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Improved lipid production 
and component 
of mycosporine‑like amino acids 
by co‑overexpression of amt1 
and aroB genes in Synechocystis sp. 
PCC6803
Kamonchanock Eungrasamee 1, Peter Lindblad 2 & Saowarath Jantaro 1*

Implementing homologous overexpression of the amt1 (A) and aroB (B) genes involved in ammonium 
transporter and the synthesis of mycosporine‑like amino acids (MAAs) and aromatic amino acids, 
respectively, we created three engineered Synechocystis sp. PCC6803 strains, including Ox‑A, Ox‑B, 
and Ox‑AB, to study the utilization of carbon and nitrogen in cyanobacteria for the production 
of valuable products. With respect to amt1 overexpression, the Ox‑A and Ox‑AB strains had a 
greater growth rate under  (NH4)2SO4 supplemented condition. Both the higher level of intracellular 
accumulation of lipids in Ox‑A and Ox‑AB as well as the increased secretion of free fatty acids from 
the Ox‑A strain were impacted by the late‑log phase of cell growth. It is noteworthy that among all 
strains, the Ox‑B strain undoubtedly spotted a substantial accumulation of glycogen as a consequence 
of aroB overexpression. Additionally, the ammonium condition drove the potent antioxidant activity 
in Ox strains with a late‑log phase, particularly in the Ox‑B and Ox‑AB strains. This was probably 
related to the altered MAA component inside the cells. The higher proportion of P4‑fraction was 
induced by the ammonium condition in both Ox‑B and Ox‑AB, while the noted increase of the P1 
component was found in the Ox‑A strain.

Cyanobacteria are Gram-negative bacteria possessing photosynthesis, which makes them require nitrogen and 
carbon sources from sunlight,  H2O, carbon dioxide, and some minimal minerals, and then convert them to 
valuable products, such as chemicals and bioenergy  compounds1–4. Carbon fixation is an efficient reaction in 
the Calvin-Benson-Bassham (CBB) cycle that takes place in the carboxysome, while cyanobacteria commonly 
utilize various kinds of nitrogen sources, such as ammonium, nitrate, nitrite, urea, atmospheric  N2, and arginine, 
mostly through the systems of diffusion and ATP-binding  cassettes5,6. Cyanobacterial nitrate assimilation is 
controlled by the altered 2-oxoglutarate signal in line with the altered cellular C/N balance and hindered by the 
presence of ammonium in the growth  medium7–10. In the cyanobacterium Synechocystis sp. PCC 6803, geneti-
cally overexpressed RuBisCO genes in the CBB cycle certainly enhanced the carbon pool for increased lipids and 
polyhydroxybutyrate (PHB) bioplastic synthesis, particularly under nitrogen and phosphorus  deprivation4,11. 
While nitrogen is a crucial nutrient source for the biosynthesis of organic N-containing compounds and basic 
biomolecules such as amino acids, proteins, nucleic acids, and carbohydrates, it also has a tight connection with 
nitrogen transport and  assimilation12,13. There are four proteins found for the ABC-type of nitrate transporter 
(NRT), including NrtA, NrtB, NrtC, and NrtD in  cyanobacteria14, whereas ammonium is transported via the 
ammonium/methylammonium permeases family encoded by amt1 (sll0108), amt2 (sll1017), and amt3 (sll0537) 
genes, and amt1, being mainly responsible for ammonium uptake, has the highest affinity activity by about 95% 
of permease  activity15.
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The outlined connection between the metabolism of carbon and nitrogen in cyanobacteria is a well-known 
 process1,16,17. Through the sequential action of two enzymes, including glutamine synthetase (GS) and glutamate 
synthase (GOGAT), in the glutamate/glutamine cycle, ammonium is directly transferred from the media via the 
Amt transporter and integrated into carbon  skeletons10,16. The amidation of glutamate to glutamine is catalyzed by 
the GS enzyme, and the GOGAT enzyme catalyzes the reductive transfer of the amide group from glutamine to 
2-oxoglutarate (2-OG)18. Despite the fact that cyanobacteria lack 2-oxoglutarate dehydrogenase, it was found that 
2-oxoglutarate decarboxylase (OGDC) and succinic semialdehyde dehydrogenase (SSA-DH) work together to fill 
the gap between 2-OG and succinate in the TCA  cycle19. The alternative route to succinate is the γ-aminobutyrate 
(GABA) shunt from glutamate which is composed of glutamate decarboxylase (GDC), GABA aminotrans-
ferase (GABA-AT), and SSA-DH20,21. A malic enzyme (ME) converts malate to pyruvate, which releases  CO2, 
and proceeds to flow in a number of other routes, including the formation of acetyl-CoA, phosphoenolphyru-
vate (PEP), carotenoids, and isoprene molecules. In one hand, main acetyl-CoA precursor could flow to many 
main pathways, including TCA cycle, fatty acid and lipid syntheses (FAS II), and polyhydroxybutyrate (PHB) 
 production22–26. In cyanobacteria, membrane lipids can be hydrolyzed by lipase A enzyme, which is encoded by 
lipA gene. The thereby produced free fatty acids (FFAs) can then be recycled into fatty acyl-ACP by the acyl-ACP 
synthetase, encoded by aas  gene1,2,27,28, or they can be secreted outside of the cell as extracellular FFAs. On the 
other direction, pyruvate can be converted to phosphoenolpyruvate (PEP) by phosphoenolpyruvate synthase 
(PPS). To synthesize aromatic amino acids and mycosporine-like amino acids (MAAs), PEP combines with 
erythrose-4-phosphate (E4P) to generate 3-deoxy-D-arabino-heptulosonate-7-phosphate (DAHP) which can 
be converted to 3-dehydroquinate (DHQ) by the 3-dehydroquinate synthase enzyme, encoded by aroB (slr2130). 
The DHQ is an important precursor for aromatic amino acid syntheses, and 4-deoxygadusol (4-DG) which is 
the substrate for the syntheses of MAA and MAA  derivatives29. To date, over 40 different derivative MAAs and 
MAAs, such as shinorine, porphyra-334, palythine, and mycosporine-2-glycine, have been  identified30,31 and 
are well-known as photoprotectants or neutrally cellular sunscreens due to their chemical  structures32. MAAs 
might be considered as an intracellular nitrogen reserve, although the processes regulating their breakdown are 
currently  unclear33,34.

In this study, we constructed three mutant strains, including Synechocystis sp. PCC 6803 overexpressing the 
amt1 (or sll0108) gene encoding  NH4

+ permease involved in ammonium transporter (Ox-A strain), Synechocystis 
sp. PCC 6803 overexpressing the aroB (or slr2130) gene encoding 3-dehydroquinate (DHQ) synthase involved in 
mycosporine-like amino acid (MAA) and aromatic amino acid syntheses (Ox-B), and a double overexpression 
of the Ox-AB strain. With a system of  (NH4)2SO4 supplementation, we discovered a substantial flow between 
nitrogen and carbon metabolism in these modified strains. All Ox strains had elevated lipid levels, and various 
components of MAAs were also present.

Results
Engineered Synechocystis sp. PCC6803 strains
Three constructed Synechocystis sp. PCC6803 strains, including Ox-A, Ox-B, and Ox-AB (Table 1 and Fig. 1) were 
obtained by single or double homologous recombination. First, the recombinant plasmids (Table 1), including 
pECm_amt1, pECm_aroB, and pECm_amt1/aroB, were generated by ligating each amplified gene fragment with 
pEERM vector. For single and double recombinant plasmids, native amt1, aroB, and amt1_aroB gene fragments 
were separately ligated between flanking regions of the psbA2 gene of the pEERM vector and the upstream region 
of Cmr cassette (Table 1). For PCR analysis using UUSpsbA2 and DDSpsbA2 as a pair of primers (Supplemen-
tary Information Table S1), the positive colonies of Ox-A were clones no. 3 and no. 4 as shown by the expected 
size of about 4.0 Kb in Lanes 4 and 5, respectively (Fig. 1B). For Ox-B, the PCR product using UUSpsbA2 and 
DDSpsbA2 primers was found in Clones No. 3-5, as shown in Lanes 4–6 with the fragment size of about 3.9 Kb 
(Fig. 1C). Those two single gene overexpressing strains were ultimately confirmed by double homologous recom-
bination as expected. For a double overexpression of amt1 and aroB genes in Synechocystis WT (Ox-AB), only 

Table 1.  Strains and plasmids used in this study. PpsbA2 strong psbA2 promoter, cmr chloramphenicol resistance 
cassette.

Name Relevant genotype Reference

Cyanobacterial strains

 Synechocystis sp. PCC 6803 Wild type Pasteur culture collection

 Ox-A amt1, cmr integrated at the native psbA2 gene in Synechocystis WT genome This study

 Ox-B aroB, cmr integrated at the native psbA2 gene in Synechocystis WT genome This study

 Ox-AB amt1,aroB, cmr integrated at the native amt1 gene in Synechocystis WT genome This study

Plasmids

 pEERM PpsbA2–cmr ; plasmid containing cmr between the flanking region of upstream and downstream psbA2 sequences This study

 pECm_ amt1 PpsbA2–sll0108-cmr ; plasmid containing sll0108 and cmr between the flanking region of upstream and downstream psbA2 
sequences This study

 pECm_aroB PpsbA2–slr2130-cmr ; plasmid containing slr2130 and cmr between the flanking region of upstream and downstream psbA2 
sequences This study

 pECm_amt1/aroB PpsbA2–sll0108-slr2130-cmr ; plasmid containing sll0108, slr2130 and cmr between the flanking region of upstream and 
downstream psbA2 sequences This study
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one positive clone was obtained by single recombination. Its PCR amplifications with various specific pairs of 
primers, including UUSsll0108/Cm_R, Cm_F/pEbb_R, pEbb_F/Slr2130_R, and slr2130_F/pEbb_R (Supplemen-
tary Information Table S1), with the expected sizes of about 4.0, 1.8, 3.5, and 3.2 Kb, respectively, were correctly 
confirmed in Lanes 2, 4, 6, and 8, respectively, compared with the negative control of each specific pair of primers 
in Lanes 1, 3, 5, and 7, respectively (Fig. 1D). The higher transcript levels of gene overexpression, including amt1 
of Ox-A, aroB of Ox-B, and both of them in Ox-AB, were verified by RT-PCR (Fig. 2A).

Growth, intracellular pigments, and oxygen evolution rate of engineered strains
All strains were cultured for 16 days in both regular  BG11 medium and with 8.8 mM  (NH4)2SO4 supplementation 
in  BG11 medium without  NaNO3  (BG110 +  (NH4)2SO4) (Figs. 3 and 4). It is important to note that the growth of all 
strains in  BG110 +  (NH4)2SO4 medium was lower than it was in normal  BG11. However, the amt1-overexpressing 
strain (Ox-A) showed a higher growth rate than other strains under both growth conditions (Fig. 3A,B). As 
expected, Ox-A and Ox-AB strains with overexpressing amt1 gene in ammonium transporter had higher growth 
than WT and Ox-B strains under  (NH4)2SO4-supplemented condition, as well as higher growth rates (Fig. 3B). 
These were in line with the first four days of cultivation, when cell cultured flasks of the Ox-A and Ox-AB 
strains contained deeper green than those of the WT and Ox-B strains (Fig. 4). On the other hand, the constant 

Figure 1.  Genomic maps of the engineered Synechocystis strains, including Ox-A (A, B), Ox-B (A, C), 
and Ox-AB (A, D), respectively. The specific pairs of primers (Supplementary Information Table S1) were 
used to confirm the complete integration of all transformants by PCR analysis. For the double homologous 
recombination (A), the amt1 or aroB gene recombination occurred between the conserved sequences of psbA2 
gene in Synechocystis sp. PCC 6803 wild type (WT). For Ox-A strain (B), PCR products using UUSpsbA2 and 
DDSpsbA2 primers, Lane M: GeneRuler DNA ladder (Fermentas Life Sciences, MD, USA); Lane 1: negative 
control using WT as template, Lanes 2–6: Clones No. 1-5. Only positive clones no. 3 and 4 in respective Lanes 
4 and 5, were obtained. For Ox-B strain (C), PCR products using UUSpsbA2 and DDSpsbA2 primers, Lane 
M: GeneRuler DNA ladder, Lane 1: negative control using WT as template; Lanes 2–6: Clones No. 1-5. Only 
positive Clones No. 3-5 in respective Lanes 4–6, were obtained. For Ox-AB strain (D), the single homologous 
recombination was confirmed by PCR using various pairs of primers (Supplementary Information Table S1), 
Lane M: GeneRuler DNA ladder; Lanes 1 and 2: negative control using WT as template and a transformant, 
respectively, with UUSll0108_F and Cm_R primers; Lanes 3 and 4: negative control using WT as template and 
a transformant, respectively, with Cm_F and pEbb_R primers, Lanes 5 and 6: negative control using WT as 
template and a transformant, respectively, with pEbb_F and Slr2130_R primers, Lanes 7 and 8: negative control 
using WT as template and a transformant, respectively, with Slr2130_F and pEbb_R primers.
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accumulation of chlorophyll a contents occurred in all strains under both growth conditions, except for the Ox-B 
under the  (NH4)2SO4-supplemented condition, which had the lowest amounts among all strains with light green 
culture during the first four days of cultivation (Figs. 3C,D, and 4). It was found that all strains noted an enhanced 
accumulation of carotenoids during the duration of 16 days of growth in normal  BG11 medium, in particular 
the WT strain (Fig. 3E). In exception, the Ox-B strain also contained the lowest amount of carotenoids under 
 (NH4)2SO4-supplemented condition among all strains during the first 8 days of growth (Fig. 3F). Additionally, the 
oxygen evolution rates of all strains were increased during late-log phase of growth, and subsequently decreased 
during early-stationary phase (Fig. 3G,H). It is worth noting that the Ox-A and Ox-B strains possessed a lower 
oxygen evolution rate than WT, while Ox-AB has a higher oxygen evolution rate under normal  BG11 condition 
regarding its less chlorophyll a content (Fig. 3G). The reduction in oxygen evolution rate of the WT and Ox-AB 
strains was influenced by the  BG110 +  (NH4)2SO4 condition (Fig. 3H).

Figure 2.  The transcript levels (A) and relative transcript intensity ratios (B) of the amt1, aroB, phaA, accA, 
glgX, plsX, lipA, aas, and 16s rRNA performed by RT-PCR in Synechocystis WT, Ox-A, Ox-B, and Ox-AB 
strains. Cells were grown in normal  BG11 and  BG110 +  (NH4)2SO4 media and analyzed at day 10 of cultivation 
(late-log phase). In (B), the error bars represent standard deviations of means (mean ± S.D., n = 3). The 
statistical difference of the results between the values of WT and engineered strain is represented by an asterisk, 
*P < 0.05. All cropped gels were taken from the original images of RT-PCR products on agarose gels as shown in 
Supplementary Information Figures S1 and S2.
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Figure 3.  Growth (A, B), chlorophyll a (C, D) and carotenoid (E, F) contents, and oxygen evolution rates 
(G, H) of Synechocystis WT, Ox-A, Ox-B, and Ox-AB strains cultured under normal  BG11 medium (while 
background; A, C, F, G) and  BG110 medium with  (NH4)2SO4 supplementation  (BG110 +  (NH4)2SO4, gray 
background; B, D, F, H) during 16 day of cultivation. The oxygen evolution rates (E, F) of all strains were 
determined from cell culture growing at the log (day 6), late-log (day 10), and early-stationary (day 12) phases. 
The error bars represent standard deviations of means (mean ± S.D., n = 3) with the statistical difference of the 
results between WT and engineered strain represented by an asterisk, *P < 0.05.
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Productions of intracellular lipids, extracellular free fatty acids (FFAs), glycogen, and PHB 
under ammonium sulfate supplementation
We found increased levels of intracellular lipids in Ox strains, especially Ox-A and Ox-AB strains, during log 
and late-log phases of growth (Fig. 5A). Under  (NH4)2SO4-supplemented condition, the Ox-AB strain accumu-
lated the highest level of intracellular lipids (26.9%w/DCW) during the log phase, while Ox-A had the highest 
content of intracellular lipids (29.6%w/DCW) during late-log phase of growth. Late-log phase of growth was 
primarily prominent for higher secretion of FFAs than log phase, while  (NH4)2SO4 supplementation synergisti-
cally increased the secretion of FFAs, in particular the Ox-A strain (17.5%w/DCW) (Fig. 5B). The Ox strains in 
this study had higher total amounts of intracellular lipids and extracellular FFAs at the log phase of cell growth, 
as presented in Fig. 5C, while at the late-log phase, only Ox-A strain contained the highest total amount of them 
at about 47.2%w/DCW (Fig. 5C).

The other linkage metabolites related to carbon storage in cyanobacteria, including glycogen and PHB accu-
mulation, were also determined (Fig. 6). The least glycogen content was found in the Ox-A strain at the log 
phase of cell growth under both growth conditions, while the higher accumulation of glycogen was induced by 
 (NH4)2SO4 in the Ox-B strain at approximately 16.2 and 21.4% w/DCW at the log and late-log phases, respectively 
(Fig. 6A). It is important to point out that the growth phase had a relationship with the glycogen accumulation, 
as clearly indicated by the reduced glycogen content noticed in the late-log phase. Moreover, the  (NH4)2SO4 
supplementation could decrease glycogen accumulation in WT strain at both log and late-log phases of growth 
(Fig. 6A). On the other hand, polyhydroxybutyrate (PHB) accumulation, another carbon storage in cyanobacte-
ria, was trivially induced in Ox strains that were grown in normal  BG11 and  BG110 +  (NH4)2SO4 media (Fig. 7B). 

Figure 4.  Images of cell cultured flasks of Synechocystis WT, Ox-A, Ox-B, and Ox-AB strains, grown in normal 
 BG11 and  BG110 +  (NH4)2SO4 media during 16 days of cultivation.
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However,  (NH4)2SO4 treatment could slightly induce PHB production in the Ox-A strain (3.85%w/DCW), but 
almost abolished PHB accumulation in the WT strain.

Moreover, the transcript levels of genes including, amt1, aroB, phaA, accA, glgX, plsX, lipA, aas, 16s rRNA in 
all strains grown at late-log phase of growth under both conditions were shown in Fig. 2. The transcript amount 
of the amt1 gene, encoding the AMT transporter, was normally expressed at a high level in WT and higher in 
all Ox strains. In contrast, the aroB transcript levels, encoding 3-dehydroquinate synthase in 3-dehydroquinate 
(DHQ) synthesis, were lower in WT and Ox-A strains under both  BG11 and  BG110 +  (NH4)2SO4 conditions. It is 
interesting to note that the glgX gene transcript kept track of the gene involved in the breakdown of glycogen. 
High levels of glgX transcript were expressed regularly in both WT and Ox strains, and the  (NH4)2SO4 treatment 
only slightly lowered glgX transcript levels in Ox strains relative to WT. On the other hand, in carbon flux via 
the acetyl-CoA route, the accA gene transcript, encoding acetyl-CoA carboxylase subunit A, was highly accu-
mulated during the late-log phase in all strains, except for the Ox-A strain, which had a lower amount of accA 

Figure 5.  Contents (%w/DCW) of intracellular lipids (A), extracellular free fatty acids (FFAs) (B), and total 
contents of intracellular lipids and extracellular FFAs (C) in Synechocystis WT, Ox-A, Ox-B, and Ox-AB strains. 
Cells were grown in normal  BG11 (white background) and  BG110 +  (NH4)2SO4 (gray background) media 
and analyzed at day 6 and 10 of cultivation represented cells at log phase and late-log phases of cell growth, 
respectively. The error bars represent standard deviations of means (mean ± S.D., n = 3). The statistical difference 
of the results between WT and engineered strain was represented by an asterisk, *P < 0.05.



8

Vol:.(1234567890)

Scientific Reports |        (2023) 13:19439  | https://doi.org/10.1038/s41598-023-46290-x

www.nature.com/scientificreports/

transcript under the  (NH4)2SO4 condition. Additionally, under typical  BG11 condition, the WT strain had higher 
level of plsX gene transcript expression than OX strains, which is connected to the synthesis of membrane lipids. 
The  (NH4)2SO4 treatment had an influence on lower levels of plsX in all strains, while the highest amount was 
found in the Ox-A strain. Moreover, it is crucial to monitor membrane lipid degradation; high amounts of lipA 
transcript, encoding lipase A enzyme, were regularly expressed in all strains under normal  BG11 condition, with 
Ox-A accumulating its lowest level. Unexpectedly, treatment with  (NH4)2SO4 significantly caused an elevation 
of the lipA transcript level in the Ox-A strain (Fig. 2A,B). The recycling reaction of free fatty acid (FFA) products 
from membrane lipid degradation was also determined by aas transcript level, encoding acyl-ACP synthetase. 
Despite the Ox-A strain having the lowest level, both WT and Ox strains consistently accumulated a high level 
of aas transcript under both  BG11 and  BG110 +  (NH4)2SO4 conditions. For another route from acetyl-CoA to PHB 
synthesis, the amount of phaA transcript engaged in PHB synthesis in Ox-B strain was expressed in a manner 
comparable to that of the WT, while lower levels of phaA transcript were found in the Ox-A and Ox-AB strains 
under the normal  BG11 condition. The  (NH4)2SO4 treatment resulted in an upregulated phaA transcript level in 
the Ox-A strain, which was consistent with a higher induction of PHB under the same condition.

DPPH radical scavenging activity and components of mycosporine‑like amino acids (MAAs) 
under ammonium sulphate supplementation
The DPPH radical scavenging capacity of methanol cell extracts from all strains was first assessed (Fig. 7A), and 
then pigment-free extracts were examined for DPPH radical scavenging activity and MAA component identified 
by HPLC (Fig. 7B,C). Results pointed out that late-log phase of growth had an impact on higher DPPH radical 
scavenging activity (73–78%) in cell extracts from all strains than log phase did (Fig. 7A). The  (NH4)2SO4 treat-
ment did not severely lower the ability of cell extracts to scavenge DPPH radicals. Although the pigment-free 
extracts had lower DPPH scavenging activity than methanol cell extracts by about 2–8 folds, it is worthwhile to 
note that at the late-log phase of cell growth, pigment-free extracts from Ox strains, which considerably included 
MAAs, had stronger DPPH scavenging activity than WT (Fig. 7B).

In Fig. 7C, the HPLC chromatogram, at both 334 and 310 nm, peak no. 4 (or P4) of methanolic extract at the 
retention time of 4.6 min was a major component of MAAs in WT under normal  BG11 condition during late-log 
phase of cell growth, whereas P1, P2, P3, and P5 contributed only a minor fraction. Under typical  BG11 condi-
tion, Ox strains, particularly Ox-A and Ox-AB, were shown to contain higher percentage of P4 and increased 
fraction of P1. Remarkably, all strains appeared to have the largest component of P4 exerted by the  (NH4)2SO4 
treatment, more than 80%, with the exception of the Ox-A strain detected by HPLC at 334 nm, which had the 
highest proportion of P1 (59%) instead. Furthermore, Ox-AB had a P2 component that had been inducibly 
increased by  (NH4)2SO4 treatment up to 4%.

The fold change of transcripts and products under the late-log phase of growth between OX and WT is pre-
sented in Fig. 8. Ammonium supplementation had an impact on the increased fold change of PHB accumulation 
in OX strains compared to WT, although the OX strain preferred to accumulate glycogen content rather than PHB 
(Figs. 6 and 8). When compared to WT, OX strains appeared to have a lower fold change in the glgX transcript 
level, which is implicated in the breakdown of glycogen. On the other hand, increased antioxidant activity was 
found in OX strains, with a higher fold change in comparison with WT.

Figure 6.  The glycogen (A) and PHB (B) contents of WT, Ox-A, Ox-B, and Ox-AB strains. Cells were grown in 
normal  BG11 and  BG110 +  (NH4)2SO4 media. The error bars represent standard deviations of means (mean ± S.D., 
n = 3). The statistical difference of the results between WT and engineered strain was represented by an asterisk, 
*P < 0.05.
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Discussion
In this study, we metabolically constructed the engineered Synechocystis sp. PCC 6803 strains by overexpress-
ing amt1 and aroB genes related to ammonium transporter (AMT) and 3-dehydroquinate (DHQ) synthesis, an 
upstream to aromatic amino acid and mycosporine-like amino acid syntheses, respectively. Three engineered 
strains, including the amt1- overexpressing strain (Ox-A), the aroB-overexpressing strain (Ox-B), and the dou-
ble amt1_aroB-overexpressing strain (Ox-AB), had different metabolic flows exerted by ammonium sulphate 
((NH4)2SO4) treatment compared with normal  BG11 containing  NaNO3 as a major nitrogen  source5,6,35.

Lower growth rates of all strains were caused by  (NH4)2SO4 supplementation when compared to normal  BG11 
condition (Fig. 3). According to previous findings, the PSII was found to be disrupted by the higher concentration 
of  NH4

+ in the medium, which increased the toxicity to the cell in cyanobacteria, algae, and  plants36–40. Addition-
ally, gene overexpression with interruption of the psbA2 gene by double homologous recombination contributed 
to the reduced growth of the Ox strains, including Ox-A and Ox-B. Regarding ammonium sulfate supplemen-
tation, all psbA genes (psbA1, psbA2, psbA3) encoding D1 protein in the PSII were indicated to contribute to 
ammonium tolerance in Synechocystis sp. PCC  680341. However, the Ox-A and Ox-AB strains with amt1 gene 
overexpression grew better with higher growth rate than other strains (Fig. 3). We also demonstrated that the 
intracellular pigment contents of Ox strains, including chlorophyll a and carotenoids, were slightly different and 
lower than in WT while growing in normal  BG11 containing  NaNO3. However, the aroB-overexpressing strain 
(Ox-B) strain, which had the lowest pigment contents, was especially affected by the replacement of  (NH4)2SO4 in 
the medium (Fig. 3C–F). We thoughtfully speculated that aroB overexpression might promote pyruvate conver-
sion to PEP and DAHP, respectively, a crucial substrate for DHQ synthesis by DHQ synthetase (encoded by aroB 
gene) (Fig. 8). This would result in lower flow direction from pyruvate to carotenoid and chlorophyll biosynthesis. 
There was evident support that the Ox-B cells, growing in  BG110 +  (NH4)2SO4 during the first 4 days of cultivation 
(Fig. 4), showed an apparently light green culture in accordance with their lower  OD730 and pigment contents.

For carbon flow-directed products, we showed that Synechocystis sp. PCC 6803 WT cells regularly utilized 
 NaNO3 in typical  BG11 growth medium for intracellular lipids and stored glycogen as a major carbon storage 
with a trace quantity of polyhydroxybutyrate (PHB) (Figs. 5 and 6). While WT cells maintained their intracel-
lular lipid levels in the log and late-log phases of growth, they secreted more free fatty acids (FFAs) in the late-
log phase. The amt1 and/or aroB overexpression in Synechocystis sp. PCC 6803 showed a significant increase of 
intracellular lipid levels under normal  BG11 condition (Fig. 5). Our results indicated that amt1 overexpression 
in Ox-A, involved in ammonium transporter, dramatically increased the carbon flux required to synthesize 
intracellular lipids (29.6%w/DCW) and extracellular FFAs (17.5%w/DCW) under the influence of  (NH4)2SO4 
treatment, in particular, during the late-log phase of growth (Fig. 8). This finding was also supported by the 
increased fold changes of plsX, related to membrane lipid synthesis, and lipA, related in FFA production from 
membrane degradation, at transcript levels of about 1.13 and 1.92, respectively, when compared with those of 
WT. It is worth noting that when lipA transcript level was upregulated, this would indicate that intracellular 
FFA levels were also elevated to an excessive level, which could cause cell damage by disrupting the electron 
transport chain and destabilizing proteins located on thylakoid  membranes28,42–44. Therefore, in order to lessen 
FFA toxicity, cells have the ability to recycle FFAs into fatty acyl-ACP or secret FFA out of cells. Additionally, the 
Ox-A strain favored the production of lipids while accumulating the least amount of glycogen in order to bal-
ance the metabolism and storage of carbon (Fig. 6). In contrast, the aroB overexpression in Ox-B considerably 
contributed to DHQ synthesis, preferred to retain a high amount of glycogen (5.72 times more than WT), and 
kept lipids levels steady under the  (NH4)2SO4 condition (Figs. 6 and 8). It is in line with results of glgX transcript 
amounts related to glycogen breakdown, which demonstrated a lower level in Ox-B strain when compared to 
WT, with a 0.81 fold difference (Fig. 8). Moreover, we also demonstrated that at the late-log phase of growth, all 
Ox strains had more accumulations of PHB than the WT strain, albeit having less than 5%w/DCW. Despite the 
fact that nitrogen deprivation is known to cause a significant increase in  PHB45,46, we suggested that ammonium 
treatment may have had a minor impact on the ability of the amt1-overexpressing strain (Ox-A) to produce more 
PHB during the late-log phase of growth.

On the other hand, we demonstrated that the component of mycosporine-like amino acids (MAAs) com-
ponent of nitrogen flow-directed products was partially responsible for the DPPH radical scavenging activity 
(Fig. 7). Under ammonium treatment, methanol extracts from all Ox strains, especially Ox-B and Ox-AB strains, 
had a notable increase in DPPH radical scavenging activity. Results suggested that the aroB overexpression 
contributing to the synthesis of DHQ, a crucial intermediate in the biosynthetic pathways for aromatic amino 
acids and MAAs, increased the capacity of antioxidant activity. It is also crucial to take into account that the 
late-log growth stage significantly raised DPPH radical scavenging activity and caused a greater fold increase 
than WT (Fig. 8). On the other hand, by using the GS/GOGAT cycle of glutamate and glutamine synthesis, 
amt1 overexpression, which encodes ammonium permease in the ammonium transporter, induced a certain 
improvement in the intracellular nitrogen  pool16,47. According to previous studies, after 24–48 h of culture of 
Synechocystis cells under the  NH4Cl condition, numerous amino acids were enhanced in comparison to the 
 NaNO3 condition due to the different mechanism of nitrogen assimilation in the GS/GOGAT cycle between 
these two  conditions48,49. In recent study, the aroB gene overexpression in Escherichia coli markedly enhanced 
aromatic amino acid (AAA)  production50.

In cyanobacteria and algae, mycosporine-like amino acids (MAAs) have been predicted to synthesize via the 
first part of the shikimate pathway, where 3-dehydroquinate (DHQ) acts as a precursor for MAAs via  gadusols51,52. 
MAAs in microalgae play a role in protective actions for survival against UV radiation, salinity, and other envi-
ronmental  challenges53. Mycosporine-glycine is the major type of MAAs, and it can be transformed into second-
ary MAAs such as shinorine, porphyra-334, palythine-serine, and  others52,54,55. In the methanolic extract of the 
cyanobacterium Anabaena doliolum, three MAAs, including mycosporine-glycine, porphyra-334, and shinorine, 
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were apparently identified by  HPLC56. It is consistent with our HPLC at 334 nm results that demonstrated three 
distinct peaks of MAAs, including P4, P2, and P1, with retention times of 4.6, 2.9, and 2.1 min, respectively, 
and a small peak of P3 at a retention time at 3.9 min (Fig. 7). However, when detected by HPLC at 310 nm, 
the main P4 was dominant under both conditions (Fig. 7C). Prior research has confirmed that UV exposure 
caused the production of MAAs in Synechocystis sp. PCC6803, including mycosporine-taurine (M-tau)31,57, 
 dehydroxxylusujirene31,57, M-34357, and mycosporine  glycine58. The P1 to P5 fractions yielded similar findings to 
HPLC data of methanolic MAAs extract from a cyanobacterium Anabaena doliolum56, even though we did not 
identify each separated peak using HPLC with diode array detector. To pinpoint the exact MAA type, a particu-
lar extraction and detection approach for MAAs in Synechocystis sp. PCC6803 is required. Under typical  BG11 
condition during late-log phase of growth, the component of MAAs in Synechocystis sp. PCC 6803 WT strain 
consisted mostly of P4 fraction (52%),with a small portion of P1 (8%), P2 (1%), and P3 (1%) and a substantial 
proportion of P5 (38%). Our finding suggested that the mycosporine-glycine component, a primary component 
previously identified in Anabaena doliolum56, was present in a comparable HPLC chromatogram of the P4 frac-
tion at 4.6 min retention time. Despite the fact that shinorine was defined as the MAAs component of the P1 
fraction (rt = 2.1 min)56, the Synechocystis sp. PCC6803 wild type was previously reported to lack  shinorine59. 
As in comparison with WT, the results indicated that the amt1 and/or aroB overexpression had a substantial 
impact on the increased major component of P4 and P1. Furthermore, it was strikingly changed on the MAAs’ 
component induced by  BG110 +  (NH4)2SO4 medium. When ammonium was used as the nitrogen source, the 
P4 composition in the WT strain was dramatically boosted by up to 80%. A similar increase in P4 fraction was 
present in Ox-B and Ox-AB, with a certain composition of about 87% and 88%, respectively. In addition, the 
P2 component was apparently increased in Ox-AB by up to 4% in this condition, detected by HPLC at 334 nm. 
In contrast, the prominent component in Ox-A shone a high light on P1 fraction, up to 59%, as a result of 
ammonium treatment. Our finding thus revealed that the strategy by which Synechocystis sp. PCC 6803 utilized 
distinct nitrogen sources, in this case  NaNO3 and  (NH4)2SO4, had an impact on the component of MAAs that 
was connected to its antioxidant ability. Our findings demonstrated that Ox-AB, which had higher compositions 
of P4 and P2 than WT, had the best capacity for DPPH radical scavenging due to the combined overexpression 
of amt1 and aroB genes. In addition, it was previously discovered that mycosporine-2-glycine (M2G), which 
is more active than other MAAs such as shinorine, porphyra-334, and palythine, efficiently increased anti-
inflammatory and antioxidant properties by blocking the formation of advanced glycation end-products (AGEs) 
in lipopolysaccharide-stimulated RAW 264.7  macrophages60. Furthermore, increasing the nitrate and phosphate 
content in the medium proved another effective way to promote MAAs synthesis by Fischerella sp.  F561.

Methods
Strains and culture conditions
The host propagation, Escherichia coli DH5α strain was grown either on an agar plate or in a liquid medium of 
Luria Bertani (LB) containing 35 µg/mL of chloramphenicol (Cm) at 37 °C. Cyanobacterium Synechocystis sp. 
PCC 6803 wild type (WT) was derived from the Berkeley strain 6803 isolated from fresh water in California, 
 USA62. Synechocystis sp. PCC 6803 strain was cultivated in normal  BG11  medium35 using a rotary shaker at 28 °C 
and continuous light illumination of 50 µmol photons  m-2  s-1. All engineered strains in this study, including Ox-A, 
Ox-B, and Ox-AB (Table 1) were cultured in a normal  BG11 medium containing 35 µg/mL of chloramphenicol 
at the same growth condition.

Constructions of recombinant plasmids
To construct the recombinant pECm_amt1, pECm_aroB, and pECm_amt1/aroB plasmids (Table 1), the pEERM 
vector containing the the chloramphenicol resistance cassette gene (Cmr) was used as a model vector for clon-
ing and expressing  genes63. The sequences of amt1 (sll0108) and aroB (slr2130) genes were retrieved from the 
Cyanobase database. The amt1 (sll0108) and aroB (slr2130) gene fragments with sizes of 1548 and 1398 bp 
were amplified by PCR using a pair of sll0108_F and sll0108_R primers, and another pair of slr2130_F and 
slr2130_R primers, respectively (Supplementary Information Table S1). The recombinant pECm_amt1 plasmid 
was constructed by inserting a homologous amt1 gene fragment into the pEERM vector between the XbaI and 
BcuI restriction sites. Additionally, the recombinant pECm_aroB plasmid was created by inserting an aroB 
gene fragment into the pEERM vector between the BcuI and PstI restriction sites. Ultimately, the recombinant 
pECm_amt1/aroB plasmid was constructed by introducing the aroB fragment into the recombinant pECm_amtI 
plasmid between the BcuI and PstI restriction sites.

Natural transformation of recombinant plasmids into Synechocystis sp. PCC 6803 cells
The host Synechocystis sp. PCC 6803 wild type (WT) cells were grown in a normal  BG11 medium until the opti-
cal density was about 0.3–0.5. Cell culture (50 mL) was harvested by centrifugation at 5000 rpm (2516×g) for 

Figure 7.  DPPH radical scavenging activity (A, B) and compositions of mycosporine-like amino acids (C) of 
Synechocystis WT, Ox-A, Ox-B, and Ox-AB strains. Cells were cultured in normal  BG11 and  BG110 +  (NH4)2SO4 
media and analyzed at log (day 6) and late-log (day 10) phases of cell growth. The DPPH radical scavenging 
activities were determined in methanol extract (A), and pigment-free methanol extract (B). The error bars 
represent standard deviations of means (mean ± S.D., n = 3). The statistical difference of the results between WT 
and engineered strain was represented by an asterisk, *P < 0.05. (C) The mycosporine-like amino acid (MAA) 
compositions in methanol extract from all strains were detected by HPLC at 334 and 310 nm, including Peak 1 
(P1, rt = 2.3), Peak 2 (P2, rt = 2.9), Peak 3 (P3, rt = 3.9), Peak 4 (P4, rt = 4.6), and Peak 5 (P5, rt = 9.5).
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10 min. The obtained cell pellets were washed with fresh  BG11 medium and harvested again by centrifugation 
at 5000 rpm (2516×g) for 10 min. Those cell pellets were condensed in 0.5 mL of new  BG11 medium. After 

Figure 8.  Summary of obtained results, including products and transcript amounts from three engineered (Ox) 
strains in comparison with those of Synechocystis sp. PCC 6803 wild type (WT) strain under normal  BG11 and 
 BG110 +  (NH4)2SO4 conditions at late-log phase of growth (day 10). In each box, the number represents the fold 
change of that value of Ox strain divided by that value of WT under each condition. The statistical difference 
in the data between those values of WT and the Ox strain is shown by an asterisk at *P < 0.05. Outlined 
connection of nitrogen and carbon metabolism in cyanobacteria with the ammonium and nitrate transporters 
(modified  from1,16,17). Pyruvate and acetyl-CoA are two key intermediates for many biosynthetic pathways, 
including glycogen, polyhydroxybutyrate (PHB), fatty acids and lipids, and amino acids and mycosporine-
like amino acids. Metabolites, enzyme, and gene abbreviations: amt1,amt2, and amt3, encoding ammonium 
permeases; GABA, γ-aminobutyric acid; GABA-AT, γ-aminobutyrate aminotransferase; GDC, Glutamate 
decarboxylase; GDH, Glutamate dehydrogenase; GS, Glutamine synthetase; GOGAT, Glutamate synthase; 
OGDC, 2-oxoglutarate decarboxylase; SSA-DH, Succinic semialdehyde dehydrogenase; TCA cycle, Citric acid 
cycle; 2-OG, 2-Oxoglutarate; ME, Malic enzyme; OAA, Oxaloacetate; pepc, encoding PEP carboxylase; PEP, 
phosphoenolpyruvate; E4P, Erythrose-4-phosphate; DAHP, 3-deoxy-D-arabino-heptulosonate-7-phosphate; 
aroB, encoding 3-dehydroquinate synthase; DHQ, 3-dehydroquinate; 4-DG, 4-deoxygadusol; MAAs, 
mycosporine-like amino acids; pykF, encoding Pyruvate kinase (PK); pps, encoding phosphoenolpyruvate 
synthase (PPS); PDH, Pyruvate dehydrogenase; phaA, encoding Acetyl-CoA acetyltransferase (PhaA); phaB, 
encoding Acetoacetyl-CoA reductase (PhaB); phaEC, encoding the heterodimeric PHB synthase (PhaEC); 
PHB, polyhydroxybutyrate; accABCD, encoding a multi-subunit acetyl-CoA carboxylase gene; FASII, Fatty 
acid synthesis system II; Fatty acyl-ACP; fatty acyl-(acyl carrier protein); Gro3P, glycerol-3-phosphate; plsX, 
plsY and plsC encoding putative phosphate acyl-transferases; lipA, encoding a lipolytic enzyme Lipase A; FFAs, 
Free fatty acids; aas, encoding acyl-ACP synthetase (AAS); PPS; phosphoenolpyruvate synthase, CBB cycle, 
the Calvin–Benson–Bassham cycle; RuBP, ribulose-1,5-bisphosphate; RuBisCO, ribulose-1,5-bisphosphate 
carboxylase/oxygenase; DHAP, dihydroxyacetone phosphate; 3PG, 3-phosphoglycerate; yibO, encoding 
2,3-Bisphosphoglycerate-independent phosphoglycerate mutase; 2-PGA, 2-phosphoglycerate; eno, encoding 
Enolase (Eno); Glycogen synthesis; G6P, glucose 6-phosphate; G1P, glucose 1-phosphate; glgC and glgA, 
encoding Glycogen synthase; glgP, encoding Glycogen phosphorylase; and glgX, encoding Glycogen isomerase.
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that, 1 µg of each recombinant plasmid was separately added to condensed WT cells and incubated at 28 °C for 
6 h by inverting the tubes every 2 h. Then, the sample mixture was spread on a 0.45 µm sterile nitrocellulose 
membrane placed over a normal  BG11 agar plate overnight. Next, that membrane was transferred to new  BG11 
agar plate containing 35 µg/mL chloramphenicol. After several weeks of incubation, the survival colonies were 
collected and examined for their gene location and segregation by PCR analysis using specific pairs of primers 
(Supplementary Information, Tables S1 and S2).

Cell cultivation and ammonium sulfate treatment
Initially, cell stock cultures with a mid-log phase of growth were harvested by centrifugation at 6000 rpm (3622×g) 
for 10 min and transferred into normal  BG11 medium containing 17.6 mM  NaNO3, and  BG110 medium (without 
 NaNO3) containing 8.8 mM  (NH4)2SO4  (BG110 +  (NH4)2SO4). The initial  OD730 of cultivation was approximately 
0.1 and continuously cultured for 16 days.

Determinations of cell growth and pigment contents
Synechocystis cell growth was monitored by a spectrophotometer during cultivation. The pigment contents, 
including chlorophyll a (chl a) and carotenoids, were extracted and determined as described  in64,65. One mil-
liliter of cell culture was harvested and centrifuged at 6000 rpm (3622×g) for 10 min. To extract the pigments, 
1 mL of N,N-dimethylformamide (DMF) was mixed with cell pellets. After quickly spinning, the supernatant of 
extracted pigments was measured for absorbance (Abs) at 461, 625, and 664 nm using a spectrophotometer. The 
data were later calculated and normalized to cell numbers corresponding to  108 of the cells.

Measurement of oxygen evolution rate
Five mL of cell culture were centrifuged at 6000 rpm (3622×g) for 10 min. Cell pellets were resuspended with 
2 mL of fresh  BG11 medium and incubated in the darkness for 30 min. After that, that cell suspension was meas-
ured for oxygen evolution by a Clark-type oxygen electrode (Hansatech instruments Ltd., King’s Lynn, UK) at 
room temperature (25 °C). The unit of the  O2 evolution rate was presented as µmol/mg chlorophyll a/h.

Reverse transcription polymerase chain reaction
Fifteen mL of cell culture was harvested by centrifugation at 6000 rpm (3622×g), 10 min, and the total RNAs was 
extracted by using 1 mL of  TRIzol® Reagent (Invitrogen, Life Technologies Corporation, Carlsbad, CA, USA). 
The isolated RNAs were treated with RNaseI-free DNAseI (Fermentas, Carlsbad, CA, USA) to remove the DNA 
contamination before converting them to cDNA using ReverTra  Ace® qPCR RT Master Mix (TOYOBO Co., Ltd., 
Osaka, Japan). Then, the cDNA product was used as a template for PCR analysis of interest genes, including 
amt1, aroB, glgX, phaA, accA, aas, plsX, lipA, with 16s rRNA as a reference. The RT-PCR primers were listed in 
Supplementary Information Table S1. The PCR conditions, using KOD polymerase, were the initial denatura-
tion at 98 °C for 3 min, followed by proper cycles of each gene at 98 °C for 10 s, the primer melting temperature 
(Tm) for 10 s, 68 °C for 10 s to extend the DNA strand, and 68 °C for 5 min at the last step. The cycle number 
and Tm of each primer pair were shown in Supplementary Information Table S1. PCR products were verified 
by electrophoresis on 1.0% (w/v) agarose gels and the intensity of bands was determined by using a Syngene Gel 
Documentation (SYNGENE, Frederick, MD, USA).

DPPH radical scavenging assay
Ten mL of cell culture was harvested by centrifugation at 6000 rpm (3622×g) for 10 min. One mL of absolute 
methanol was mixed with cell pellets and vortexed, then incubated this mixture solution at 4 °C overnight. 
The supernatant was collected by centrifugation at 12,000 rpm (8050×g), for 10 min. Then, sample solution 
(500 µL) was taken into a new microtube and filtrated through 0.2 µm porous syringe filter, then 500 µL of 
0.1 mM 2,2-diphenyl-1-picrylhydrazyl (DPPH) prepared with methanol dissolution was added and vortexed 
to mix the  reaction66. After 10 min in the dark, the absorbance at 517 nm was measured with a spectrophotom-
eter. Finally, the calculation of the percentage of radical scavenging activity (%) was obtained by this equation; 
[(Acontrol −  Asample)/Acontrol] × 100, A = absorbance at 517 nm.

Extraction of mycosporine‑like amino acids (MAAs) and HPLC detection
The MAAs extraction and the HPLC detection method were modified  from56,67. Thirty mL of cell culture was 
harvested by centrifugation at 6000 rpm (3622×g) for 10 min. To extract MAAs, 1 mL of absolute methanol HPLC 
grade was mixed with the cell pellets, vortexed, and incubated overnight at 4 °C (Supplementary information 
Fig. S3). The supernatant was collected by centrifugation at 10,000 rpm (3,622 × g), for 10 min and later dried by 
vacuum evaporation at 45 °C for 4 h. Distilled water (500 µL) was added to redissolve the extracted products and 
then removed pigments by adding 200 µL of  CHCl3 (Supplementary information Fig. S4). After vortexing for a 
few minutes and centrifuged at 10,000 rpm (3622×g) for 10 min, the organic and aqueous phases were completely 
separated. Finally, the aqueous phase was filtered through Whatman Nylon filter media with a polypropylene 
housing 0.2 microns, 13 mm, and collected in a glass vial for HPLC analysis (Shimadzu HPLC LGE System, 
Kyoto, Japan). A reverse phase column (Inertsil ODS-3, 4.6 mm × 250 mm; GL Sciences Inc., Tokyo, Japan) was 
used and performed with a flow rate of 1.0 mL/min. The running buffer was 0.02% (v/v) acetic acid in ultrapure 
water (UP). The MAA compositions were calculated from the HPLC peak area of each retention time (rt), as 
identified according  to56,67, including P1 (rt = 2.1), P2 (rt = 2.9), P3 (rt = 3.9), P4 (rt = 4.6), and P5 (rt = 9.6). The 
HPLC chromatogram was depicted in Supplementary Information, Figs. S5 and S6.
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Extraction of intracellular lipids and extracellular free fatty acids (FFAs)
Ten mL of cell culture was harvested by centrifugation at 6000 rpm (3622×g) for 10 min. Intracellular lipids were 
extracted from the harvested cell pellets, while the extracellular FFAs were extracted from the culture medium 
according to the method  of68 with a slight modification. The solvent mixture (1 mL) of chloroform  (CHCl3): 
methanol  (CH3OH) with a ratio of 2:1 was added into a glass tube of cell pellets and incubated in a water bath at 
37 °C for 2 h. Then, 500 µL of 0.88% (v/v) potassium chloride (KCl) was added and vortexed for a few seconds. 
After centrifugation of the reaction mixture tube at 3000 rpm (906×g) for 5 min, the lower organic phase con-
taining lipids was collected. Then, the chloroform solvent was evaporated at 70 °C.

Determination of total lipid and extracellular FFA content
Either the total lipid or extracellular FFA content was determined by the potassium dichromate oxidation reac-
tion  method69. A solution of  K2Cr2O7 (0.18 M, 0.5 mL) and conc. sulfuric acid were added to the glass tube of 
extracted lipids. The reaction mixture was boiled at 105 °C for 30 min. After cooling it down to room temperature, 
distilled water (0.5 mL) was added into the reaction sample before measuring its absorbance at 600 nm  (A600) 
using a spectrophotometer. In this experiment, canola oil was used as a commercial standard and prepared as 
same as the sample. The unit of lipid or FFA content was the weight percentage of dry cell weight (%w/DCW).

Glycogen extraction and determination of glycogen content
Glycogen was extracted by alkaline hydrolysis (modified  from70). Five mL of cell culture was harvested by 
centrifugation at 6000 rpm (3622×g), for 10 min. Cell pellets were collected, and mixed with 600 µL of 30% 
(v/v) KOH. The mixture was then heated at 90 °C for 1 h. The supernatant was separated by centrifugation at 
12,000 rpm (14,489×g) for 10 min, then it was transferred into a 1.5 mL microcentrifuge tube. After adding 
900 mL of absolute ethanol into the solution tube, it was incubated at − 20 °C for overnight to precipitate glyco-
gen. The glycogen sediment fraction was harvested by centrifugation at 12,000 rpm (14,489×g) 4 °C for 10 min, 
and completely dried at 60 °C for overnight. After that, the sediment was dissolved with one mL of 10% (v/v) 
 H2SO4. To determine glycogen content, the dissolved sample (0.5 mL) was taken to mix with 1 mL of anthrone 
solution (2 g/L anthrone dissolved in concentrated  H2SO4). The reaction mixture was vigorously vortexed and 
subsequently heated at 90 °C for 10 min. The sample solution was then measured by a spectrophotometer at the 
absorbance of 625 nm. The commercial glycogen standard was prepared as same as the sample. In this study, the 
unit of glycogen content was the percentage of glycogen per dried cell weight (%w/DCW).

Determination of PHB content by HPLC instrument
Five mL of cell culture were harvested by centrifugation at 6000 rpm (3622×g), for 10 min. One hundred µL of 
adipic acid (20 mg/mL) and 800 µL of concentrated  H2SO4 were added into the tube of cell pellets and further 
boiled at 100 °C for 1 h for converting PHB to crotonic acid (modified  from71). After that, 50 µL of the reaction 
mixture was diluted with 1.20 mL of ultrapure water. Then, one mL of solution was filtered through a PP Syringe 
filter 0.45 microns, 13 mm and collected in a glass vial for HPLC analysis (Shimadzu HPLC LGE System, Kyoto, 
Japan). A carbon-18 column with inert sustain 3 µm (GL-Sciences, Tokyo, Japan) was used and performed with a 
flow rate of 1.0 mL/min. The running buffer was 30% (v/v) acetonitrile in 10 mM  KH2PO4 at pH 2.3. The amount 
of crotonic acid was detected at 210 nm of the UV detector. The commercial standard of crotonic acid was pre-
pared as same as the samples. PHB content is expressed as a percentage of PHB per dried cell weight (%w/DCW).

Data availability
The data that support the findings of this study are available within the article and its supplementary files or from 
the corresponding author upon reasonable request.

Received: 9 July 2023; Accepted: 30 October 2023

References
 1. Gao, Q., Wang, W., Zhao, H. & Lu, X. Effects of fatty acid activation on photosynthetic production of fatty acid-based biofuels in 

Synechocystis sp. PCC 6803. Biotechnol. Biofuels 5, 17 (2012).
 2. Kaczmarzyk, D. & Fulda, M. Fatty acid activation in cyanobacteria mediated by acyl–acyl carrier protein synthetase enables fatty 

acid recycling. Plant Physiol. 152, 1598–1610 (2010).
 3. Wang, W., Liu, X. & Lu, X. Engineering cyanobacteria to improve photosynthetic production of alka(e)nes. Biotechnol. Biofuels 6, 

69 (2013).
 4. Eungrasamee, K., Incharoensakdi, A., Lindblad, P. & Jantaro, S. Synechocystis sp. PCC 6803 overexpressing genes involved in CBB 

cycle and free fatty acid cycling enhances the significant levels of intracellular lipids and secreted free fatty acids. Sci. Rep. 10, 4515 
(2020).

 5. Flores, E. & Herrero, A. Nitrogen assimilation and nitrogen control in cyanobacteria. Biochem. Soc. Trans. 33, 164–167 (2005).
 6. Kleiner, D. The transport of  NH3 and  NH4

+ across biological membranes. Biochim. Biophys. Acta (BBA) Rev. Bioenerg. 639, 41–52 
(1981).

 7. Kobayashi, M., Takatani, N., Tanigawa, M. & Omata, T. Posttranslational regulation of nitrate assimilation in the cyanobacterium 
Synechocystis sp. strain PCC 6803. J. Bacteriol. 187, 498–506 (2005).

 8. Muro-Pastor, M. I., Reyes, J. C. & Florencio, F. J. Cyanobacteria perceive nitrogen status by sensing intracellular 2-oxoglutarate 
levels. J. Biol. Chem. 276, 38320–38328 (2001).

 9. Ohashi, Y. et al. Regulation of nitrate assimilation in cyanobacteria. J. Exp. Bot. 62, 1411–1424 (2011).
 10. Forchhammer, K. & Selim, K. A. Carbon/nitrogen homeostasis control in cyanobacteria. FEMS Microbiol. Rev. 44, 33–53 (2020).
 11. Tharasirivat, V. & Jantaro, S. Increased biomass and polyhydroxybutyrate production by Synechocystis sp. PCC 6803 overexpressing 

RuBisCO genes. Int. J. Mol. Sci. 24, 6415 (2023).
 12. Tudzynski, B. Nitrogen regulation of fungal secondary metabolism in fungi. Front. Microbiol. 5, 656 (2014).



15

Vol.:(0123456789)

Scientific Reports |        (2023) 13:19439  | https://doi.org/10.1038/s41598-023-46290-x

www.nature.com/scientificreports/

 13. Herrero, A., Muro-Pastor, A. M. & Flores, E. Nitrogen control in cyanobacteria. J. Bacteriol. 183, 411–425 (2001).
 14. Omata, T., Andriesse, X. & Hirano, A. Identification and characterization of a gene cluster involved in nitrate transport in the 

cyanobacterium Synechococcus sp. PCC 7942. Mol. General Genet. 236, 193–202 (1993).
 15. Montesinos, M. L., Muro-Pastor, A. M., Herrero, A. & Flores, E. Ammonium/methylammonium permeases of a cyanobacterium. 

Identification and analysis of three nitrogen-regulated amt genes in Synechocystis sp. PCC 6803. J. Biol. Chem. 273, 31463–31470 
(1998).

 16. Muro-Pastor, M. I., Reyes, J. C. & Florencio, F. J. Ammonium assimilation in cyanobacteria. Photosynth. Res. 83, 135–150 (2005).
 17. Eungrasamee, K., Lindblad, P. & Jantaro, S. Enhanced productivity of extracellular free fatty acids by gene disruptions of acyl-ACP 

synthetase and S-layer protein in Synechocystis sp. PCC 6803. Biotechnol. Biofuels Bioproducts 15, 99 (2022).
 18. Van Den Heuvel, R. H., Curti, B., Vanoni, M. A. & Mattevi, A. Glutamate synthase: A fascinating pathway from L-glutamine to 

L-glutamate. Cell. Mol. Life Sci. 61, 669–681 (2004).
 19. Zhang, S. & Bryant, D. A. The tricarboxylic acid cycle in cyanobacteria. Science 334, 1551–1553 (2011).
 20. Fait, A., Fromm, H., Walter, D., Galili, G. & Fernie, A. R. Highway or byway: The metabolic role of the GABA shunt in plants. 

Trends Plant Sci. 13, 14–19 (2008).
 21. Xiong, W., Brune, D. & Vermaas, W. F. J. The γ-aminobutyric acid shunt contributes to closing the tricarboxylic acid cycle in 

Synechocystis sp. PCC 6803. Mol. Microbiol. 93, 786–796 (2014).
 22. Dutt, V. & Srivastava, S. Novel quantitative insights into carbon sources for synthesis of polyhydroxybutyrate in Synechocystis PCC 

6803. Photosynth. Res. 136, 303–314 (2018).
 23. Wu, G. F., Wu, Q. Y. & Shen, Z. Y. Accumulation of poly-β-hydroxybutyrate in cyanobacterium Synechocystis sp. PCC6803. Biore-

sour. Technol. 76, 85–90 (2001).
 24. Khetkorn, W., Incharoensakdi, A., Lindblad, P. & Jantaro, S. Enhancement of poly-3-hydroxybutyrate production in Synechocystis 

sp. PCC 6803 by overexpression of its native biosynthetic genes. Bioresour. Technol. 214, 761–768 (2016).
 25. Hauf, W. et al. Metabolic changes in Synechocystis PCC6803 upon nitrogen-starvation: Excess NADPH sustains polyhydroxybu-

tyrate accumulation. Metabolites 3, 101–118 (2013).
 26. Towijit, U., Songruk, N., Lindblad, P., Incharoensakdi, A. & Jantaro, S. Co-overexpression of native phospholipid-biosynthetic 

genes plsX and plsC enhances lipid production in Synechocystis sp. PCC 6803. Sci. Rep. 8, 13510 (2018).
 27. Eungrasamee, K., Miao, R., Incharoensakdi, A., Lindblad, P. & Jantaro, S. Improved lipid production via fatty acid biosynthesis 

and free fatty acid recycling in engineered Synechocystis sp. PCC 6803. Biotechnol. Biofuels 12, 8 (2019).
 28. Eungrasamee, K., Incharoensakdi, A., Lindblad, P. & Jantaro, S. Overexpression of lipA or glpD_RuBisCO in the Synechocystis sp. 

PCC 6803 mutant lacking the Aas gene enhances free fatty-acid secretion and intracellular lipid accumulation. Int. J. Mol. Sci. 22, 
11468 (2021).

 29. Geraldes, V. & Pinto, E. Mycosporine-like amino acids (MAAs): Biology, chemistry and identification features. Pharmaceuticals 
(Basel) 14, 63 (2021).

 30. Wada, N., Sakamoto, T. & Matsugo, S. Mycosporine-like amino acids and their derivatives as natural antioxidants. Antioxidants 
4, 603–646 (2015).

 31. Raj, S. et al. Microalgae as a source of mycosporine-like amino acids (MAAs); Advances and future prospects. Int. J. Environ. Res. 
Public Health 18, 12402 (2021).

 32. Bhatia, S. et al. Mycosporine and mycosporine-like amino acids: A paramount tool against ultra violet irradiation. Pharmacogn. 
Rev. 5, 138 (2011).

 33. Korbee Peinado, N., Abdala Díaz, R. T. & Figueroa, F. L. Ammonium and UV radiation stimulate the accumulation of mycosporine-
like amino acids in Porphyra columbina (Rhodophyta) from Patagonia, Argentina. J. Phycol. 40, 248–259 (2004).

 34. Korbee, N., Figueroa, F. L. & Aguilera, J. Accumulation of mycosporine-like amino acids (MAAs): Biosynthesis, photocontrol and 
ecophysiological functions. Rev. Chil. Hist. Nat. 79, 119–132 (2006).

 35. Rippka, R., Deruelles, J., Waterbury, J., Herdman, M. & Stanier, R. Generic assignments, strain histories and properties of pure 
cultures of cyanobacteria. J. General Microbiol. 111, 1–61 (1979).

 36. Britto, D. T. & Kronzucker, H. J.  NH4
+ toxicity in higher plants: A critical review. J. Plant Physiol. 159, 567–584 (2002).

 37. Dai, G., Deblois, C. P., Liu, S., Juneau, P. & Qiu, B. Differential sensitivity of five cyanobacterial strains to ammonium toxicity and 
its inhibitory mechanism on the photosynthesis of rice-field cyanobacterium Ge–Xian–Mi (Nostoc). Aquat. Toxicol. 89, 113–121 
(2008).

 38. Drath, M. et al. Ammonia triggers photodamage of photosystem II in the cyanobacterium Synechocystis sp. strain PCC 6803. Plant 
Physiol. 147, 206–215 (2008).

 39. Dai, G. Z., Shang, J. L. & Qiu, B. S. Ammonia may play an important role in the succession of cyanobacterial blooms and the 
distribution of common algal species in shallow freshwater lakes. Global Change Biol. 18, 1571–1581 (2012).

 40. Li, G. et al. Isolation and characterization of a novel ammonium overly sensitive mutant, amos2, Arabidopsis thaliana. Planta 235, 
239–252 (2012).

 41. Dai, G. Z., Qiu, B. S. & Forchhammer, K. Ammonium tolerance in the cyanobacterium Synechocystis sp. strain PCC 6803 and the 
role of the psbA multigene family. Plant Cell Environ. 37, 840–851 (2014).

 42. Desbois, A. P. & Smith, V. J. Antibacterial free fatty acids: Activities, mechanisms of action and biotechnological potential. Appl. 
Microbiol. Biotechnol. 85, 1629–1642 (2010).

 43. Ruffing, A. M. Improved free fatty acid production in cyanobacteria with Synechococcus sp. PCC 7002 as host. Front. Bioeng. 
Biotechnol. 2, 17 (2014).

 44. Kato, A. et al. Modulation of the balance of fatty acid production and secretion is crucial for enhancement of growth and produc-
tivity of the engineered mutant of the cyanobacterium Synechococcus elongatus. Biotechnol. Biofuels 9, 91 (2016).

 45. Koch, M. et al. Maximizing PHB content in Synechocystis sp. PCC 6803: A new metabolic engineering strategy based on the 
regulator PirC. Microb. Cell Factories 19, 231 (2020).

 46. Koch, M. & Forchhammer, K. Polyhydroxybutyrate: A useful product of chlorotic cyanobacteria. Microb. Physiol. 31, 67–77 (2021).
 47. Meeks, J. C. et al. Pathways of assimilation of  [13N]  N2 and 13NH4

+ by cyanobacteria with and without heterocysts. J. Bacteriol. 134, 
125–130 (1978).

 48. Mérida, A., Candau, P. & Florencio, F. J. Regulation of glutamine synthetase activity in the unicellular cyanobacterium Synechocystis 
sp. strain PCC 6803 by the nitrogen source: Effect of ammonium. J. Bacteriol. 173, 4095–4100 (1991).

 49. Inabe, K. et al. Nitrogen availability affects the metabolic profile in cyanobacteria. Metabolites 11, 867 (2021).
 50. Rodriguez, A. et al. Engineering Escherichia coli to overproduce aromatic amino acids and derived compounds. Microb. Cell Factor. 

13, 126 (2014).
 51. Shick, J. M. & Dunlap, W. C. Mycosporine-like amino acids and related gadusols: Biosynthesis, accumulation, and UV-protective 

functions in aquatic organisms. Ann. Rev. Physiol. 64, 223–262 (2002).
 52. Sinha, R. P., Singh, S. P. & Häder, D. P. Database on mycosporines and mycosporine-like amino acids (MAAs) in fungi, cyanobac-

teria, macroalgae, phytoplankton and animals. J. Photochem. Photobiol. B Biol. 89, 29–35 (2007).
 53. Oren, A. Mycosporine-like amino acids as osmotic solutes in a community of halophilic cyanobacteria. Geomicrobiol. J. 14, 231–240 

(1997).
 54. Callone, A. I., Carignan, M., Montoya, N. G. & Carreto, J. I. Biotransformation of mycosporine like amino acids (MAAs) in the 

toxic dinoflagellate Alexandrium tamarense. J. Photochem. Photobiol. B Biol. 84, 204–212 (2006).



16

Vol:.(1234567890)

Scientific Reports |        (2023) 13:19439  | https://doi.org/10.1038/s41598-023-46290-x

www.nature.com/scientificreports/

 55. Carreto, J. I., Carignan, M. O. & Montoya, N. G. A high-resolution reverse-phase liquid chromatography method for the analysis 
of mycosporine-like amino acids (MAAs) in marine organisms. Mar. Biol. 146, 237–252 (2005).

 56. Singh, S. P., Sinha, R. P., Klisch, M. & Häder, D. P. Mycosporine-like amino acids (MAAs) profile of a rice-field cyanobacterium 
Anabaena doliolum as influenced by PAR and UVR. Planta 229, 225–233 (2008).

 57. Zhang, L., Li, L. & Wu, Q. Protective effects of mycosporine-like amino acids of Synechocystis sp. PCC 6803 and their partial 
characterization. J. Photochem. Photobiol. B Biol. 86, 240–245 (2007).

 58. Rahman, M. A. et al. Analysis of proteins involved in the production of MAAs in two cyanobacteria Synechocystis PCC 6803 and 
Anabaena cylindrica. Bioinformation 10, 449–453 (2014).

 59. Yang, G. et al. Photosynthetic production of sunscreen shinorine using an engineered cyanobacterium. ACS Synth. Biol. 7, 664–671 
(2018).

 60. Tarasuntisuk, S., Oalaga, T., Kageyama, H. & Waditee-Sirisattha, R. Mycosporine-2-glycine exerts anti-inflammatory and antioxi-
dant effects in lipopolysaccharide (LPS)-stimulated RAW 264.7 macrophages. Arch. Biochem. Biophys. 662, 33–39 (2019).

 61. Salehian, S., Saadatbakht, M., Tabarzad, M. & Hosseinabadi, T. Culture optimization to produce high yields of mycosporine-like 
amino acids by Fischerella sp. F5. Mol. Biotechnol. https:// doi. org/ 10. 1007/ s12033- 023- 00854-4 (2023).

 62. Stanier, R. Y., Kunisawa, R., Mandel, M. & Cohen-Bazire, G. Purification and properties of unicellular blue-green alga (order 
Chroococcales). Bacteriol. Rev. 35, 171–205 (1971).

 63. Englund, E., Andersen-Ranberg, J., Miao, R., Hamberger, B. & Lindberg, P. Metabolic engineering of Synechocystis sp. PCC 6803 
for production of the plant diterpenoid manoyl oxide. ACS Synth. Biol. 4, 1270–1278 (2015).

 64. Chamovitz, D., Sandmann, G. & Hirschberg, J. Molecular and biochemical characterization of herbicide-resistant mutants of 
cyanobacteria reveals that phytoene desaturation is a rate-limiting step in carotenoid biosynthesis. J. Biol. Chem. 268, 17348–17353 
(1993).

 65. Moran, R. Formulae for determination of chlorophyllous pigments extracted with N, N-dimethylformamide. Plant Physiol. 69, 
1376–1381 (1982).

 66. Hossain, M. F., Ratnayake, R. R., Meerajini, K. & WasanthaKumara, K. L. Antioxidant properties in some selected cyanobacteria 
isolated from fresh water bodies of Sri Lanka. Food Sci. Nutr. 4, 753–758 (2016).

 67. Zhang, H. et al. Occurrence of mycosporine-like amino acids (MAAs) from the bloom-forming cyanobacteria Aphanizomenon 
strains. Molecules 27, 1734 (2022).

 68. Bligh, E. G. & Dyer, W. J. A rapid method of total lipid extraction and purification. Can. J. Biochem. Physiol. 37, 911–917 (1959).
 69. Fales, M. F. Evaluation of a spectrophotometric method for determination of total fecal lipid. Clin. Chem. 17, 1103–1108 (1971).
 70. Vidal, R. & Venegas-Calerón, M. Simple, fast and accurate method for the determination of glycogen in the model unicellular 

cyanobacterium Synechocystis sp. PCC 6803. J. Microbiol. Methods 164, 105686 (2019).
 71. Utharn, S., Yodsang, P., Incharoensakdi, A. & Jantaro, S. Cyanobacterium Synechocystis sp. PCC 6803 lacking adc1 gene produces 

higher polyhydroxybutyrate accumulation under modified nutrients of acetate supplementation and nitrogen-phosphorus starva-
tion. Biotechnol. Rep. 31, e00661 (2021).

Acknowledgements
This research project is supported by the Second Century Fund (C2F), Chulalongkorn University to SJ and 
KE. This study is also funded by Thailand Science research and Innovation Fund Chulalongkorn University 
(CU_FRB65_hea (66)_129_23_59) to SJ.

Author contributions
K.E. was responsible for study conception, experimenter, data collection and analysis, manuscript preparation; 
P.L. for study conception; S.J. for study conception and design, critical revision and manuscript writing, and 
final approval of the manuscript.

Competing interests 
The authors declare no competing interests.

Additional information
Supplementary Information The online version contains supplementary material available at https:// doi. org/ 
10. 1038/ s41598- 023- 46290-x.

Correspondence and requests for materials should be addressed to S.J.

Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access  This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the 
Creative Commons licence, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from 
the copyright holder. To view a copy of this licence, visit http:// creat iveco mmons. org/ licen ses/ by/4. 0/.

© The Author(s) 2023

https://doi.org/10.1007/s12033-023-00854-4
https://doi.org/10.1038/s41598-023-46290-x
https://doi.org/10.1038/s41598-023-46290-x
www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Improved lipid production and component of mycosporine-like amino acids by co-overexpression of amt1 and aroB genes in Synechocystis sp. PCC6803
	Results
	Engineered Synechocystis sp. PCC6803 strains
	Growth, intracellular pigments, and oxygen evolution rate of engineered strains
	Productions of intracellular lipids, extracellular free fatty acids (FFAs), glycogen, and PHB under ammonium sulfate supplementation
	DPPH radical scavenging activity and components of mycosporine-like amino acids (MAAs) under ammonium sulphate supplementation

	Discussion
	Methods
	Strains and culture conditions
	Constructions of recombinant plasmids
	Natural transformation of recombinant plasmids into Synechocystis sp. PCC 6803 cells
	Cell cultivation and ammonium sulfate treatment
	Determinations of cell growth and pigment contents
	Measurement of oxygen evolution rate
	Reverse transcription polymerase chain reaction
	DPPH radical scavenging assay
	Extraction of mycosporine-like amino acids (MAAs) and HPLC detection
	Extraction of intracellular lipids and extracellular free fatty acids (FFAs)
	Determination of total lipid and extracellular FFA content
	Glycogen extraction and determination of glycogen content
	Determination of PHB content by HPLC instrument

	References
	Acknowledgements


