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Table S1. Oligonucleotide primers used in this study. The following information is given by the 
sequence description: tag sequences (capital letters, italic), translational start or stop codons (capital 
letters, underlined), restriction sites (capital letters, bold), additional bases (lower case letters) and 
coding sequences (capital letters). 

Primer Sequence (5’ 3’) 

5-M50-EcoRI tagGAATTCATGGAGATCGACAAGAATGTGG 
3-M50-HA-XhoI tagCTCGAGTCAAGCGTAATCTGGAACATCGTATGGGTACGGATGACCCGCCGAACGG 
5-M53-EcoRI tagGAATTCATGTTTAGGAGCCCGGAGGGAGAG 
3-M53-Flag-XbaI tagTCTAGATCACTTGTCGTCATCGTCTTTGTAGTCCAACGAGTAACTCTCGAAC 
5-BFRF1-BamHI tagGGATCCATGGCGAGCCCGGAAGAGAGG 
3-BFRF1-HA-XhoI tagCTCGAGTCAAGCGTAATCTGGAACATCGTATGGGTAGGTCCACCTCAGAAACATCAGG 
5-BFLF2-BamHI tagGGATCCATGGCCCCGGTCACCCCAG 
3-BFLF2-Flag-XhoI tagCTCGAGTCACTTGTCGTCATCGTCTTTGTAGTCCTGTTTATTTTCCAAAATGAGCTGGG 
5-ORF24-BamHI tagGGATCCATGTCACGGAGAACGTATGTACG 
3-ORF24-HA-XhoI tagCTCGAGTCAAGCGTAATCTGGAACATCGTATGGGTATTTCCAGAAAAGCACCGCC 
5-ORF27-BamHI tagGGATCCATGCATTTAAAGCCTACCAG 
3-ORF27-Flag-XhoI tagCTCGAGTCACTTGTCGTCATCGTCTTTGTAGTCCCGAGGAGGAACAAAGTCATC 

5’-DM50-insUL50 
GGCGGCGGTCGGCGAGGGGGAGCGGCGGCGAGGCACCTGGCACGGCGACAGATGAGGG
ACTCAGTCGCGGTGTGCGGAG 

3'-DM50-insUL50 
GGTCGGCTCGGGCGGCGCCACTCGGACGGCGGCGAGCTCATCCGCGGCGGCGCCGGCGC
GATGGAGATGAACAAGGTTCTCC 
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Figure S1. Assembly-based CoIP for core NECs with p32/gC1qR and pUL97. 293T cells were 
transiently transfected with HA-tagged pUL50, pM50, BFRF1, Orf24; Flag-tagged pUL53, pM53, 
BFLF2, Orf27 or pUL97. At three d p.t., cells were lysed and for assembly lysates were mixed and 
incubated at 4° overnight. HA- or Flag-tagged proteins were immunoprecipitated using mAb-HA 
and incubated with the lysate containing pUL97-Flag for 3 h. Lysate controls taken prior to the IP and 
CoIP samples were subjected to standard Wb analysis using tag- and protein-specific antibodies as 
indicated. 
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Figure S2. Schematic representation of the generation of recombinant MCMV. For the insertion of 
ORF UL50, a UTC harboring the positive selection marker (aphAI kanamycin cassette) and flanked by 
UL50 homologous regions was generated. In order to retain the ORF M49, the part shared by M49 
and M50 (marked in purple) was not replaced. By PCR amplification, the homologous regions 
required for insertion of the UTC were added and transferred into recombination-active bacteria. 
After the first step of recombination, the ORF M50 was substituted by the UTC. After induction of I-
SceI expression and the second step of recombination, the kanamycin cassette was completely 
removed from the BACmid. 
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Figure S3. In vivo detection of virus replication. At (A) 2 d p.i. or (B) 3 d p.i. mice were anesthetized 
for analyzing virus replication and spread by in vivo imaging. 150 mg/kg body weight luciferin was 
injected i.p. and detection was performed 10 min after injection.  


