
Supplementary file (S1)  

Primer information 

Target group Primer name Primer sequence Fragment length (bp) References 

AOB 

amoA-1F GGGGTTTCTACTGGTGGT 

491 

 

amoA-2R  CCCCTCKGSAAAGCCTTCTTC  [1] 

AOA 

Arch-amoAF  STAATGGTCTGGCTTAGACG  

635 

 

Arch-amoAR  GCGGCCATCCATCTGTATGT  [2] 

NOB 

F TACATGTGGTGGAACA 

485 

 

R CGGTTCTGGTCRATCA [3] 

Note: AOB; ammonia oxidizing bacteria, AOA; ammonia oxidizing archaea, NOB; nitrite oxidizing bacteria  

 

Supplementary file (S2)  

Polymerase chain reaction (PCR) reaction system 

Component Volume 

2×PCR Master Mix 12.5 µl 

Forward primer (10 µM) 0.5 µl 

Reverse Primer (10 µM) 0.5 µl 

Template (mixed DNA) 1 µl 

ddH2O 25 µl 

 

Setting of primer amplification conditions: 94°C for 5 min; 94°C for 30 s, 60°C for 30 s, 72°C for 

30 s, 35 cycles; 72°C for 10 min. The products were subjected to agarose gel electrophoresis as 

follows: 

Amplification curve: 94℃ for 30 s; 94℃ for 10 s, 60℃ for 12 s, 72℃ 30 s for 40 cycles, 72℃ 

single point detection signal.  

 



Thymine-Adenine (TA) cloning reaction system 

Component Volume 

The purified PCR product/or PCR1 ul 1 kb control 1 µl 

PMD-19T Vector 1 µl 

10×Enhancer 1 µl 

Sterilized water 10 µl 

 

 

Fluorescent quantitative polymerase chain reaction (FQ-PCR) system 

Component    Volume Final concentration 

SYBR Premix Ex Taq（2×） 10 µl 1× 

Forward Primer (10 μM) 0.8 µl 0.4 μM 

Reverse Primer (10 μM) 0.8 µl 0.4 μM 

Genomic DNA 1 µl  

ddH2O  20 µl  

 

Fluorescence quantitative PCR amplification conditions setting: 

Amplification curve: 94℃ for 30 s; 94℃ for 10 s, 60℃ for 12 s, 72℃ 30 s for 40 cycles, 72℃ 

single point detection signal. 

Dissolution curve: 95℃ 0 s, 65℃ 15 s, 95℃ 0 s, continuous detection signal. 
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