAT hazAue (2556) S189MU3UATILSE B. subtilis @18
tug 5102 fussavsamluniseuaslsannuaglauniemdsuiiinainde P, palmivora Wiin1sldiasust 8. subtilis

Tnanisanidenduniseuusanidulse uasmaeTadue 8. subtilis aeiug 5102 91w 4 a%s saudunisdndasiue

'
a °

ddumFeudun 1 ads liusedidulsaurias ieieunsdmmeidulng yednimesla
\ofinnsanmismuaulsasnuazlauinvewiou Mowaduvuassuuaiioieulaliiluanimlsaieu wui
wuaiisetaulalnsl 31u3u 3 lelwian Ae B. subtilis BS006, B. velezensis BSO11 wag B. siamensis BS013 fiUssAnsnngs
lun1sarunulsasnuazlauiiives)iseu nsiinlsaegludag 6.20 - 7.50% uazavianusuusivedlsnagluyie 0.75 -
2.62% BaUszAnsamAninsliTadust 8. subtilis fisminglurieanatn werarseduuulawy Sansinlsrvedunidou
WU 14.55 waw 14.28% sundy egslsfiniu nssudsnisld B subtilis BS003 Sududediiussansningslunissuda
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Y

Y
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fiwody (Preecha et al., 2018) 1usiu

demmatuiiulszrnadeuvafiFooulaliirmualufudinimeaey nuinssuisnsld 8 velezensis
BSO11 uag B. subtilis BSO06 fUsnaiteuuaiiugeuasiiongeniuiu wdmagou 30 Fu Ussrinsuuaiidesiu whity 1.21
wag 1.09 x 10’ cfu/g soil @9AAABIAUIILINUNITITEUDI Emmanuel and Babalola (2020) 5184771 B. subtilis, B.
velezensis Waz B. siamensis \Junauiuaiideufindfiiunlitestufdalseiy deduaiunmaaiyfulnvesia uay
ausaisstisludanndouldonu wwafidoioulali Bacilus FuenldFanmsfnuidduaeiugiosiu Swunse
Usumlmdriuaanndeuldd uaranmsomsadinldun egndlsimuuinuidersiuanauiiossesnauniu aenndes

fun1sfnwves nils (2557) s1891u38e Bacillus sp. BSN301 Tuleunsnvetengnisiiusnwideiiniuaiuisalunis

o
o o
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