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Supplementary materials Fig.  S1:  CD spectrum of  pur i f ied His6-PhaC1W T  and His6-20 
PhaC1T 3 7 3 D  
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Supplementary materials Fig.  S2: Growth of  R. eutropha  H16 strains  (A )  Growth of  
R. eutropha  ∆phaC1  (pBBR1MCS2_pp h a C_phaC1_eyfp) ,  R. eutropha ∆phaC1  30 
(pBBR1MCS2_pp h a C_phaC1_T373D_eyfp) ,  R. eutropha ∆phaC1  (pBBR1MCS2_ 
p p h a C_phaC1_T373N_eyfp)  on NB-medium wi th  0 .2% gluconate.  (B )  Growth of  R. 
eutropha  ∆phaC1 ∆phaM  (pBBR1MCS2_pp h a C_phaC1_eyfp) ,  R. eutropha ∆phaC1  
∆phaM  (pBBR1MCS2_pp h a C_phaC1_T373D_eyfp) ,  R. eutropha ∆phaC1  ∆phaM  
(pBBR1MCS2_ pp h a C_phaC1_ T373N_eyfp)  on NB-medium wi th  0 .2% gluconate.  Error  35 
bars show the s tandard dev ia t ion.  
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Supplementary materials Fig.  S3:  Growth and PHB accumulat ion of  R. eutropha  
H16 strains over 48 h.  Growth (A )  and PHB contents  (B )  o f  R. eutropha  ∆phaC1  
(pBBR1MCS2_pp h a C_phaC1_eyfp) ,  R. eutropha ∆phaC1  (pBBR1MCS2_pp h a C_ 40 
phaC1_T30D_T94D_T109D_T373D_eyfp)  and R. eutropha ∆phaC1  (pBBR1MCS2 
_p p h a C_phaC1_T30N_T94N_T109N_T373N_eyfp)  on NB-medium wi th  0 .2% Na-
g luconate.  Resul ts  were obta ined f rom b io log ica l  t r ip l icates;  error  bars show the 
s tandard dev ia t ion.  
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Supplementary materials Fig.  S4: Growth of  R. eutropha  H16  strains  (A )  Growth of  
R. eutropha  ∆phaC  (pBBR1MCS2_pp h a C_phaC1_eyfp) ,  R. eutropha ∆phaC1  50 
(pBBR1MCS2_pp h a C_phaC1_T94D_eyfp) ,  R. eutropha ∆phaC1  (pBBR1MCS2_ 
p p h a C_phaC1_T94N_eyfp) ,  R. eutropha ∆phaC1  (pBBR1MCS2_pp h a C_phaC1 
_T109D_eyfp)  and R. eutropha ∆phaC1  (pBBR1MCS2_pp h a C_phaC1_ T109N_eyfp)  on 
NB-medium wi th  0 .2% gluconate.  (B )  Growth of  R. eutropha  ∆phaC1 ∆phaM  
(pBBR1MCS2_pp h a C_phaC1_eyfp) ,  R. eutropha ∆phaC1  ∆phaM  (pBBR1MCS2_ 55 
p p h a C_phaC1_T94D_eyfp) ,  R. eutropha ∆phaC1  ∆phaM  (pBBR1MCS2_pp h a C_phaC1_ 
T94N_eyfp) ,  R. eutropha ∆phaC1  ∆phaM  (pBBR1MCS2_pp h a C_phaC1_T109D_eyfp)  and 
R. eutropha ∆phaC1  ∆phaM  (pBBR1MCS2_pp h a C_phaC1_T109N_eyfp)  on NB-medium 
wi th  0.2% gluconate.  
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Supplementary materials Fig.  S5:  PHB accumulat ion of  R. eutropha  strains over 
48h.  PHB content  per  ce l lu lar  dry  weight  o f  R. eutropha  w i ld  type,  R. eutropha  
∆phaZa1 and  R.  eutropha  ∆phaZa1 (pBBR1MCS2_pp h a C_phaZa1_eyfp)  on NB-medium 65 
wi th  0.2% gluconate (data were obta ined f rom two b io log ica l  and two technica l  
rep l icates;  error  bars show the s tandard dev ia t ion) .  

  



 5 

 

 70 

 
Supplementary materia ls Fig.  S6:  PHB accumulat ion of  R. eutropha  H16 strains.  
PHB contents  of  R. eutropha ∆phaZa1  (pBBR1MCS2_pp h a C_phaZa1_eyfp) ,  R. eutropha 
∆phaZa1  (pBBR1MCS2_pp h a C_phaZa1_T26D_eyfp) ,  R. eutropha ∆phaZa1  
(pBBR1MCS2_pp h a C_phaZa1_T26N_eyfp) ,  R. eutropha ∆phaZa1  (pBBR1MCS2_pp h a C  75 
_phaZa1_T28D_eyfp) ,  R. eutropha ∆phaZa1  (pBBR1MCS2_pp h a C_phaZa1_T28N_eyfp) ,  
R. eutropha ∆phaZa1  (pBBR1MCS2_pp h a C_phaZa1_S35D_eyfp)  and R. eutropha 
∆phaZa1  (pBBR1MCS2_pp h a C_phaZa1_S35N_eyfp)  on NB-medium wi th  0 .5% Na-
g luconate.  The PHB content  per  ce l lu lar  dry  weight  is  shown. Data were obta ined f rom 
2 b io log ica l  and 2 technica l  rep l icates;  error  bars show the s tandard dev ia t ion.    80 
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Suppl. materials, Fig. S7: SDS-PAGE analysis of purif ied PhaC1 85 
muteins. Left lane shows marker proteins. Gel was stained with si lver. 
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Supplementary materials,  Table S1: Summary of  a l l  PhaC1 mutants generated.  
For a l l  o f  the mutants  ind icated a growth curve over  24h on NB-medium supplemented 
wi th  150µg/ml  kanamycin and 0.2 % Na-g luconate (wt /vo l )  was recorded and the ce l ls  90 
were s ta ined wi th  Ni le  red to  v isual ize PHB and wi thout  any dye to  v isual ize the 
eYFP-tagged PhaC1 by f luorescence microscopy. 

Non-
phosphory la tab le  

M icroscopy  Phosphomimet ic  M icroscopy  

T30A  As  W T T30D  As  W T 
T94N  As  W T T94D  As  W T 

T109N  As  W T T109D  As  W T 
T373N,  T373A  As  W T T373D,  T373E  As  W T 
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