Supplementary Material

Supplementary Table
Table S1. Assimilation of substrates commonly used for PHA production in 37 Burkholderia sensu lato type and representative strains.

Substrate assimilation Reference

Strain

Sa¢ Man Glu Fru Xyl Ara GIn Gly
Burkholderia cepacia ATCC 254167 + + + + + + + + [1]
Burkholderia contaminans MS14 nr nr nr nr nr nr nr nr -
Burkholderia cenocepacia J2315 + + + nr + nr nr nr [2]
Burkholderia stabilis ATCC BAA-677 - + + nr nr + nr nr [3]
Burkholderia pyrrocinia DSM 106857 + nr nr + nr + nr nr [4]
Burkholderia vietnamiensis LMG 109297 + + + + + nr + [5]
Burkholderia ambifaria AMMDT nr + + nr + + + nr [6]
Burkholderia stagnalis LMG 28156" + + nr nr + nr nr [7]
Burkholderia multivorans ATCC 17616 - + + + + + - + [2,8]
Burkholderia thailandensis E2647T nr nr nr nr nr + nr + [9,10]
Burkholderia mallei ATCC 233447 + + + - - - + + [5,9,11]
Burkholderia glumae LMG 21967 + + + + + - [1]
Burkholderia plantarii ATCC 43733T - + + + + + nr + [1]
Paraburkholderia graminis PHS1 + nr nr + nr + nr nr [4]
Paraburkholderia caledonica PHRS4 - nr + + + + nr nr [6]
Paraburkholderia aromaticivorans BN5T + + + + nr + + + [12]
Paraburkholderia xenovorans LB400T - + + + + - + nr [13]
Paraburkholderia phytofirmans PsJNT + nr + + nr nr nr [14]
Paraburkholderia fungorum ATCC BAA-463T - nr + + + + nr nr [6]



Paraburkholderia caffeinilytica CF1T - - - + + + - + [15]
Paraburkholderia sprentiae WSM50057 nr + + nr nr + + nr [13]
Paraburkholderia megapolitana LMG 23650T + + + nr nr + + nr [8,13]
Paraburkholderia terrae DSM 178047 - + + nr nr + + nr [16]
Paraburkholderia hospita DSM 17164" - + + nr - + + nr [13]
Paraburkholderia phymatum STM 8157 nr + + nr nr + + nr [13]
Paraburkholderia sacchari LMG 194507 + + + + + + + + [4]
Paraburkholderia tropica LMG 222747 - + + + + [13]
Caballeronia sordidicola LMG 22029 - + + - nr + + - [17]
Caballeronia udeis LMG 271347 - + + + nr + + - [17]
Caballeronia glathei LMG:14190" - + + nr + + - [17]
Caballeronia insecticola RPE64T nr + + nr nr + + nr [18]
Caballeronia cordobensis LMG 276207 - + nr nr nr nr + nr [19]
Caballeronia grimmiae LMG 275807 nr + + nr nr + + nr [13]
Trinickia caryophylli LMG 21557 + - + + nr + [1]
Trinickia symbiotica JPY-345" nr + + + nr + nr nr [20]
Moycetohabitans rhizoxinica HKI 4547 nr nr - nr nr nr nr + [20]
Robbsia andropogonis LMG 21297 - + nr + nr + nr nr [21]

Substrates claimed to be assimilated (+) or not (-) and those not found in literature (not reported: nr). Scr: sucrose; Man: mannitol; Glu: D-glucose; Fru:
D-fructose; Xyl: D-Xylose; Ara: L-Arabinose; Gln: Gluconate; Gly: glycerol.
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Supplementary Figure 1. Phylogenetic tree for PhaC of representative Burkholderia sensu lato species. The phylogenetic tree
was obtained by the neighbor joining method using MEGA-X software based on sequence alignments calculated by
CLUSTALW. PhaC sequences were retrieved from IMG/M database considering similarity by the chance expectation

values and scores of BLAST probing. Confidence in phylogenetic inference was assessed using non-parametric

bootstrap resampling.
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T-recator AT6—PRaCT voge v VIIoLGPESST TWODY TERAR e i B . A (GOR TP GPTCAYLHTITLGRE LKVPGKLTVGGVPVOLAS TV TY 17GSRE STALLANKLRF VLGASORTGV]
C. necator 16 PhaC2 velc invy[fioLopessL |EHAA IRAIE GOT | ISTALAVLAARI LANF S NDLVWNYVVONY LKONTPVPFO- GDATHLPGPIYGHYLRHT| L QDELIKVPGKLTVCNAPVOLGKIDVPTY YGSRE sTALLKNKLRFvLoASoR I Rov §
A coulnedars - hact el oL TeersL ool NPOARL PAALDAVEKATGEHOANT I GRVGGTLLAVTLAYMART wAOF HBISNOL 1P Y VVINY LKGKQPFPFO. RNCYLONN AK- GLAE 1 TIPVYSLATRE caoLLoGPVRF vLAGSOR I Rovy
Romelitoll  PhaCl cooiice vIfloL NP wummmsl | wslengEase v ve s saee Lpro- ADS TRMAAANHAF YLRNCYLRNALTO. NEW  LOGKR | SLKDVK 1P| YNLATRE GSRFFcokVEF WTosoR 1w
Retli_Phac1 colink LNrEKsFlwavnoooYvFv\szPnERnAsxwznmEmonLn||snA105nEst\ /GOTLLAATLALHAAE ursBEASE L v v Vi LO00PLPFD. (SDS TRUP AANHSF YLRNCHLENRLSK. OEMVLAGRRVSLGDVK IP | YNLATKERMIIA- PAKSVFL. - - . . . .0SSSFGOKVTFVLS0SORIMov:
8 contaminans 170816 Phac2 vrio e v flloLorENs LVAKALSNGHOVE L L LOBVOOTMLATALAVLAAR] £ANE S NOLVANY VVONYLKGRTPAPFD- SDS TSLPOPMYAWY LRNTHLENKLREPOALTVCOESVDLTL IDVPTF I YOSRESMIRY. PWOTAYA- STS 1LSOPLKFVL
-pacia 2315 115F [JIOLOPENS LVAHALSNGHOVF L L LORVGOTULATALAVLARS FANYFSEELPNOLVIWNYVVONYLKORTPAPFO- [LENKLREPOALTVCOESVOLSL IOVPTF | YOSREGHI. PWOTAYA. -
8 thailandensis €264 1nkF Y]IBOLOPENS LVAHALSCOHOVF L TWODY I DEGLLAA ocmuuuvuul | Faesi@ienoswnvvvonyLkorTe aPO- [LENKLREPDALTVCGEPVDLSR IDVPTF | YGSRE G- PROTAYE - - - -
novorar I YIIOLOPENSLVAHOLDSOHOVE L | WRNADOS | AHKTWOOY 1 GEOVLTAIETVAK | SOREQ INTLOMIVGOTMLATALAVAAAR FANYFSEEPNOLVWNYVVD YLKORTPVPFO- [LENRLREPOAVTTCOEPVDLSK IOVPTF | YOSRESHI. PWOTAYA. - - -
N - P. monticola JC2948 4 119y Y[IIOLOPENSLVAHGLDSGHOVF L | SWRADQS | AHKTWODY | GDGVLAA | DTVRK | SOREQ | NTLOGBI GOT | LATALAVAAAR] £ ANYFSEELPNDLVIWNYVVONYLKORTPVPFO- (LENKLREPOALTTCOEPVDLSK IDVPTF | YOSRESHIAY. PWOTAYA.
P s . terroe DSM 17 1Y fDLOPENSLVAWAVESGHOVYL I ENADOS | AEKGAODY 1 G00VLAAIETTRO I SGREQINTL ORI GTLLATALAVASAT | EAE SR o vvon LoRTPPFD- [LENKLREPOALTTCOEKVOLTR IOVPTF | YOSRESHIN. PYETAY.
S Wl 7 cayoehyii MG 2155 ncrvfipLoressLvANLL AKTWODY | EE POl coTuI ARALAVLARS £ ANGF S NOLVANYVVONYLKORTPAPFO- LENRMREP OALTVCOEP LOLSR IOVP TF LYGSR PRRTAYA-
S T. symbiotica JPY 454 iyl s: IGGYHLASALAILAARI l F AN SIPNDLVANYVVDNYLKGRTPVPFO- [LENRVREPGALTVCGEP LOLSR IDVP TF | YGSRE]
P. sacchari LMG 194502 1y VAVALEOOMVFLVMNWASIANxcwwv|sEovuA|Evvns|soR/Eo|NrL /GOTLLATALAVAAAR £ ANGF S P NDLVWWNYVVONYLKORTP AAFO- [LENKLREPOALTVCOEEVOLSR IDVPTF | YOSRE}
C.udeis MG 27134 1] LorsovaANA HKTWODY 1DEG | GOTLLATALAVLAAR £ ANYF SRELP DL VIWNYVVDNY LKORTPOAFD- [LENRLRNPODVTTCOEKVDLSL IDVPTF LYGSRE!
P. sacchari LMG 19450 1] LART OOV TA ToADVNTVOROOTLLSSALAVTRAR] | Lol oBEANDL WIPYWRNYLKOKTPSAF- [LENNLRVP OKLSHCOVPVDLOR IDAPAYVLATOI
R andropogonis LMG 2129 I YIIOLOOKNSLVRILCOAGHPVE LVOVCNPODRLAGATWOOYY- RAVLYAIDAAAAI AOTPOVOAMCHR GOALLACARALDOAC FSnyrSBELPKELHAHYVOONYMLOAMPPAFD- {LNNRLRERDGLRVCNMPVDLRA I TVPTF VYGOSR
M. thixorzinica HK1454 _PhaC1 vellc 1nk YIlIOLOPONS LVRYALDOGHPVF L1 SWRNADAS | AHKTWODY | ADGVLAA| DVTRD | TOREO!NTLOBVGGTLLATALAVRAAR) £ ANgF S PNOLVIWNYVVONYLKORTPAPLO- (SDSTNLPGPMYARYLRETH/LENRLRVPGOVTVCOEPVDLTOLDVPTF | YGSR ifov)
a P. monticola JC2948  PhaC3 vefcvive vfoL LEEGYSVFL TWODYL TLAI TGADOVNTLORBVGOTHLASALAVLAAR) LAFF OSEANEL W YVAGNYLOGOTPPAFD. - - - LLYRNSDATNLP GPMYTWLLRHO{JL ONE LCHPKLSVCOAP FDLGKTNTP AYVLATE ifov
o Do ime s vl o coruissaamma] | Lo AOTTNLP P SNYL AMLENNLRVR KL TUCOTP VDL | M 1L LATOE 1
terrae DSM 17804 _PhaC4 veivviuyvifloL SPEVSLVRYLVSKOF TVFL | SWRN 1 TP ALRKLTWODYVDTGVLOA | DVVRKCI FKCOOINTVORSI GOALLCSALAVRAAE LTules TOE SNLP GPMF AWYLRHC{] | ENKLVEP OGLTHLOTSVDLRQ | GLPTYVF ARSE} 2 for
T taros TR 170D Phatd v bRt o et v LA e Y EneaL Ge Lot oGy Lbaoh AL VATt Corur L e oS LAY o] Corjr IADS TNLPGPHY ANYMRNMI[LENNLCY - 0O 1 YFODE AWGVRYLV IDTOSWTTE Pvsvonrm_Awpvsno»(vmnnwsul. Vi
> - . 3 T
T. canvophyli Y513 PhaC1 vPigo | NKF YIOLSPEKSUARF CLRSNVGTF IVSWRNP TKAOREWGLSTY | -DALKEAVDAVLAI TGCKDLNMLOESG0 1 TCTALLGHYAAL] waKlr ARBEPNDL IWNYWVIIY L LONEPPVSOD. INDTTRLP AAFHGDL | - EMGKNNP LTRADALEVCOTP | DLKKVTSDI YNVAGTA SAQLFGONVEF VLS
X PhaC2 VPRo! Nk YIOLSPEKSLARFCLRSQOQTF | | SWRNPTKAGREWOLSTY | - DALKEAVDAVLS | TOSKDLNMLORBSGO | TCTALVGHYAA LY Akl AREEPNOL IWNYWYNINYLLGNEPPVFD- INDTTRLP AAFHGDL | - EMGKSNPLTRPDALEVCGTA | DLKQVKCDI YSLAGT SAHLFGOK IEFVL
P. ceruginosa  PhaC2 VP[0 INKF YJIIOLSPDKSLARFCLRNGVOTF | VSWRNP TKSOREWGLTTY | - EALKEA | EVVLS | TGSKDLNLLC GGITYAYLVSHVVASI I MAKNF AQEEEPNDL IWNYWVNINY LLGNOPP AFD- INDTTRLP AALHGEF V- EL[JKSNP LNRPGALEVSGTP | DLKQVTCDF YCVAGLI SARLLGOKCEF I LSNSGRII S |
P. fluorescens  PhaC2 vPigo | Nk Y[JHOLSP ANSF VOYALKNRLOTF MYSWRNPOVRHREWGLS TYV- AALEEALNVCRA | TOAREVNLUORBAGGLT | AALGGHLOAKI kil AREEPNOL IWNYWINNYLLGKEPPAFD- INONTRLP AALHGDLL - OF kHNP LSHPGOLEVCOTP | DLOKVTVDSF SVAG N STOLLGGERRF VLSNSOR IS |
= P. oleovorans  PhaC1 veo 11k YERIOLSS TNSF VOYMLKNOLOVF MVSWRNPOPRHREWOLSS V- OALEE ALNACRS | SGNROPNLMORBAGOL THAALQGHLOAK varlle (ADSTRLP AALHGDLL . OF KLNP L THP AGLEVCGTP | DLOKVELDSF TVAGSN SALLLGODRRF VLANSOR I BS |
& P putida_PhaC2 vego 1k YlIOLS ATNS FYOYMLKS OLOVF MVSWRNPOPRHRENOLSS YV - OALEE ALNACRS | SONROPNLUORBAGOL TMAALOGHLOAK] vaRfle IADS TRLP AALHODLL - EF GKLIPLTYASGLEVCGTP | DLOGYN DSF TVAGSH SALLLGGERRF VLANSOR I Bs |
S aryopiT T DF | [RARPTARAAGLE VCG TP TOTORVTLDSFT STCCTOOERRFTLANSOR TS
P. aeruginosa  PhaC1 vPio INKYY| KNNL STYV-EAL AGREAGOLTVAALLGHLOVR| I MAK] INDNTRLP AAFHOE LL - DLIgKHNP LTRPGALEVSGTAVDLGKVA | DSFHVAG I T SALLLGOORRF I L
< C udls (MG27134  PhaCl Vel 10 YUHOL SEGKS 1 VOY LVKSET OVF VNN TARGSHMOLOTYV- AALLE AVAAVRD | ToS0DVNLHORBSOANT 1 SALLOHLASH o INDATRLP AAMHGOLL - D1 STGNLF SKPRALTVLOTP | DLSEVTCOKYVVAOMT} flo
P.terrae DSM 17804T  PhaC6 VP01 K YWIOLSEGKS | VOYLVKNEF TFVVSWRNPTAEGSHADLOTYV- AALLEA| A IRE | TOSODVNLHOMBSAMT | SALLOHLASRY o INDATRLPARMHGOLL - D1 STGNLF SKPRALTVLOTP | DLSEVKCOTYVVAOMT} TARIFOOETRFVLSSACH I BsL
2 P.monticola IC29484  PhaC2 Vi INcFYRDLSEGKS I VDYLVKIELOVF VVSWRIP TARGSHIDLOTYV- SALLEA | AAVROI TGSDOVHLHORSOAMT 1SALLGLLASR| | wo INDTTRLP AALHGOLL- D | BMONLF TKPGALKVLDTPVDLSEVKCOKYVVAGI T TARLFGOGTRF VL o
7. trrae DSW 78017 Phac3 Vo1 1[I SKGKSLYDYLVKHEFOVE VYSHNP TLAGRNADIDTYV- AALLEATAR RO| TGSAOVNLHORSOGMT SALLGHLESR wor INDATRLP ARFHGOLL- D | [§SONLFSRPRALT | LGTP | DLSEVKCEKY | VAGVT] TARAF OOKTS s
<. arimmoe MG 27580 _PhaC2 el kv viloL 0P HOS LVRHLVOAGY TVEMVSWHNP ARHERE LS LODYLKOOLLE ALARVRARCE GERVHAVORBL GOTLLA | AAAALARY ual (EDTTRMP YRUHTE YLTRLIILHNDLSE - GRYCVOGRPVALAD | ETPLF AVGTE! LHLLTHHPLTFALTS! I
TRKFVROUAARIS 1VE YLVONE F GVF AVSARNPRE ARRORONDTYV- AAL IEATOAVRD | TOGADVNLHOQBSGANT | SALLGHLAS 7 - -
T, violaceum  PhaC1 vy VNRP YRHO 1 GEDRST IKOLLATGODVYL TLOOY INGY LofffocoarsLuvsALHe- e (Jlfersc LDDPOKVKNF L TFROF [KOF JIONNGF LN- GOVVLGGOEVDLKD1 TCPVLNI FAL LKOLTSSPOYTELAFPGOR (81 v
P.taiwanensis  Phac1 vYBLVIRPYIMO | OEDRST IKOLLATGODVYL |DADYPDOADSALTLODY INGY |DSCVDYLCE THEVDOVN | LOJIBOGOAF SLUYASLHP - | covie B¥fers. DOPDKVKHF L TFROF TKOF JOKNOF IN- GGVKLGGKE | DLKNVDCPVLN1 YAL UNPWSAARTYTELAFPGOR (1
C arinmoe (MG 27580 phac vl v oL ADRSLVRGLLELGLOVYVLONOYPDRSORYLTLOOY NS | 0GAVOHLVEAIG- Vi LOHOCOATSLOYAALe wnially AP RUNLOKYVGLVDALEDPKAVEDF L 1KQFJJOGNAF GFVDMPVLN | YAE LGOLVGTODYTELGFRGOR [BLY
8. PhaC1 AY[E0 1 GRY TERIOL OE DRSMLRNLLALGVDVYAVONGSP TRSDRWLTFEDY | DVYLNDCVEF | CREHG IPA INLLC GGVFSLCYAALYP - | wsHlFs| GAYLSWNVOLLDYFDDEKKLLNFLRMEK ILTORPHHP GE AAKOLLVNLUKNNE L | R- GE FKLGGRTVDLKD | CMPVLNVYAKI LGDAVGSDDYRE | GLOGK ¥
8 meqaterium  PhaCl VYHL 1PV [lIOLTPGNSLVE YLLEROFOVY LLONGTP GVEDSGHKLDOY I NOY | PRAAKKVLRHSKAPNLSVLOREMOOTHT AAF AALHO- 10 Ecllip | THF YGPY CLIN- GELD IRGOKVDLKN I KAN1 LN I AAS LMDAVSSKOKE YKLLOTORVEVVi
B . thallandensis €264 PhaC2 VYRL INRPYMBOLMRONSL | EF L TNGGF OVYMLONOTF GOEDAHLS FENYVLOY [ HRAAKKVMRS ARTOOLTLFOMBMOGTMS AMYASLYP - i VTIY IGSYVOWAER | F EOKPUE GALAMNKYTVNDOP P FPOAAF KON TEFJJQONKL I K- O IKLROF EVKLEN| TAPLLNTAGTKY TUNVVSSEOKEF £ VODACRVELL
2 P.xenovorans L8400  PhaC3 VPRI LSAHNSL |RYLVOAGHTVF CVSWRNVDASDRDLOLDDYRRLOVMOALDT | OK | VPOAKVHATOMBL GOTLLS | AAAAMANA' G OISNDL IWSRY IHDYLLGKRTPMID- - - - LuAB RHLJLONDLAT- THYLTOSDVTFVLTAGORNAG 1}
3 . renovrars 8100 Phca vefinu 1 oLSPHSL IR 1LYGGHTF CVSARINDADDROLSLOOVROLOVAALOTVSK PO IATORLGOTLLS I aARUAGS] | walr st i L LaEraru1o: - ROLGLNNDLAS. 1HDLSOTE I TFVLTSCOMAG 1|
T, symbiotico 1PY 454 Phac2 velw1 kv IIOLSPHNS L | RF LVGOOYTVF C | SARNVOAEORDLS LEDYRTLOVMAALDT | AA1 VPDGRVHATONBLOGTLLS | AAAAMAOY usoffr L (WS HM | HDYMLODRAPMFD- [LONDLAS - SRYRVDGRP | SLRNLRAPMF VVGTD! IHYLSSTE I TFVLTSCORNAG |
P sacchori LMG 194502 PhaC3 VPV MKYYJRBOLSPHNSL | RYLVDAGHTVF C | SWRNVEEKDRNLOLDDYRESOVMAALDSVSS [HPORK IHATORSLOOT LA TAAAAMAND) WAS G RECSSOL [WSRVVHOYLLGTRSPHTO- [LONDLAS - ARVEVDGRP T ALSNLRUP LFVVOTE! THYLSOTOVTF VLASGORNGOT
8 8. cepacia ATCC 25416 PhaC1 VW1 kY Y[IIOLOPHOS L IRF LVESGF TVF A| SWRNPGAE ARDLGLODYLROOF F AALEAVRSRCO- EAVHAM mmulmnunnl | wanfe BB aroL isruusE v LoRsTKPND- [LHNOLAA- GRYCVGGQPVALSD IKAPMF VVGTE} LHLLTHNALTFVLTAGORNEG 1|
S|, B cenacepocia 2315 phc et 1foLoPHISL IR LYDAGYTUFAVSITIPOAE ARDYGLODYLAOGCUATLOARRS G- EAVNAVOULGOTLLAI GAARLTRD s A MIYARDL IWSRMMSE YLLGTRTKPND- ILONDLAA- GRYCVDGRPVALSDLOVP TF VVGTE! LHLLTHHALTFVLTSGORNG |
8 contominans 170816 Phac1 veEvI K [floLoPHOSL I RFL 0DYLROGCHAALDAART LGOTLLAIAAAALARD) s A MIYARDL IWSRUMSE YLLGTRTKPND- ILONDLAT - GRYCVDGRPVALSD1DVP TF VVOTE! LHLLTHHALTFVLTSGORNAG 1
T conpoptyl 1M 2155 phaca Vo By HIDLOPHDSL |RF LVDAGYTVE AVSARNP GAEARDLOLDOYLRDGGLAALDYVRS | Go. EAVHAAGHEL COTLLA| GAAALARD) ws AR eMIYARDL IWSRMMSE YLLGRRTKPNO- JLONDLAA- GRYCVDGRPVALSDLOVP TF VVOTE! LHLLTHHALTFVLTAGORNEO
Catalytictriad oy [ T e r——
Substrate binding residves [l "pase-likeibox clpeturn-hetixmeor
Substrate tunnel residues  [I] 1

Supplementary Figure 2. Multiple sequence alignment of PHA synthases of four phylogenetic groups in 2
Burkholderia sensu lato genomes. The conserved amino acidic residues and the lipase box-like identified in PHA 3
synthases sequences are highlighted. PHA synthases of class I, II, III and IV are included as reference. The alignment 4
was made using MAFFT. 5
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>CP039287.1:c1498517-1498218 Cupriavidus necator H16 21
GGGCGCGGGCAATCCGCGATGGTAGCACCCCTGCATGGCCCTCGCCGGAGCGCCCCGGAGTGGC 22
GTCACAGCCGCTCCCGTGTATCGCCAGCAACGTTGTTTGTGCAlTT CACAAAATCCA|CTT ACA 23
TTGCCATCTCCCECCCCITAAAATA AATT TT C C CACCAAATA|AGAAATGCGCCTTGACC 24
CACCCAACGCCTGGGCTGGCCGAATCGGGCACAACACCGTCACGGCCCTGACATCTAGGCGGCT 25
TAATTTGCTAGACCTTGAAGTTCACCACTGGAGACCAGCAATG 26
>CP000270.1:3203820-3204119 Paraburkholderia xenovorans LB400 27
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GCCCATCTAGCGGTAATAAACCGACAAATATGTCGCACCAGCACGGTGCAACGCGGAAATTGAT
CTGCGTCACATGAACGTCATGCCCAACGCATAACGTCTTGTTTTATCAGTAGTTTCTTAATATG
GTGCGACC:CACAAAAAAGGCACTTCACATTCGGETCECACCCATCCTAAAAT AACCATTC:CT:C
ATGCACAAAACATCGCGGTCCGGCGGGGCGCATCACTATCAATGTGTCTCACCACTCACCCAA
TGCGGTCCGCACAGACAGACCGCGATCCAGGAGCGTAAACCE:Q
>JTDB02000008.1:c192093-191794  Paraburkholderia sacchari 1MG
19450
TGCGCTTGACGTTGTCGGACAAAGCCTCGCCGCACGCAGGCTTCAGACGCTATGCCGCAGATCG
TCAAATCTGACAAATGACCTCATACACCTCATGCTTGACGCATAAGTAATTGTTTAATAAAAGC
TTAATGTAATTGTGCGTC-CACCAAAA TTCTT -ACATTCATCTCC - -C-ACCTAAAATCC -AC"A
TCAAT -CTC-C-ACGCACCAAAGCGCCGGGCAGATTCCCCCAAGAGTCTTGCCACTTACTTCAGG
CGGCCCACGAACGAGGCCGCCAAACATCCAGGAGCGTAAACE:Q
>CP000868.1:c1255064-1254765 Burkholderia multivorans ATCC 17616
AACGTTCCAGGCGCGTGCGCGGTTTACCTGCGCGCGATCATGGTGCGCCGCGCGCCGGGGCALCG
CGCCGTGCACCAGCGTGGACACCCACTGAAACCGATTCCGGAACGCGGCGGTAAGCCGTTGTTT
TGTCGATAATTTGTCGTGATTGTGCAAT -CACAAAAAAT CTTCACAACTTTTTCTCT -CCCT
AAAATACCCTCCATT CTC-C-TTGCACAAAGCACGTCGCCGCAAGATTCCCCAGCGCAGTGCCC
TTTACCCCGCGATCGACGCGATCGCTTTCCAGGAGCTTGACE:Q
>CP009435.1:3550343-3550642 Burkholderia glumae LMG 2196
AAACCCGCGATGGGCGCGCTTTGCCAAGGGCGTCGCGAGTCAGGCGCATCGAGCCGTCTCATGC
AATGCCGGCGGACCGGAACCGATTTCATCCGGAACGATACAAGCCATTGTTTTTCCGGAAAAAT
AGTGTCATTGTGCAGC -CACAAAACAACTT ACATCT TTTC -AAC -CCCTACAAT AACC
TTC-TT -CAATGCACCACGGCATTGCGCAGATTCCGAACACCGTCGTGCCCCTTAACTCAAGCG
ATCGCCGCGAAGCCGGCGATCGTCAATCAGGAGCCAAAATCE:Q

>JFHE01000079.1:6667-6966 Caballeronia grimmiae LMG 27580
CAACATGCGCCAACGCAGCCGCGCGCAGCATGGGACTCGCCGCTTTTCGCTAGTCCACGTCGGT
GCATGCGCCGCCCGGTTCACGCCCTTTCCGACCGAATGCCGTAGTTAAACTCTTGTTTAACAAG
GGTTTCCCCTATTTGTGCATT-CACAAAAA-C-CTT-ACATC-ATC--AATATCTCTAAAAT
CTTCAT -TT-CAACGCACCAATCCGGAGCTGCACCATCTGGCAGCAAGTTGCTGCATCTACCA
AACTACGACCCGCGATGATGGGTCGGCATAAGGAGCCTGAGE:@
>FCOK02000074.1:c21237-20938 Caballeronia udeis LMG 27134
CCGGACTTGGGATCCTAGCATCGACACCGCCTGCGTTCTCCGCCCCAAGCTGGTGCACCGTATC
TCGAAATGTAGTTCCACTACAAAGAAGTGTCCTCGTAAGCCATTGTTTAATAAGCATTCGTACG
ATGTTGCGTCG:CACAAAAACACCCTTCACATCTATCCCAATATCCCTAGCAATACGCCTCCATCETT
CCACGCACCAATAGCTGATCGCCTCATACGGTTTCCGGATTTCCGGTCTCCGCCAAAACCCAC
GACCCGCGCTGATGATGGGTCGAATCTTTCAGGAGCGTGACE:Q
>VJZF01000001.1:c156642-156343 Trinickia caryophylli DSM 50341
AGGAAGGCCGCCATCGAAGGGTCCGTCGCCCTTTCAGCGCGACGCAGCAAAATCCATTCCAAGC
GCCCTTCGCCGCTGCCCTACCATTCCTCGTAGCACCTTGTTTTTATGCAGAATCCTTTGAATTA
GACAGAATTGTGCATCECACCAAACAGCECTTCACTTTTCTGCACCACCCCATACAATAGGTCT
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CCATCTTCCCACGCACAAAAGGCGTCGGGCATACGACGCGATTCGAAGCTTTGCCATTAACCTA
TGCGATCTGCGCCAGACAGGTCGATTTTCAGGAGCGAAAACE:@
>PTIR01000018.1:c93163-92864 Trinickia symbiotica JPY-345
GGCGGGAGCGTGGGCGCGATCGTATCACGAGACTGGTGCACGAGGGCGAAGCACTGCCGCATTT
TTTCCCGGAAAGCGAGCGTTTGCTCGGCCAAAATTACCGTCATGCCGTTGTTTTTACGTGGAAA
CCCTAACATTGTGCAATCCACAAAAATCCCCTTCACATTTGCTCAAGCTGCACGCCTAAAATACCAT
CCUTTCETTCCLCACGCACAAAACGCGTCGGCTAGACGACGCGATCAAAGTTTTGCCATTCCACCC
CCCGGTCTGCGCCAGACAGGCCGACTATCAGGAGCGAAAACE:Q

Supplementary Figure 3. Conserved motif in the putative promoter sequence of the phaP gene in 8 selected
Burkholderia sensu lato strains and the model PHA-producer C. necator H16. The 300 bp phaP upstream regions,
containing putative regulatory sequences, were recovered from 8 genomes of Burkholderia s.l. strains, including
two species per main genera (Burkholderia, Paraburkholderia, Caballeronia and Trinickia), and from C. necator H16
genome, in which the repression of phaP expression by the PhaR regulator has been reported [22], and altogether
used for a consensus motif search. The web-based MEME suite of motif-based sequence analysis tools version
5.3.3 [23] was used for motif discovery utilizing standard settings. The logo and consensus sequence of a 57 bp-
motif identified in the nine putative regulatory regions included is shown in the top. The 300 bp phaP upstream
region of each strain is also shown including every motif (in color) and the ATG initiation codon of each gene (in
bold inside the box). The PhaR binding sites determined by DNase I footprinting experiments in C. necator H16
[22] are also shown in gray boxes. The accession numbers and coordinates of each sequence are included in the

header of the fasta format
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Tree scale: 0.1 +—— .
_EBurkhoIderla glumae LMG 2196

Burkholderia plantarii ATCC 43733
— Burkholderia thailandensis E264
[ = Burkholderia mallei ATCC 23344
Burkholderia stagnalis LMG 28156
-Burkholderia multivorans ATCC 17616
! —Burkholderia vietnamiensis LMG 10929
|| Burkholderia ambifaria AMMD
-Burkholderia cenocepacia J2315
Burkholderia pyrrocinia DSM 10685
- Burkholderia stabilis ATCC BAA-67
+~Burkholderia cepacia ATCC 25416
-Burkholderia contaminans MS14
— Paraburkholderia phymatum STM815
I_ __ 1 Paraburkholderia terrae DSM 17804
L . ‘Paraburkholderia hospita DSM 17164
,—Paraburkholderia megapolitana LMG 23650
I. [— Paraburkholderia sprentiae WSM5005
[ ! — Paraburkholderia graminis PHS1
L{ —Paraburkholderia caledonica PHRS4

Paraburkholderia xenovorans LB400
— Paraburkholderia fungorum ATCC BAA-463
Il = Paraburkholderia caffeinilytica CF1
~Paraburkholderia aromaticivorans BN5
— Paraburkholderia phytofirmans PsJN
— Paraburkholderia sacchari LMG 19450
_ — Paraburkholderia tropica LMG 22274
L Mycetohabitans rhizoxinica HKI 454
— Caballeronia udeis LMG 27134
[ —caballeronia sordidicola LMG 22029
” L — Caballeronia glathei LMG 14190

—— Caballeronia grimmiae LMG 27580
-
L

— Caballeronia insecticola RPE64
L — Caballeronia cordobensis LMG 27620

Trinickia symbiotica JPY-345
——Trinickia caryophylli DSM 50341
Robbsia andropogonis LMG 2129

Supplementary Figure 4. Evolutionary relationships among concatenated PhaA, PhaB and PhaC protein
homologues encoded by the conserved canonical phaCAB gene cluster of the 37 Burkholderia sensu lato
genomes. Maximum likelihood (ML) topology provided by IQ-TREE [24] employing ModelFinder as model-
selection method [25] and Ultrafast Bootstrap Approximation as bootstrap approach [26] with the -m TEST, -bb
1000 and -alrt 1000 options. Sequence alignments for phylogenetic reconstruction were calculated with MAFFT
online service using Auto (FFT-NS-1, FFT-NS-2, FFT-NS-i or L-INS-i; depends on data size) strategy [27]. ML
topology is shown with SH-like approximate likelihood ratio support values (n = 1000) given at each node
(values >50% are shown). Visualization and edition of phylogenetic trees were performed by the Interactive Tree
Of Life (iTOL) online tool [28]
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