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Figure S1. The phylogenetic relationships of 1,973 Cyanobacteriota genomes/MAGs were estimated using IQ-TREE, with Margulisbacteria as outgroup to
root the tree. Each major clade is separated by color-coded branches: Sericytochromatia (dark red), Vampirovibrionia (dark blue), and Cyanobacteria
(green). MAGs identified in this study (labeled as NeLLi2023 in Supplemental Table S2) are highlighted with thicker branches. Bootstrap support values
are not shown. The diagram includes four rings: ring 1 indicates the GTDB taxonomic order for each cyanobacterial lineage; ring 2 uses filled circles to
indicate isolates; ring 3 provides a bar plot showing UNI56 markers count; ring 4 provides a bar plot displaying CheckM2 completeness.



Bacterial Order Plant Taxonomy
(background shading) (font color)

garitales — inodermoph,
D Margulisbacteria D Prasinodermophyta e 'I”“l; iW’ - vta
Ll /////7"‘1""""':
[[] uBa7694 [ streptophyta < e,
¥ I chiorophyta \“\\\\\\\\\\\\\\\\\\R Y14y ///{//’//////////7”"”//'//
B s158-MN24 phyt QW { ////////////'4/,,

D Vampirovibrionales D Euglenozoa /////////////
. Gastranaerophilales . Dinoflagellates

. 2-02-FULL-35-15 . Chlorarachinophyceae

[l caenarcaniphilales [ claucophyta

B MEP-6097 [l Rhodophyta

] obscuribacterales Il Cryptophyta

D Haptophyta

. Ochrophyta

D Alveolata

. Ochrophyta (Bacillariophyta)

D Gloeobacterales
D Thermostichales
[l Pseudanabaenales
[] Gloeomargaritales
[l FAcHB-261

D Thermosynechococcales
Il cAucso Dinoflagellates
[ ] pcc-7407

. Elainellales

I Phormidesmiales
I cAciam-69d
[] pcc-9006

Chlorophyta

EL

Bacillariophyta
(Diatoms)
[l synechococcales
[] pcc-6307

Bl skvco

[l GCF-001939115

Il FAcHB-46

Jouig

. Neosynechococcales
. Leptolyngbyales
[] cyanobacteriales

Glaucophyta

L
Centroplastihelida “

N
r

W
1 substitution per site W
—_—

‘& Alveolata

Figure S2. The phylogenetic relationships between cyanobacterial species and plastids from photosynthetic eukaryotes. Cyanobacterial species are
represented by dereplicated 259 genomes/MAGs, while plastids are represented by 241 reference plastomes from major photosynthetic eukaryotic
groups, and 647 ptMAG contigs containing 16S rRNA genes with at least 10% UNI56 markers. The tree was generated using a concatenated alignment of
PLASTID54 markers under the LG+F + | + G4 substitution model with IQ-TREE. Cyanobacterial orders are highlighted with background color, with
corresponding color codes for the clade provided in the color key (Bacterial Order). Gloeomargaritales, which is positioned as a sister to all plastids
(reference plastomes and ptMAGS), is highlighted with an arrow and labeled. Labels for reference plastomes from diverse photosynthetic eukaryotes are
color-coded and indicated in the color key (Plastid Taxonomy). Plastid metagenomes are indicated by labels with black text. Plastids from the major
photosynthetic groups are separated with shades of gray and labeled by corresponding species name. The Alveolata clade includes Chromera species
and four plastomes from Apicomplexa species but excludes dinoflagellates. Dinoflagellate members are separated from Alveolata to indicate their distinct
phylogenetic positions.
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Figure S3. Phylogenetic relationship of the Paulinella chromatophore plastid compared to cyanobacterial members of the
taxonomic order PCC-6307. The tree highlights the relationships of Synechococcus sp. WH5701 and Synechococcus sp.
RSCCF101 in comparison to the P. chromatophore plastid. Synechococcus RSCCF101 branches off before the
diversification of P. chromatophore plastid and is phylogenetically closer to P. chromatophore. Only members within the
taxonomic order PCC-6307 are shown, while other orders within Cyanobacteriota are collapsed. For a complete overview
of the relationship among all orders within Cyanobacteriota, please refer to Fig. 1 and Supplementary Fig. S1.



«
£
Yks
ept© og . £5
A\ 8s & T
7 0T & £S5 _§
2 9283 5 fS58:.5
8 835,98 $285%
® _< 2 I 3538
- Zr8raEEUg, 293888
3 2252833 |£7 22555¢
223 538980228 552889
$%2% 5388285 (s8s8855208
2 2%27302829E353 |S535 50558% <
Y 252905088332 |E352, 0855 o
%S 32350315028 |F035LIESE o
28%223522 |32 § s< g
%22%%5530%5 |65 |3 28
23352223 3|28 £8
222353282\ 2|53 o3
2% 0258%32\2 |8
%2555 \223 |4 | ™
$2528\3%%
82035\3%
"52%55\%
e B EE0
e b
%252 \%
A\
ZE\ e
e
2
a0
o
N A0S ata
C ‘ > s e
© ° (258 ona® inof
A hl; eBRomOneS
S Oy pediiomonete s
[ %4 Peiourastecis vin!
S s el bilis
3, N A & Vi (7 \gnimaniPiva e ma itidu™
(o lonos bsulata
N zenia
2 cola
§ X terfilum terr!
~ Rallalongiseta o kuetzingianum
\ oceras zachariasii haera incisa
phacodS ddulphia bidduiphiana Lobosphaera Natanabea reniformis
aeodactylum tricornutum ¥4 H i Botryococcus braunii
Cylindrotheca closterium — Bacillariophyta Paradoxia multiseta
lea nusantara I Ci
N et nacgein —J14 Diatoms) occomyasp.
% ensi cu:
Cocconeiopsis kAN iy ch’OFarach- s (lslacvllzms
Gomvh"?‘ov;“a'f“encaq\?m nophyceze Bi]g/'enlno?"‘°’a stellata
Halamphors Jia paxt 3 lowiella nags
Bachielissima ol Part ns
jicatis Fi enskye|
juascnia 48 Eadrue Ochrophyta ChacgorioVdici, Yella glosspg,
it \S 2l O Ph, terr, Podia
seudo-™ [ riops'® ia OVAZim €docy., Orops; €strjg Lotha,
P pragha sl (GiiactliCa o Jetadiupy oS pol ©ha vacujgy,
! UbaseNufy roj; a
‘open% rinsK et ) a,:;’“ 2 Ming Manyy,
wry® on €25nare faa- Chy My tla g Peng,
S o v WA (e o oY Chonangunicurag,
e\\a psa“‘“;s\oﬂe‘“ ON OISO S 7@,,"”/0,/:5'& ,,""lls
. of\a9 o o Qe oRs s e o & g des,s 201, OMos,
DINC S N S X 5 Gom SRS s PP
pe o0 XS 0 ac, Ay an, Yiste,
or® v Sgesied &&o%’?ﬁ% Qlus’ PecyOmogUog,, s
0e o S % @”ﬁ@""’%’/ 0}200 2, Caeplicg e " 1
e s % ey s ink,
«0¥ SN A Q ! L B s NN Par
st % 0° B kS NP2 2 20, gty 1,200 Wiy
o N&d&oz RN 0103 Si9/ 0 C
O SOR, 6 % % 0 Y5 20, % ‘o5 Say, o, “Us
SIS SIS B 2 o o % g 7S 1y
TloglEse I\ i Pgetsr
-ooe%% BN GRS 5 &0 &%, K3 s, Uy,
%ﬁéo— Po ook o S vy Yo
5550 2o% ,-‘,./;,%m%s % 9, 2
5 & 220 3
SR bhbng |\ J85555 0% 0 200 2
= S\ 1538282222305 %% 2%
S3553T293 (BRSPS a0 00050 Y
SeEaBasocacentonrote’y ¢
52392 %23 2%%
¢ @ 2o%8® 338 % X
o %% 43 2 )
o B%% ° > ‘\1 A
* =3
« ¥53 éogov“\-\&
&° 32 SN
& 33 O 0
. 22 A%
:‘V‘ i ?(0 Q“\
? e I .
1 substitution per site

(2]
<
-
-
o
°
Es
<
-
(Y]

Figure S4. Phylogenetic relationships among different photosynthetic eukaryote plastids estimated with concatenated
PLASTID54 genes using IQ-TREE. The dataset includes 236 RefSeq plastomes, Paulinella chromatophore plastid, and
six cyanobacterial genomes. Ultrafast bootstrap values are displayed only for branches with support below 95%. Leaf

labels are colored according to the color key.
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Figure S5. Plastid relationship among different photosynthetic eukaryotes. The maximum-likelihood tree was inferred using a concatenated alignment of
PLASTID54 markers under the LG+F+I+G4 substitution model, following the nsgtree pipeline and IQ-TREE. Labels for the 236 reference plastids are
color-coded as described in the color key, and labeled clades are delineated from one another with different shades of gray. Complex plastids within
Chlorophyta (Euglenophyceae, Chlorarachinophyceae, and Lepidodinum spp.), and in dinoflagellates and Centroplasthelida are excluded from the
shades. Rhodophyta clades are shaded in red to highlight two independent origins of secondary red algal plastids. A single plastid metagenome that
branched off before the diversification of Haptophyta and Cryptophyta is highlighted in a blue shade and indicated by a black star. Novel ptMAGs are
highlighted with bright blue branches to distinguish them from redundant ptMAGs derived in this study. Ultrafast bootstrap values below 95% are shown
under the branches. Reference plastids from the phylum Bacillariophyta are shown in dark orange to distinguish from the rest of other ochrophytes
(orange).
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Figure S6. Phylogenetic relationships among reference Ochrophyta plastids. A maximum-likelihood tree
was constructed with a concatenated alignment of 54 plastid proteins, applying the LG+F+1+G4
substitution model. The analysis included a total of 213 Ochrophyta reference plastids, with four
Rhodophyta plastids serving as outgroup. Only ultrafast bootstrap support values less than 95% are
displayed, either above or below the corresponding branches. Clades containing a large number of taxa
were collapsed and labeled accordingly. Major groups within Ochrophyta were distinguished with
alternating pink or yellow shading and labeled accordingly.
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Figure S7. A cladogram depicting the phylogenetic relationships of secondary red algal plastids in
Ochrophyta and other photosynthetic eukaryotes. The relationships were estimated using a minimum of
20% PLASTID54 markers using IQ-TREE and the LG+F+1+G4 substitution model. Red algal species
(subphylum Cyanidiophytina) was used to root the tree. Only the branches with ultrafast bootstrap

support values less than 95% are shown. Complete plastomes available in the NCBI RefSeq/GenBank
are labeled with species name, while the ptMAGs are shown in black font. Major classes within

Ochrophyta are distinguished with alternating pink or yellow shading and labeled. Plastids from

Centroplasthelida and dinoflagellates are excluded from the shaded area. Reference ochrophyte species
from the phylum Bacillariophyta are highlighted in darker orange compared to species from other
ochrophytes.



