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Fig. S1.

Accession numbers

QIL7X1 P. trituberculatus
Q5XXZ5 C. feriata

S4SBK7 E. carini cauda
A3RKP7 H. americanus
Q721G4 M. ensis

QO9NDS1 P. japonicus
Q21691 P. monodon

AlXFT3 F. chinensis
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SSNNGVAIKVGGQSSQEVQIEVDLPH
SSSNGVAIKVGGQSSQELQIEVDIPH
STNVGTSINAKYTSGQGFEVTLEIPH
SSSNGVSIMVKPKNANELELHLDVP

SSATGAAIKLRTTDNKKIEMELELPH
SSATGASINIRTTENKKIQMELEIPH
SSATGAAIKIRTTENKKIEMELEIPH
SSATGAAIKIRTTENKKIEMELDVPE

SSATGAAIKIRTTENKKIEMELEVPE

KMEIIRVQSETYL)
KMEIIRVHSETFL
KMELLNMRSEIYL)
KMDLIAVKSQIYM|
KMELINIKAETYL
KMELLNIKAETYL
RMELLNIKAETYL)
KMELLNIKAETYL

KKQTRNQP-EIKILPPSMQDI
IKHHENTSQTTRSCQPSMQDI
KRVMGQE-ETKINPSSVRST
KQIRGQP-RTEISPPSSEGG
KAV-GKN-VRKIAPSSMRDE
VKAV-GKK-LTKITPPTVRDV
KAV-GKK-ITKISPSSMRDV
KAV-GKK-MTKISPSSMRDV
VKAV-GKK-MTEISPSSMRDV

*oo* o 3 o3 33k

*

Fig. S1. Multiple alignment of VTG amino acid sequences from nine different

crustacean sources. The sequences were chosen from the GenBank SwissProt

database and aligned using Clustal Omega (https://www.ebi.ac.uk/Tools/msa/clustalo/).

The figure shows the alignments based upon which the CODEHOP primers have been

designed. An asterisk (*) denotes identical residues; a colon (:) denotes a conserved

residue substitution; a full stop (.) denotes partial conservation of the residue. The arrows

above the amino acid sequences indicate the position of the sense (F —) and antisense

(« R) primers chosen from a group of candidate primers obtained from the -CODEHOP

programme. The sequences of the sense and antisense primers, shown inside the boxes,

were obtained from the Clustal Omega alignments

-
o
fw
O
(2]
35
[
©
S
©
(]
-
Q
(O]
O
O
<
(]
[
()
Qo
@)
>
(@)}
o
9
om




Biology Open (2022): doi:10.1242/bi0.059019: Supplementary information

Clustal Omega alignment

P.elephas =  ————————————————-— TL-PTQLRSRPLAQGPLPVEESGSVCLQEIKDGIYWSITCEDE 42
QDE13857.1 GEKVVVTKLKNHRFCQDHYANRAET PKAWMKAPLPMEESYSECKQEITNGIYTSITCKDK 112
AB0O09863.1 GHKVIVKKEKNHRLCKKRYPTPAETOMPWLKGPLPLEESECRCKQEITNGIYSSIICHDK 240
:-***:Jt** . * ***_:*** ok *.J::
P.elephas NVIRPSYGAYKYVEANQESTT-— """ ————————— —— —— 63
QDE13857.1 NVIKPAYGSYKYVEAHQESVLRFQSETDQIPPSVSQLPSRFIRKTLRYDQHTLKKDPSMA 172
AB0O09863.1 KVVRPSYGAYKYVEAKQESTLRYVSLSSQQPPAIPQ—GSLVRKSLRYSYHTLNKDPSMV 298
:*::*:**:**\k***:***_
QDE13857.1 Macrobrachium potiuna (69.39% identity)
ABO09863.1 Homarus americanus (67.92 % identity)

Fig. S2. Alignment of VTG P. elephas amino acid sequences with homologous VTG
sequences from GenBank. Identity and similarity percentages are shown at the top of
each Clustal Omega alignment panel. Numbers on the left indicate the positions of the
amino acids in each protein. An asterisk (*) denotes identical residues; a colon (:) denotes

a conserved residue substitution; a full stop (.) denotes partial conservation of the residue.
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Fig. S3. Results of Western blot analysis using anti-VTG2 antibody. An aliquot of all
homogenate samples with concentration of VTG120-180 ng / mL were pooled into one
sample (S1). Similarly, an aliquot of all samples with a concentration of VTG 200-260 ng /
mL (S2) was pooled. The same S1 and S2 samples were also digested with the subtilisin
protease (S1D and S2D samples). Western Blot profiles did not highlight particular
differences between the samples treated and untreated with the protease. The different
concentrations of VTG detected by ELISA were also not reflected in the number of
immunoreactive bands to the anti-VTG2 antibody. The arrows («-) indicate the presence of
an immunoreactive band of about 120 kDa and also two very close bands between 80-75
kDa.
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