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a v HTR4 gRNA1 PAM
HTR4 47 CTCCAAGGAAGCAACTTGCTACTAAGGCTGCTCGTAAATCTGCACCAACTACTGGTGGAGTCAAG 1M1
v HTR5 gRNA1 PAM

HTR5 47 CTCCTAGGAAGCABCTTGCTACARAGGCTGCAEGIAAGTCTGCACCARCCACTGGAGGAGTCAAG 111
HTR8 47 CTCCCAGGAAGCAGCTTGCCACCAA@'&CGGCGAGGAAATCAGCACCAACCACCGGAGGAGTCAAG 111

HTR4 gRNA2 PAM

HTR4 112 AAACCACATCGTTACCGTCC'I-‘G_GAACTGTTGCTCTCCGTGAAATCCGTAAGTACCAGAAGAGTAC 176
HTR5 gRNA2 F’A_M v

HTRS 112 AAGCCCCATCGTITACCGTCCAGGAACTGTIGCACTACGTGARATTCGTAAGTACCAGAAGAGTAC 176
HTRE8 gRNA1 PAM

HTR8 112 AAGCCTCACCGTTACCGTCCAGGAACCGTCGCECTTCGTGAGATECGTAAGTACCAGAAGAGTAC 176

HTR4 177 TGAGTTGCTTATCAGGAAACTGCCATTTCAGAGGCTAGTCCGTGAGATTGCTCAAGATTTCAAGA 241
HTR5 177 CGAGTTGCTGATCAGGAAGCTCCCTTTCCAGAGGCTAGTTCGTGAGATTGCCCAGGATTTCAAGA 241

HTR8 177 TGAATTGTTGATCCGCAAGCTTCCCTTCCAGCGTCTCGTTCGGGAAATAGCTCAGGACTT CAAG‘yA 241

HTR4 242 CTGATTTGCGTTTCCAGAGCCATGCIGTCITAGCTCTCCAGGAAGCTGCAGAAGCATATCTIGTT 306

HTR5 242 CTGACTTGCGTTTCCAGAGCCATGCIGTGCTTGCACTCCAGGAGGCTGCTGAAGCATACCTTIGTG 306
HTR8 gRNA2 PAM

HTR8 242 cGGABCTGAGGTTTCAGAGTCACGCGGTENTRGCECT TCAAGABGCGECHGAGGCRTABCTAGTH 306
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Figure S1. Schematic diagrams of HTR4, HTR5, and HTRS8 with the Cas9 targeting sites. (a) Design
of gRNA target sites of H3.3 CRISPR/Cas9 vector. The black arrows display the position of introns.
The red line displays the gRNA sequence and PAM sequence. The earthy yellow background indi-
cates completely consistent sequences and the blue background represents greater than or equal to
50% consistency. (b) Diagram of the six gRNAs constructed in the CRISPR/Cas9 vector. The blue
arrows display the promoters. The white boxes display the gRNAs. The gray boxes display the
gRNA scaffold and connected sequence. (c) Semi-quantitative RT-PCR analysis of full-length tran-
script (5’ to 3" UTR) in WT, h3.3cr-4, and h3.3cr-5. UBC is used as an internal control. Primers are
listed in Supplementary Table S1.
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Figure S2. The anther dehiscence and pollen release in WT and h3.3cr-4. Anther and pollens of WT
and h3.3cr-4 at different flowering stages. Scale bar, 125 um.
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Figure S3. The hydration and germination of pollens in WT and h3.3cr-4. (a) Pollens hydration on
the stigma. Scale bar, 100 um. The insets (bottom right corner) exhibit the pollen where the white
arrow points. (b) Pollen germination observed by aniline blue staining. Scale bar, 200 pm.



