Supplementary figures Hamming OJ et al

Figure S1. Biological activity of IFN¢$1 and IFN$2

IFN¢1

100% Mp— 100%

80% - 80% A
60% - 60% A
40% -

40%

20% A 20% -

0% T T T et T T Sy 0%
0 24 48 72 96 120 144 168 0 24 48 72 96 120 144 168
hours post virus challenge hours post virus challenge

FigS1. Bioactivity of recombinant zebrafish IFNs demonstrated by increased survival to a viral challenge,
using the method described in ref (2). 60hpf zebrafish larvae were injected intravenously with the indicated
amount of recombinant IFN diluted in PBS (left panel, IFN¢1; right panel, IFN$2). After 6 hours of
incubation at 28°C, they were challenged by intravenous inoculation of 60 pfu of IHNV25 virus. Larvae were
then distributed in individual wells and incubated at 24°C, and their survival was regularly monitored with a
stereomicroscope. With this assay, the specific activity of recombinant IFN¢1 appears roughly 3 times
higher than that of recombinant IFN¢2.



Figure S2

drIFN2 - - CIMRRFHVETAY SLLESMGGIF - -RECLEE-NVRITFPEYALQSHNSROETE -VAEAVYEIMDEIDVLEAND SYPEAWNKREY - - - BNFQNIVERLTEENECIMRMEA - - Q@ TVDDFPARDDAL 150
drIFN3 - - CHLQFKNLMERTYTLLEFAGGLF =M ID-RVSIPFPONVE. - DQVTE-VEFAY' LONIDALFENF@DPDOWDAEKL - IDFREIVEROIEYETCIMNE - - - - TEVAQDFPSREASL 150
huIFHAZ - - CDLPQTHSLESRRILMLLAQME RISLFSCLKD DF@FPQEEFRG- NOFQFAR - -TIFVL! IQQIFNLFSTED SSAAWDETLL - IKFET! (QQLNDLEACVIQGVGVTETPLMEKEDSILAV 150
huIFHAS - -CDLPQTHSLSNRRILMIMAQMG. RISPFSCLED-RHDFEFPQEEFDENQFQFAQ - -ATSVL IQQTFNLFSTEDSSATWDETLL - IKFIT! (QQLNDLEACMMOEVGVEDTPLMNVDSILTV 150
huIFNAS S mmmmmmemimdamassssmammamamaaas - - - - - - -MIQOTEFNLFSTKDSSAALDETLL - - - BEF¥T ELDQQ LNDLESCVMQEVGVIRSPLMYEDSILAY 150
huIFNE - —ﬂ!LQRSSN’QCQKILﬂQLNﬂR* LEYCLED- RMNFDIPEEIRQLO@FOKES - -AALTIVEMLONIFAIFRQDSSSTEWNETIV - INHLETVLEEFLEFED FIRGELMSSLHL 150
galFNAL - REQDI SLOLLRDMA LPQLEPQH- SASCSFNDTILDE SNTRQA HDILOELFKILSSPSTPAHWNDSQR - TQHLEQCLDSSD-TRSRIRWPRNLHLTI 150
galFHA2 - LRPQDATFEHDSLOLLRDMA. LPQLCPQH- SASCSFNDTILDT SNTRQAI HDILQHLFEILSSPSTPRHWNDSOR - IQHLEQCLDSSD -TRSRIRWPRNLHLTT 150
galFNA3 - LRPQDAT FSHE SLOLFROMA. LLQLEPQH-NASCSFNDTILDE SNTRQA HDILQHELFEILSSPSTPAHWNDSQR - TQHLEQCLDSSD-TRSRIRWPRNLHLTI 150
gaIFNE - DANFSHESLOLLONEA- - DVTFPFPETLLESKDKEQA LEILOELFNML S SPHTPKHWIDRER - - - HSLLNQT QH¥THHLEQCFVNQG -TRSQEREPRNAHLST 150
xtIFNL - VYRTOLNINREVRTLLGNME. [N- WRFFRLSEFLENMS] - - LQIEIHQFSVIFTDNLANSVENKTVIQAMSEMOTL LEELTLEYETKKI 150
xtIFN2 - - - -MSQHECNKBALEHLVNMG Q—WKHPR?PKF'LDKI" --Li IVBESSKLISSQLVMSTKDKR[TI'[SQL HEVPELEKKIRQI 150
xtIFN4 - - -HPEQE¥LNTQILKAFNE-- - - - HMPLEETEEICE] H—PlDI. BE LAV 150
xtIFNS -LHPEQEY¥LNSQILEAFNERT FVEQF TVRETDEICQEH- HSDL Wk - - LIV 150
xtIFN3 - - - -LOPEQEYLNE: NPPEDYDESCQYD- S[ELW!DE SISQMEEMY - —-LRVFWLN 150
gaIL-10 LEFSELLPARL DELNIQLLSSELLDEFEQTF, -gosav! EVLFRJ\HQTS.SHQQS——HHDLIIM 150
xtIL-10 SRVVNIFPAKLE =CQsw. EEVLPQANH- - - -YFMN - - VEFLEDELLDLEHTLER! 150
huIL-10 THFPGNLPNMLF] ~CQAL: IQP 'LEEVMPQAENQDPDIFAH- - VNSLEENLETLELRLRRCLRFLP 150
drIL-10 2 -FVEGFPLELE - CHVMNEILHFYLETILPTALGKNPLEHETTP 150
huIFNL2 IAQFRSLED: - -RPMALEAELALTLEVLEATADTDPALVDVL - 150
huIFNHL2 - IAQFRSLED: - -RPVALEAELALTLEVLEATADTDPALGDVL - 150
huIFNL1 - TERFEALAD - -REVALEAELALTLEVLEAAAG- - PALEDVL - 150
gaIFNL - - CELEKYQFPAPLS --RITLVEAELDL! 150
xtIFNL - - CHMSRYRSWSPS] - -RITLAT 150
xtIFHLS - - IERYREVIPE] EESPF GIKCQKKLPRQKJSVCDLKAB - -RLILII meTNITDf—SPLSE 150
xtIFNL2 - ISRYRSWSPS, 8 IECQKRMFROE P SYCELEASH - -RLILILERVTLAVDVLTHMSE - - SPLSEF: 150
xtIFNLL - ISRYRSWSPS, EFSPF SPE IKCTREMLEQKE SVCDLQASE - -RLILTLERVTLAVDVLTHMTE - - SPLAKL! 150
ArIFNL - -- - EYADLETPFPS RLY TLMDESEVED -QVEF] 150
drIFN4 - EKVHEDNEDLNPIPYDLINNHEMAEPEF -QIQFY. 150
ArIFNG - 150
huIFNHG - 150
galFNG - DIDKLKADFNSHBDVLDWF 150
=tIFNG - EELRRIPNKINQDDDDSI& 150
l1.......20........20........
d:IFH2 RO IBLLAVESDITQPRL- - - - 150
drIFN3 KVEFETISS S8 TCA 1se
huIFNAZ REXFQRIT! ERKYEPCAI 1se
huIFNAS REXFQRIT! TERK 1se
huIFNAS REXFQRLIT! TEKK“ CAWEVVEAEIMEEFSLS - 158
huIFNE K @RI HCAWTIVRVEILENFTFI 1se
gaIFNAL KEHFSCLHTFLQDND YEACA LQARAWFLHI 1se
gaIFNAZ KFHFSCLHTFLQDND Y8ACA LOARAWFLHI 1se
gaIFNAZ KEHFSCLHTFLQDND YERCAN LQARAWFLHI 158
g=IFNE NE¥FRSTHNFL)HNNY A LOARDOFREY 1ce
xtIFN1 RE PRIOILRI.HKM!’ Rﬂ"}\SWDEHEZVLLL‘J‘. 1se
xtIFNZ KEYFERMEAYLKERGYEHCA- - - == - - - - 1£8
xtIFN4 SEEFNLLETMVLERDNEA 'THLE- - 1se
xtIFNS SEEFNLLEKIVLEEDNEAS b 1se
xtIFN3 SDQEQALEQILOER- NIACEREI I SE IRENLOLY 1c8
gaIL-10 KETFEFMDENGIYRAME - - EFEIFINYIEE¥L- - 158
xtIL-10 K NFHHEQEIYRAME - -EFEILIDY IEDY! 1se
huIL-10 ENAFNELQEKGIYRAME - - EFEIFINYIEA 158
drIL-10 KNEYEFMEERGVYRAMG- - ELELLFRY IE 1se
huIFNL2 HHWLIRLQEAPK - KESPGCLEASVT FNLFELLTRDLNCVA SGBLCY 1ce
huIFNL3 HHWLHRLQEAPK - KRESPGCLEASVT FNLFELLTROLNCVAS 158
huIFNL1 HHWLHRLQEAPE - EESAGCLEASVT FNLFELLTRDLEEVADENLCL 1se
gaIFNL RHWLOKLETAFK - KETAGCLEASAI LEIFQVLN - DLRCARQREDCE 158
=tIFHL MPHLHILIHPRE - BV o8 g eV LLALTLLI EDVHCWANKE - 158
xtIFNLS MPHLNHLFHFRE - RVS80CVOEAVLLSLT(LLT EDVMCWANER - 158
xtIFNL2 MPHLNHLFHFRE - KVSEECVOEAVLLSLTLLI EDIMCWANNE - 158
xtIFNL1 MPWLHHLFHFRE- KV S8ECW \VLLSLTOLLIEDIMCWANNE - 1se
drIFN1 KRHFRTLEKILEFEQYSAEAWEQIRRVVESHLORMDITABNARVRERV 1se
drIFN4 HL¥FNRLRRMIELNTDEGR S} KRV ISLMNQLES?SFHTHY - 158
drIFNG ETLWAIKENDP IVQRFKALFELKRVY- - - 158
huIFNG HELIQVHAELSPARKTEKRKRSQMLFRGRENSQ - 1ce
gaIFNG NELFSILQKLVDPPSFKRERS(SQRRCNC 158
*tTRHE HRILEET Qvawm\luurtnwtr RR-- 188

.160. L180..

.-A—._L-L__.L—-l.-—

.170

Figure S2 Sequence based alignment of selected type | cytokines. IFNA, IFNa, IFNB and IL-10 from Danio
rerio (dr), Gallus gallus (ga), Xenopus tropicalis (xt) and Homo sapiens (hu) have been aligned based on
protein sequence
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Supplementary figure 3: Phylogenetic tree based on the sequence alignment shown in Supplementary

figure 2



